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Preface

Gut ist eine Lehrart, wo man vom Bekannten zum Unbekannten
fortschreitet; schén ist sie, wenn sie sokratisch ist, d.i. wenn sie dieselben
Wahrheiten aus dem Kopf und Herzen des Zuhorers herausfragt. Bei der
ersten werden dem Verstand seine Uberzeugungen in Form abgefordert, bei
der zweiten sie ihm abgelockt.
Professor Friederich Schiller Jena, in a letter written
on 23 February 1793 to his friend and supporter
Korner, father of the poet Theodor Kérner.

Established clinicians and scientists as well as students again tried the
Wilsede experiment for three days and nights and learned from each
other. In our fourth Wilsede meeting on ‘“Modern Trends in Human
Leukemia” we concentrated once again on questions regarding the
practical application of research and its benefits to the patient.

The main emphasis of leukemia research has changed since the first
Wilsede meeting in 1973. Virology is no longer the sole interest.
Advances in immunology and cell genetics and a better understanding of

Dr. h. c. Alfred Toepfer speeking with participants of the meeting in Wilsede

XX1I



4 . -
e ¥ B : -~

Arrival and discussion of participants in front of the meeting place “De
Emmenhoff”




Personal and scientific discussion in Wilsede June 1980 Fotos: R, Vols
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the mechanisms regulating normal and pathological blood cell differen-
tiation have had a considerable impact on the direction of leukemia
research.

I would like to thank all chairmen for their efforts in organizing
a program which included most of the important results and also future
aspects of human leukemia. We have learned at the Wilsede meeting that
the individual fields of interest raise similar cell biological questions, the
solution of which require increasing efforts for multidisciplinary collabo-
ration. At the next Wilsede meeting in 1982 new insights certainly will
have become apparent through additional knowledge in the field of
cytogenetics of cancer cells and through new possibilities in the
application of monoclonal antibodies and purification of specific regula-
tory proteins with inhibitory and stimulating effects on blood cell
differentiation.

During the meeting we usually stayed in De Emmenhoff in Wilsede. We
would like to express our gratitude to all Wilsede people for their
hospitality and also to the Verein Naturschutzpark e.V., and last but not
least to Dr. Alfred Toepfer and his associates for their idealistic efforts to
preserve this peaceful place for us.

Hamburg, April 1981 Rolf Neth
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The Relative Role of Viral Transformation and Specific Cytogenetic
Changes in the Development of Murine and Human Lymphomas

G. Klein

This talk will be limited to a consideration of
lymphoma and leukemia development (or
certain types) in mice and men where there is
extensive evidence for the role of the specific
genetic changes recognizable at the chromoso-
mal level. To start with the conclusion, it is
clear that lymphoma development can be
initiated by a variety of agents. In all probabili-
ty, the initiation process creates long-lived
preneoplastic cells, which are frozen in their
state of differentiation and capable of continu-
ed division. These cells constitute the raw
material for the subsequent cytogenetic evolu-
tion that converges towards a common, di-
stinctive pattern. The nature of this pattern as
it appears in the overt lymphomas depends on
the subclass of the target lymphocyte rather
than on the initiating (“‘etiologic”) agent.

A. Human Lymphomas

The most extensive evidence concerns Burkitt
lymphoma (BL). About 97 % of the BLs tested
that arose in the high endemic regions of
Africa were monoclonal proliferations of Ep-
stein-Barr virus(EBV)-carrying cell clones of
B lymphocyte origin (Klein 1975; Klein 1978;
Zur Hausen et al. 1970). BL tumor cellsin vivo
and derived cell lines are similar in carrying
multiple copies of the EBV genome and often
carry around 30—40 per cell. Some of the EBV
genome copies are integrated with the cellular
DNA, while the majority are present as free
plasmids (Kaschka-Dierich et al. 1976; Falk et
al. 1977). BL cells show no detectable viral
expression in vivo except the EBV-determined
nuclear antigen, EBNA (Reedman and Klein
1973), which is a DNA-binding protein that is
present in all cells carrying EBV DNA. Super-

ficially at least the properties of EBNA rese-
mble those of the tumor (T) antigens induced
by the oncogenic papovarivurses (Klein et al.,
to be published; Luka et al. 1978). In the
majority of the cases, BL-derived cell lines
arise by the growth in vitro of the same clone
that is tumorigenic in vivo (Fialkow et al.
1971 Fialkow et al. 1973). These cell lines are
also similar to the tumor in vivo with regard to
EBNA expression. In addition, many lines
(termed producers) also contain a small num-
ber of cells that switch on viral production;
other lines are nonproducers (Nadkarni et al.
1969).

The EBV-carrying lymphoid cell lines with
an essentially similar EBV DNA status and
viral gene expression can also be derived from
the peripheral blood (Diehl et al. 1968) or the
lymph nodes (Nilsson et al. 1971) of normal
seropositive donors; they are referred to as
lymphoblastoid cell lines (LCLs). LCLs differ
from BL lines in a number of phenotypic
characteristics (Nilsson and Pontén 1975). On
the basis of the limited information now
available it has not been possible to attribute
this to differences in the viral genome or the
virus-cell relationship (for review see Adams
and Lindah 1974). The cytogenetic differences
between LCLs and BL lines discussed below
suggest, on the other hand, that the differences
may be determined by the cellular genome
rather than by the viral genome.

There is firm evidence that EBV is a trans-
forming virus in vitro (Gerber and Hoyer
1971; Henle et al. 1967; Miller 1971 ; Moss
and Pope 1972) and induces lethal lymphopro-
liferative disease in certain nonhuman prima-
tes in vivo (Frank et al. 1976). In humans,
primary infection of adolescents or young
adults causes infectious mononucleosis, a self-
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limiting benign lymphoproliferative disease
(for review see Henle and Henle 1972).
During mononucleosis a relatively small num-
ber of EBV-carrying B blasts appear in the
peripheral circulation; they disappear again
during convalescence (Klein et al. 1976). They
are probably reduced in number by the EBV-
specific killer T cells that appear in parallel.
The killer cells can lyse autologous and alloge-
neic EBV-carrying (but not EBV-negative)
target cells without any apparent syngeneic
restriction (Bakacs et al. 1978; Jondal et al.
1975; Svedmyr & Jondal 1975 ; Svedmyr et al.
1978). In fatal cases of mononucleosis the
lymphoid tissues are usually infiltrated with
EBNA-positive cells (Britton et al. 1978;
Miller, personal communication). In some
acute cases of infectious mononucleosis EBV
DNA could be demonstrated in the bone
marrow during the acute phase of the disease
(Zur Hausen 1975). Infectious mononucleosis
is thus accompanied by, and probably due to,
an extensive but usually temporary prolifera-
tion of EBV-carrying cells. Moreover, it has
been postulated that a number of chronic
mononucieosis like conditions, which border
on lymphoma and are often familiar and
X-linked, are due to polyclonal proliferation of
EBV-carrying cells which is not properly
immunoregulated (Purtilo et al. 1978).

As already mentioned, experimental onco-
genicity of EBV is restricted to a few New
World monkey species (Frank et al. 1976).
Large apes and Old World monkeys are
resistant. This is understandable, because they
carry EBV-related herpesviruses that induce
cross-neutralizing antibodies. The EBV-like
chimpanzee, baboon, and orangoutan viruses
were studied in some detail (Falk et al. 1977
Gerberg et al. 1976; Ohno et al. 1977; Rabin
et al. 1978). They can immortalize B lympho-
cytes. Their DNA sequences are partially
homologous with EBV and their antigens are
crossreactive but not identical.

New World monkeys tested carried no
EBV-related virus and had no cross-neutrali-
zing antibodies. Some of them have lympho-
tropic herpesviruses of their own (reviewed by
Deinhardt et al. 1974), but these are quite
different from the EBV family and will not be
discussed here.

The nature of the EBV-induced malignant
lymphoproliferative disease in susceptible
New World monkeys (e.g., marmosets) has not
been analyzed in detail. It is not yet clearly
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established whether it is due to the polyclonal
growth of virally transformed cells like the rare
fatal cases of human mononucleosis or is
a monoclonal tumor like BL.

Parallel cytogenetic and nude mouse inocu-
lation studies (Nilsson et al. 1977; Zech et al.
1976) have recently dispelled the earlier no-
tion that all EBV-transformed human lines are
tumorigenic irrespective of origin. Virally im-
mortalized normal B lymphocytes remained
purely diploid during several months of culti-
vation in vitro, failed to grow subcutaneously
in nude mice, and had a low (1%—3 %) cloning
efficiency in agarose. After prolonged passage
in vitro they became aneuploid as a rule and
acquired the ability to grow in nude mice and in
agarose. In contrast, BL biopsy cells and
derived lines were aneuploid and tumorigenic
from the beginning and had a high clonability
in agarose. In immunologically privileged sites
such as the nude mouse brain or the subcutane-
ous tissue of the newborn nude mouse, both
diploid LCL and aneuploid BL lines could
grow progressively, however (Giovanella et al.
1979). Growth in these immunologically privi-
leged sites did not enable the diploid LCL to
grow subsequently in the subcutaneous tissue
of the adult nude mouse, however.

The chromosomal changes of the long-pas-
saged LCLs showd no apparent specific featu-
res. In contrast, most BL cells contain the same
highly specific marker. The marker was first
identified as 14q+, with an extra band at the
distal end of the long arm of one chromosome
14 (Manolov and Manolova 1972). 14q+
markers were subsequently described in a va-
riety of other lymphoreticular noeplasias (Flei-
schman and Prigogina 1977; Fukuhuara and
Rowley 1978; Mark et al. 1977 ; McCaw et al.
1977; Mitelman and Levan 1973 ; Yamada et
al. 1977; Zech et al. 1976). Closer scrutiny
revealed important differences between the
14+ marker of BL and non-BL lymphomas.
In BL the extra band is derived from chromo-
some 8 (Zech et al. 1976) and represents
a reciprocl translocation between 8 and 14
with precisely identical breaking points in
different cases (Manolova et al. 1979). In
non-BL with a 14q+ marker the donor
chromosome was variable; pieces could be
derived from chromosomes 1,4, 10, 11,14, 15
or 18 in addition to 8 (reviewed by Fukuhara
and Rowley 1978).

The BL-associated reciprocal 8;14 translo-
cation is not limited to EBV-carrying African



BL. It was also found in EBV-negative Ameri-
can BL (McCaw et al. 1977; Zech et al. 1976)
and in the rare B-cell form of acute lymphocy-
tic leukemia (Mitelman et al. 1979) believed to
represent the neoplastic growth of the same
cell type as BL. This, together with the fact that
EBV-transformed LCLs of non-BL origin do
not carry the 8;14 translocation, suggests that
EBYV is not involved in causing the transloca-
tion.

We have suggested (Klein 1978) that Afri-
can BL develops in at least three steps. The
first step is the EBV-induced immortalization
of some B lymphocytes upon primary infec-
tion. This does not differ from the seroconver-
sion of normal EBV carriers, except perhaps in
one respect. The prospective study in the high
endemic West Nile district has suggested that
pre-BL patients may carry a higher load of
EBV-harboring cells than normal controls (de
Thé et al. 1978)., The second step is brought
about by an environment-dependent factor,
perhaps chronic holoendemic malaria (Burkitt
1969; O’Connor 1961), that would urge the
latent EBV-carrying cells frozen at a particular
stage of B-cell differentiation to chronic proli-
feration and could further facilitate this pro-
cess by a relative immunosuppression. In a way
this would resemble the promotion step in
experimental two-phase carcinogenesis. By
forcing the long-lived preneoplastic cells to
repeated division, the environmental cofactor
would provide the scenario for cytogenetic
diversification. The third and final step would
occur when the “right” reciprocal 8;14 trans-
location occurred; this would lead to the
outgrowth of an autonomous monoclonal
tumor.

The reciprocal translocation could arise by
a purely random Darwinian process or by more
specific mechanisms as suggested by Fukuhara
and Rowley (1978). The ubiquity of EBV, the
high virus load carried by the African popula-
tions at risk, and the large number of cell
divisions that must occur in the chronically
hyperplastic lymphoreticular system of the
parasite-loaded children makes a purely ran-
dom process perfectly conceivable, particular-
ly when contrasted against the relative rarity of
the disease even in the high endemic regions.

The majority of the sporadic cases in nonen-
demic areas (Andersson et al. 1976), which
show no evidence of clustering, are constituted
by EBV negative BLs. The identical 8;14
translocation suggests that their development

is triggered by the same final cytogenetic
event, while the earlier initiating and promo-
ting steps are probably quite different. Initia-
tion may be due to another viral or nonviral
agent or could reflect a spontaneous (muta-
tion-like?) change.

The frequent involvement of chromosome
14 in the genesis of human neoplasia of largely,
if not exclusively, B-cell origin suggests that
some determinant(s) on this chromosome is
(are) closely involved with the normal respon-
siveness of the B lymphocyte to growth-control-
ling mechanisms. It is interesting to note that
chromosome 14 anomalies were found in
a high frequency in ataxia teleangiectasia,
a condition noted for a marekdly increased
incidence of lymphoreticular neoplasia
(McCaw et al. 1975). It must be noted,
however, that the most frequent breakpoint in
chromosomes of patients with ataxia telangiec-
tasia is in band 14q12, whereas the BL-asso-
ciated breakpoint is in band 14q32.

B. Murine T Cell Leukemia

Dofuko et al. (1975) reported that the cells
involved in “spontaneous” T cell leukemias of
the AKR mouse frequently contain 41 chro-
mosomes insted of 40, with trisomy of chromo-
some 15 as the most common change. We
found a similar predominance of trisomy 15 in
T cell leukemias induced in C57BL mice by
two different substrains of the radiation leuke-
mia virus (Wiener et al. 1978a,b) and by the
chemical carcinogen dimethylbenz(a)anthran-
cene (Wiener et al. 1978c). Trisomy 17 was the
second most common anomaly, much less
frequent than trisomy 15, and never found
without the latter. Trisomy 15 was also identi-
fied as the main cytogenetic change in X-ray-
induced mouse lymphomas (Chang et al.
1977). In contrast, lymphoreticular neoplasias
of non-T cell origin, induced by the Rauscher,
Friend, Graffi, and Duplan viruses, some
B lymphomas of spontaneous origin, and
a series of mineral oilinduced plasmacytomas
showed no trisomy 15 (Wiener et al., unpublis-
hed data). The question whether they have
other types of distinctive chromosomal chan-
ges has not yet been answered.

It is sometimes postulated that all murine
T cell lymphomas are due to the activation of
latent type C viruses. Careful examination of
the pathogenesis of these lymphomas makes
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this most unlikely, however (for review see
Haran-Ghera and Peled 1979). It is more
likely that X-rays and chemical and viral
carcinogens can all play the role of initiating
agents that can create long-lived preleukemic
cells. The development of overt leukemia
depends on additional changes that occur
during the prolonged latency of the preleuke-
mic cells in their host. It is very likely that the
duplication of certain gene(s), reflected by the
trisomy 15, plays a key role in this process.

The trisomy of the spontaneous AKR leuke-
mia is particularly remarkable in this context.
The high leukemia incidence of this strains
stems from prolonged inbreeding and selection
for leukemia. As already mentioned in the first
part of this article, AKR mice carry at least
four different genetic systems that favor leuke-
mia development by independent mechanims
(for review see Lilly and Pincus 1973). Inspite
of this high genetic preneness for leukemia, the
disease fails to appear until 6—8 months after
birth. This long latency period, together with
the appearance of trisomy 15 in overt leuke-
mia, supports the notion that the leukemoge-
nic virus is not self-sufficient in changing
normal T lymphocytes to autonomous leuke-
mia cells.

Is there a specific region on chromosome 15
that needs to be duplicated for the develop-
ment of leukemia? We have also examined the
karyotype of dimethylbenz(a)anthracene-in-
duced T cell leukemias in CBAT6T6 mice
(Wiener et al. 1978a,b). The T6 marker has
arisen by a breakage of chromosome 15 not far
from the centromere and translocation of the
distal part of the long arm to chromosome 14.
Six independently induced leukemias showed
trisomy of the 14;15 translocation, while the
small T6 marker was present in only two
copies. This suggests the involvement of speci-
fic region(s) in leukemogenesis localized in the
distal part of the long arm of chromosome 15.
Additional translocations will be helpful in
defining the region more precisely.

C. Is Trisomy a Cause or a Consequence
of a Murine T-Cell Leukemia?

It is conceivable that trisomy 15 is merely
a consequence of leukemogenesis. It could be

imagined, for example, that it is only one
among many different trisomies that can arise
but that the others are incompatible with
continued life and proliferation of the murine
T-lymphocytes. We have recently excluded
this possibility by inducing leukemias in mice
that carry Robertsonian translocation (Spira et
al., to be published). T-cell leukemias were
induced by the chemical carcinogen DMBA
and by Moloney virus, respectively, in mice
carrying 1;15, 5;16, and 6;15 Rb transloca-
tions. In the resulting leukemias the entire
translocation chromosome was present in
three copies. This proves that trisomy of even
the longest chromosome (No. 1) must be
tolerated by the cell if it is fused with the
crucially important chromosome 15. This
strongly supports the idea that trisomy of
chromosome No. 15 is essential for T-cell
leukemogenesis.

Our most recent studies (Wiener et al., tobe
published) have focused on the induction of
T-cell leukemias in F,; hybrids derived from
crosses between mouse strains with cytogene-
tically distinguishable 15-chromosomes. The
CBAT6T6 strain that carries the characteristic
1415 translocation was crossed with strains
AKR, C57Bl, and C3H, all of which have
cytogenetically normal 15-chromosomes.
T-cell leukemias were induced in the resulting
F, hybrids by DMBA and Moloney virus,
respectively. Duplication of chromosome 15
was nonrandom, depending on the genetic
content of the chromosome. In the crosses
between T6T6 and AKR, the AKR-derived
normal 15 chromosome was duplicated prefe-
rentially. Both the C57BIXT6T6 and
C3H XT6T6 F,; hybrids showed the opposite
behavior, with preferential duplication of the
T6-derived 14;15 translocation chromosome.
Since the chances for duplication must be
approximately equal for the 15 chromosomes
derived from one or the other parental strain,
this must mean that the selective advantage of
the two alternative 15-duplications must be
unequal in the course of leukemia develop-
ment. These findings suggest a certain “hierar-
chy” among what is probably an allelic series of
genes located on chromosome 15. Apparently,
the genes are unequal with regard to the
selective advantage they convey on the preleu-
kemic cell in relation to its transition to turning
into overt leukemia.



D. Is Abelson Virus a Transducer or
Cellular Gene?

In contrast to all other known mouse leukemia
viruses, Abelson virus transforms (immortali-
zes) lymphocytes in vitro and induces leukemia
after short latency periods in vivo. It has been
shown (Klein 1975) that the viral genome
contains a large cellular insert that occupies the
most of the middle portion of the viral genome.
It specifies a large polyprotein that is probably
associated with the cell membrane and is
endowed with protein kinase activity.

We have recently examined the karyotype of
Abelsonvirus induced leukemias (Klein al.
1980) and found it to be purely diploid with no
demonstrable anomalies by banding analysis.
Moreover, the Abelson virus transformed lines
remained diploid over long periods of time.

Is it conceivable that the change in gene
dosage that is achieved by the duplication of
a whole chromosome in leukemias that arise
after long latency periods is directly achieved
by the viral transduction of a corresponding
piece of crucial genetic information? If this is
correct, it would follow that directly transfor-
ming viruses that carry pieces of normal
genetic information and induce tumors with
short latency periods would tend to induce
diploid tumors.

Clearly, changes in gene dosage, whether
achieved by chromosome duplication or viral
transduction, must play an important role in
the emancipation of tumor cells from host
control.

E. Some Conclusions

The following points can be made on the basis
of these findings and related findings of others.

I. Transformation In Vitro Is Not Synonymous
with Tumorigenicity In Vivo

This point has been made many times before,
but it can hardly be overemphasized. To
mention only a few examples, Dulbecco and
Vogt (1960) showed in their pioneering studies
that foci of cells transformed in vitro by
polyoma virus were not necessarily tumorige-
nic; at least one additional step was required
for growth in vivo. Stiles et al. (1975) reported
that human lines transformed by simian virus
40 failed to grow in nude mice in contrast to the

regular takes of culture lines derived from
tumors in vivo. Diploid lymphoblastoid cell
lines transformed in vitro by EBV are clearly
“immortal” but nontumorigenic in nude mice
as already mentioned (Nilsson et al. 1977).
Transformation in vitro may merely reflect
a relative emancipation of the cell from its
earlier dependence on exogenous mitogenic
signals. Most and perhaps all normal cells have
a limited lifespan in vitro. Lymphocytes will
not grow, not even temporarily, unless supp-
lied with appropriate mitogenic factors. Trans-
formation in vitro abolishes this requirement.
It also “freezes” differentiation at a given level.
It is noteworthy that transformed fibroblasts
and lymphocytes show certain common chan-
ges associated with immortalization in spite of
their very different phenotypes — namely,
increased resistance to saturation density, de-
creased serum requirements, and altered lec-
tiyn agglutination and capping patterns (Stei-
nitz and Klein 1975, Steinitz and Klein 1977 ;
Yefenof and Klein 1976 ; Yefenof et al. 1977).
Most DNA viruses that transform in vitro
induce DNA synthesis and mitosis in their tar-
get cells (Einhorn and Ernberg 1978 ; Gerber
and Hoyer 1971; Gershon et al. 1965 ; Martin
et al. 1977; Robinson and Miller 1975). For
the oncogenic papovavirus systems it has been
shown that the virally determined T-antigen
or one from of it plays a direct role in initiating
host cell DNA synthesis (Martin et al. 1977).
If transformation in vitro reflects a ““built-
in”’ ability to grow in the absence of exogenous
stimulation, tumorigenicity in vivo must imply
in addition, resistance to negative feedback
regulations of the host. The latter may be
brought out by appropriate cytogenetic chan-
ges. Trisomy, as observed in the murine T cell
leukemias, may tilt the balance of the long-li-
ved preneoplastic cells towards definite diso-
bedience through gene dose effects. Recipro-
cal translocations that give rise to the Philadel-
phia chromosome and the 8;14 translocation
associated with BL may also work through
gene dosage —e.g., by position effects that stop
the function of important regulatory genes
when they are dislocated from their natural
surroundings. Similar position effects may be
responsible for the action of src, the extra
genetic information carried by the transfor-
ming avian sarcoma viruses. Conceivably, this
originally cell-derived information may beco-
me integrated, together with the rest of the
proviral DNA, into new regions where it is no
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longer subject to the same control as in the
original location (Stehelin et al. 1976; Varmus
et al. 1976). In this connection, our recent
finding on the Abelson virus induced leukemia
system may be of interest. This virus, as the
only one among the known murine leukemia
viruses, transforms in vitro and induces leuke-
mia after only a short latency period in vivo. It
is a highly defective virus, with a large cellular
insert in its middle (Rosenberg and Baltimore
1980). Sequences homologous with the cellu-
lar insert and proteins identical or immunolo-
gically cross reactive with its product are
present in normal mouse cells.

We have recently examined a series of
Abelson virus induced leukemias and found
them to be purely diploid (Klein et al. 1980). It
is intriguing to speculate that transformation is
compatible with diploidy in this case, since the
provirus-mediated integration of the cell-deri-
ved sequences may alter gene dosage in a way
appropriate to generate leukemia.

The apparently tissue-specific involvement
of different chromosomes in tumor-associated
nonrandom karyotype changes suggests that
genes that are of crucial importance for the
responsiveness of different cell types to growth
control are located on different chromosomes.
Some determinant on human chromosome 14
thus appears to be involved with the normal
responsiveness of the B lymphocyte ; determi-
nants on chromosome 22 or 9 (or both) appear
to influence myeloid differentiation ; the dosa-
ge of some determinant on murine chromoso-
me 15 seems to influence the balance between
the restrained proliferation of the preleukemic
cell and overt leukemia.

I1. Host Cell Controls Can Modify the
Expression of Transformation In Vitro

The successful isolation of phenotypic rever-
tants from both chemically and virally trans-
formed cell lines demonstrates the importance
of host cell controls for the expression of
transformation-associated characteristics.
Sachs and his group (Yamamoto et al. 1973)
have shown that specific chromosomal changes
must play an important role in transformation
and reversion. As a rule transformation was
accompanied by the duplication of some chro-
mosomes. On reversion, the same chromoso-
mes often decreased in number, whereas other
increased (Benedict et al. 1975; Yamamoto et
al. 1973). Sachs speaks about expressor and
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suppressor elements and stresses the impor-
tance of their balance for the control of the
normal vs the transformed phenotype. The
temperature-sensitive host control mutants,
isolated from virally transformed cell lines by
Basilico (1977), are another important de-
monstration of cellular forces that can counte-
ract the transforming function of an integrated
viral genome.

II1. Host Cell Controls Can Reverse
Tamorigenic to Nontumerigenic
Phenotypes

Tumorigenicity in vivo can be counteracted
experimentally by two fundamentally different
types of control, i.e., genetic and epigenetic.
The former was demonstrated by somatic
hybridization experiments. Fusion of tumori-
genic cells with low or nontumorigenic normal
or transformed partners has regularly led to
a suppression of tumorigenicity as long as the
hybrid has maintained a nearly complete
karyotype (Harris 1971; Harris et al. 1969;
Klein et al. 1971; Wiener et al. 1971). High
tumorigenicity reappeared after the loss of
specific chromosomes derived from the nontu-
morigenic partner (Jonasson et al. 1977;
Wiener et al. 1971).

Suppression of tumorigenicity by normal
cells was equally effective with tumors of viral,
chemical, and spontaneous origin. Different
types of normal cells were effective, including
fibroblasts, lymphocytes, and macrophages. It
is not known whether the normal karyotype
compensates a deficiency of the malignant cell
by genetic complementation or acts by impo-
sing normal responsiveness to its own superim-
posed growth control. The latter possibility
appears more likely. It could be explored by
determining whether the reappearance of high
tumorigenicity is linked to the loss of different
chromosomes, depending on the type of nor-
mal cell used for the original suppressive
hybridization.

A fundamentally different, nongenetic me-
chanism of malignancy suppression was disco-
vered by Mintz, who demonstrated the norma-
lization of diploid teratocarcinoma cells after
their implantation into the early blastocyte
(Mintz and Illmensee 1975). It is not yet clear
whether this is a special case, dependent on the
pluripotentiality of the teratocarcinoma cell
and its normal karyotype, or is of more general
significance. The well-documented abilities of



certain tumor cells to respond to differentia-
tion-inducing stimuli represent more limited
examples of the same or similar phenomena
(Azumi and Sachs 1977; Rossi and Friend
1967).

IV. Concept of Convergence in Tumor
Evolution

This concept is not new. In essence, it corre-
sponds to one of the rules of tumor progression
as formulated by Foulds (1958). He stated that
the “multiple reassortment of unit characteri-
stics’’ that formed the basis of the progression
concept ‘“could follow one of several alternati-
ve pathways of development.”” Some aspects of
this process were stated here in a more specific
way. They are as follows:

1. Like chemical or physical carcinogens,
viruses play essentially the role of initiators in
tumor progression. Their major effect is the
establishment of long-lived preneoplastic cells.
2. Specific genetic changes are responsible for
the transition of preneoplastic to frankly ma-
lignant cells. In some systems they are expres-
sed as cytogenetically detectable chromosomal
anomalies which are characteristic for the
majority of the tumors that originate from the
same target cell. The changes may arise by
random mechanisms. They are selectively fi-
xed due to the increased growth advantage of
the clone that carries them. This advantage is
based on a decreased responsiveness to
growth-controlling or differentiation-inducing
host singals. This selection process, rather than
any specific induction mechanism, is responsi-
ble for the ‘‘cytogenetic convergence” of
preneoplastic cell lineages initiated (“caused’’)
by widely diverse agents towards the same
nonrandom chromosomal change.

3. The cytogenetic changes act by shifting the
balance between genes that favor progressive
growth in vivo and genes that counteract it.
Changes in effective gene dosage are brought
about by nonrandom duplication of a whole
chromosome, as in trisomy, or by reciprocal
translocation that may effect gene expression
on the donor or the recipient chromosome.
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On The Biology and Immunology of Hodgkin’s Disease *

H. S. Kaplan

A. Neoplastic Nature of Hodgkin’s
Disease

The nature of Hodgkin’s disease has been the
subject of more than 100 years of intense
debate. The occurrence of massive lymphade-
nopathy, with later spread to the lungs, liver,
bone marrow, and other tissues, and the
inevitably fatal course of the disease suggested
to many scholars that it was a form of
malignant neoplasm. Others, however, im-
pressed with its frequently febrile course, with
the occasional waxing and waning in size of
enlarged lymph nodes, and with the frequent
coexistence of tuberculosis or other infectious
diseases at autopsy, considered it some form of
granulomatous infection or inflammation. Fi-
nally, as awareness has grown concerning the
curious defect of immune responsiveness
which occurs so often in Hodgkin’s disease,
a third hypothesis has been put forward
suggesting that it may stem from a chronic
immunologic disorder. Certain similarities to
the histologic features seen in immunologic
reactions of the graft-vs-host type led Kaplan
and Smithers (1959) to suggest that Hodgkin’s
disease might represent an autoimmune pro-
cess involving an interaction between neopla-
stic and normal lymphoid cells, a hypothesis
later extended and developed by others (De
Vita 1973; Green et al. 1960; Order and

* Clinical investigations at Stanford University Me-
dical Center described in this article were suppor-
ted by research grant CA-05838 from the Natio-
nal Cancer Institute, National Institutes of Health,
U.S. Department of Health, Education, and Wel-
fare. The collaborative assistance of a multidisci-
plinary team of colleagues is gratefully acknow-
ledged

Hellman 1972). Definitive evidence that
Hodgkin’s disease is indeed a malignant neo-
plasm, albeit a remarkably atypical one,
finally emerged during the last two decades
from cytogenetic and cell culture studies which
demonstrated that the giant cells of Hodgkin’s
disease satisfy two of the most fundamental
attributes of neoplasia: aneuploidy and clonal
derivation.

B. Origin and Characteristics of the Giant
Cell Population

It was once considered that the giant binuclea-
te or multinucleate Reed-Sternberg cells most
closely resembled and were therefore probably
derived from the histiocyte (Rappaport 1966).
However, histochemical studies (Dorfman
1961) failed to reveal the presence of nonspe-
cific esterase, an enzyme characteristically
present in cells of the monocyte-histiocyte-
macrophage series. Meanwhile, growing awa-
reness of the remarkable changes in size and
morphology which small lymphocytes may
undergo during the process of lymphoblastoid
transformation in response to lectins and
specific antigens led to the hypothesis that the
Reed-Sternberg cell might be an unusual form
of transformed lymphocyte (Dorfman et al.
1973; Taylor 1976).

There has also been disagreement as to
whether Reed-Sternberg cells are capable of
DNA synthesis and mitosis. Although giant
mitotic figures have been observed by some
investigators, cells arrested in mitosis by treat-
ment with vinblastine appeared to be limited to
the mononuclear cell population in other
studies (Marmont and Damasio 1967). After
short-term incubation of cell suspensions of
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fresh lymph node biopsies from ten patients
with Hodgkin’s disease, autoradiographic evi-
dence of incorporation of tritiated thymidine
into DNA was seen only in mononuclear cells
(Peckham and Cooper 1969), suggesting that
the mononuclear Hodgkin’s cells are the acti-
vely proliferating neoplastic cells and that the
Reed-Sternberg cells are nonproliferating,
end-stage, degenerative forms. Later studies,
however, were more successful in revealing
labeling in Reed-Sternberg cells, as were cell
culture studies by Kadin and Asbury (1973)
and by Kaplan and Gartner (1977). In the
last-cited report, it was observed that 17
(20.7%) of 82 binucleate or multinucleate
giant cells were labeled (Fig. 1), a proportion
only moderately less than that observed among
the mononuclear cell population (334 of 918,
or 36.5%). Moreover, binucleate mitotic figu-
res could be seen in some cells of the same
culture. Accordingly, it is now clear that
Reed-Sternberg cells are indeed capable of
DNA synthesis and mitotic division and may
thus be considered, together with their mono-
nuclear counterparts, to be the neoplastic cells
of Hodgkin’s disease.

Chromosome studies have been carried out
by the direct method or following short-term
incubation of tissues involved by Hodgkin’s
disease in at least 100 cases from 1962 through

Fig. 1. Autoradiograph of cells from a long-term
culture of involved spleen tissue from a patient with
Hodgkin’s disease. Both nuclei of a binucleate
Reed-Sternberg cell are labeled with tritiated thymi-
dine
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1978 (for review, cf. Kaplan 1980). In addition
to cells having a modal chromosome number of
46, believed to represent normal lymphoid
cells, another cell population with pseudodi-
ploid or aneuploid chromosome numbers,
often in the hypotetraploid range, was detec-
ted in 68 cases. For example, Whitelaw (1969)
observed near-tetraploids in 31 (16%) of 193
scorable mitoses from four cases of Hodgkin’s
disease. Aneuploid cells have been detected
not only in the more aggressive histopathologic
forms but in the paragranuloma or lymphocyte
predominance types as well, confirming that
even these indolent forms are neoplastic in
nature. Marker chromosomes have been ob-
served in 40 of 100 cases, although no single
characteristic abnormality has been consi-
stently encountered.

Perhaps the most compelling evidence of the
neoplastic character of Hodgkin’s disease
stems from observations indicating the clonal
derivation of these aneuploid cells. One of the
most remarkable clones of aneuploid Hodg-
kin’s cells encountered to date is that described
by Seif and Spriggs (1967). Of 63 cells 18 had
chromosome numbers between 77 and 86.
There were two unusually long marker chromo-
somes (M, and M,); both were present in ten
cells, and M, alone in an eleventh cell. Clonal
distributions of marker chromosomes have
been documented in at least half of the 40
instances in which marker chromosomes have
been detected to date (cf. Kaplan 1980).

Controversy concerning the cell of origin of
the Reed-Sternberg cell has not been resolved
by electron micrographic or cytochemical stu-
dies. Some investigators (Dorfmanetal. 1973)
have been impressed by the resemblance of the
nuclei of mononuclear and hyperlobated
Hodgkin’s cells to those of transformed lym-
phocytes. However, Carr (1975) placed grea-
ter emphasis on the presence of elaborate
cytoplasmic processes, actin-like cytoplasmic
microfibrils, and small lysosomes, some closely
resembling those present in macrophages, and
concluded that “the ultrastructure of the ma-
lignant reticulum cell is such as to make it likely
that it is of macrophage lineage”. Several
investigators have found nonspecific esterase
activity to be absent or only very weakly
positive in the giant cells of Hodgkin’s disease,
whereas others have described distinct granu-
lar activity in such cells. Using fluoresceinated
antisera to human immunoglobins, some inve-
stigators have detected surface and/or cyto-



plasmic IgG in a varying proportion of Hodg-
kin’s giant cells. Immunohistochemical stai-
ning procedures have revealed both lambda
and kappa light chains in the cytoplasm of
many of these cells (Garvin et al. 1974 ; Taylor
1976). Since an individual B-lymphocyte is
not capable of synthesizing both types of light
chains (Gearhart et al. 1975), the presence of
both lambda and kappa suggests that cytoplas-
mic immunoglobulin was not endogenously
synthesized by these cells.

Long-term cultures of the giant cells of
Hodgkin’s disease were studied by Kadin and
Asbury (1973) and by Kaplan and Gartner
(1977). Permanent cell lines derived from
tissues or pleural effusions involved by Hodg-
kin’s disease have been successfully establish-
ed by several groups (Gallmeier et al. 1977;
Longet al. 1977; Roberts et al. 1978; Schaadt
et al. 1979; H. S. Kaplan et al., unpublished

work). However, all such efforts confront the
dilemma that no definitive criteria exist for the
unambiguous identification of Reed-Stern-
berg cells in vitro. Kaplan and Gartner (1977)
observed that the giant cells from involved
spleens grew in culture as round or oval
adherent cells with diameters ranging from 20
to more than 75 u, often exhibiting a strong
tendency to adhere not only to the surface of
the culture vessel but also to each other,
leading to the formation of irregular clusters
(Fig. 2). When fixed and stained, cells from
such cultures exhibited morphologic features
entirely consistent with those of Hodgkin’s or
Reed-Sternberg cells; most were mononucle-
ar, but from 10 to 20% were binucleate, and
1%—2% contained three or more nuclei. In
one such culture established from the spleen of
a patient with Hodgkin’s disease, analysis of 70
countable mitotic figures revealed that all were

——
®

Fig. 2. Long-term culture of cells from the involved spleen of a patient with Hodgkin’s disease. Note the
clusters of adherent giant cells. The huge size of these cells may be appreciated by comparison with that of the

occasional lymphocytes still persisting
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Fig. 3. Binucleate mitosis in an obviously aneuploid
giant cell from the involved spleen of a patient with
Hodgkin’s disease after several weeks in culture

aneuploid; of these 63 were hyperdiploid with
a mode of 53 chromosomes, 6 were hypotetra-
ploid with chromosome numbers of approxi-
mately 77-91, and one was hyperoctoploid
with over 190 chromosomes (Fig. 3).

These cells satisfied another criterion of
neoplasia, heterotransplantability, after intra-
cerebral inoculation into congenitally athymic
nude mice. The giant cells possessed both Fc
and complement receptors as revealed by their
capacity for the formation of IgG-EA and
IgM-EAC,, rosettes, respectively. In contrast,
they lacked T- and B-lymphocyte markers:
they failed to form E rosettes and revealed no
evidence of surface membrane immunoglobu-
lin. The cultured giant cells exhibited sluggish
but definite phagocytic activity for India ink,
heat-killed Candida, and antibody-coated
sheep erythrocytes. Culture supernatants from
several cases consistently revealed the presen-
ce of elevated concentrations of lysozyme, and
in some instances, the cultured giant cells were
clearly positive when stained for nonspecific
esterase (Kaplan and Gartner 1977).

Kadin et al. (1978), using immunofluores-
cent reagents for surface and intracellular
gamma, alpha, and mu heavy chains and kappa
and lambda light chains, examined suspensions
of viable Reed-Sternberg cells from 12 pa-
tients with Hodgkin’s disease. IgG, kappa, and
lambda were often detected on the cell surface,
whereas IgM and IgA were absent. Whenever
surface immunoglobulin (SIg) was detected,
cytoplasmic immunoglobulin (CIg) of the
same type was also present within the same
cell; conversely, Clg was often present in the
absence of SIg. Every giant cell that contained
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Clg contained both kappa and lambda light
chains. When viable cells were incubated in
medium containing fluorescein-conjugated
aggregated human IgG, evidence of both cell
surface binding and intracellular uptake of
fluorescent aggregates was observed. They
concluded that the immunoglobulin found in
Reed-Sternberg cells is not synthesized by
these cells; instead, it appears to be ingested by
them from the extracellular environment.

Collectively, these cell culture and immuno-
fluorescence studies may have resolved the
controversy concerning the origin and nature
of the Reed-Sternberg and Hodgkin’s giant
cells. Their capacity for sustained proliferation
in vitro, aneuploidy, and heterotransplantabi-
lity establishes their neoplastic character, whe-
reas the cell marker studies, phagocytic activi-
ty, positive staining reactions for nonspecific
esterase, and capacity to excrete lysozyme
strongly suggest that they are derived from the
macrophage or other closely related cells of the
mononuclear phagocyte system rather than
from the lymphocyte.

C. Natural History and Mode of Spread

Lymphangiography swept away earlier mis-
conceptions concerning the unpredictable,
capricious distribution of lymph node involve-
ment in patients with Hodgkin’s disease and
made possible systematic attempts to map sites
of disease. Rosenberg and Kaplan (1966), in
a study of 100 consecutive, previously untrea-
ted patients with Hodgkin’s disease, found that
involvement of various chains of lymph nodes
was distinctly nonrandom; when a given chain
of lymph nodes was affected, other chains
known to be directly connected with it via
lymphatic channels were likely also to be
involved, either concurrently or at the time of
first relapse. Even extralymphatic sites such as
the lung, liver, and bone marrow were more
likely to be involved in association with certain
predictable patterns of lymph node and/or
spleen involvement. These studies were subse-
quently extended (Kaplan 1970, 1980) to
overlapping series of 340 and 426 consecutive
previously untreated cases, with results which
strongly confirmed and reinforced the initial
conclusions. Similar analyses have been pre-
sented by other groups of investigators (Banfi
et al. 1969; Han and Stutzman 1967), again
with generally similar conclusions.



Two distinctively different theories, the
‘“‘contiguity” theory of Rosenberg and Kaplan
(1966) and the ‘‘susceptibility” theory of
Smithers (1970, 1973), have been proposed to
account for the patterns of spread observed in
Hodgkin’s disease. The contiguity theory post-
ulates that Hodgkin’s disease is a monoclonal
neoplasm of unifocal origin which spreads
secondarily by metastasis of pre-existing tu-
mor cells, much like other neoplasms, except
that the spread is predominantly via lymphatic
rather than blood vascular channels. The term
contiguity refers to the existence of direct
connections between pairs of lymph node
chains by way of lymphatic channels which do
not have to pass through and be filtered by
intervening lymph node or other lymphatic
tissue barriers.

Smithers (1973) suggested that the giant
cells of Hodgkin’s disease may move in and out
of lymph nodes from the blood stream, follow-
ing a traffic pattern similar to that known to
occur with normal lymphocytes. Emphasis was
placed on the concept that Hodgkin’s disease is
a systemic disorder of the entire lymphatic
system. Thus, the possibility was suggested
that the disease may have a multifocal origin,
perhaps by spread of a causative agent with de
novo reinduction in different sites rather than
the spread of pre-existing tumor cells. After an
initial site had become involved, the theory
predicted that each of the remaining lymph
node chains would have an independent pro-
bability of next becoming involved which was
assumed to be proportional to the probabilities
of initial involvement of the corresponding
lymph node chains in patients with Stage
I disease.

Careful mapping of the initial sites of
involvement in consecutive, previously untrea-
ted patients revealed the occurrence of non-
contiguous patterns in only 4 (2%) of 185
patients with Stage II disease (Kaplan 1970).
Hutchison (1972) compared the observed
distributions in 158 of our Rye Stage II cases
whose calculated frequencies were based on
the random association of two or more sites
with the probabilities given by their respective
frequencies in 53 observed Stage I cases. The
observed patterns for two or three involved
sites departed significantly from random ex-
pectation. In particular, there was an apparent
deficiency of bilateral cervical node involve-
ment in the absence of associated mediastinal
lymphadenopathy, an excess frequency of

association between cervical and mediastinal
node involvement, and a marked deficiency of
all noncontiguous contralateral distributions.
Lillicrap (1973) compared the predictions
of the Smithers susceptibility hypothesis with
the observed patterns of spread in three
different series of patients with Hodgkin’s
disease. Bilateral cervical lymph node disease
was observed significantly less often than
predicted, whereas involvement of the neck
and mediastinum was more frequent than
predicted. There were 46 instances of homola-
teral cervical-axillary involvement and only
two contralateral cases, whereas equal num-
bers of each would have been predicted by
susceptibility theory. Conversely, the observed
patterns were consistent with the contiguity
theory in all but 8 (4 %) of 212 cases. Modifica-
tions of the susceptibility theory were subse-
quently proposed by Smithers et al. (1974) in
an attempt to make the theory more consistent
with observed distribution frequencies. These
modifications, which accept the concept of
spread via lymphatic channels, exhibit appre-
ciably better agreement with observed pat-
terns of two and three sites of involvement.
The contiguity theory has also been tested
with respect to the sites of first relapse in
patients with regionally localized disease trea-
ted with limited field radiotherapy. Rosenberg
and Kaplan (1966) found that 22 of 26
extensions of disease were to contiguous
lymph node chains. Similar findings have been
reported by others (Banfi et al. 1969 ; Han and
Stutzman 1967). The most controversial issue
is the association between involvement of the
lower cervical-supraclavicular lymph nodes
and the subsequent occurrence of relapse in
the upper lumbar para-aortic nodes. Among
80 such cases at risk, Kaplan (1970) observed
para-aortic node extensions in 29 (36 %). This
was the single most prevalent site of extension
in patients treated initially with local or limited
field, supradiaphragmatic  radiotherapy.
Transdiaphragmatic extension was also the
first manifestation of relapse in 33 (40%) of 83
patients with clinical Stage I and II disease
studied by Rubin et al. (1974). Many para-aor-
tic lymph node relapses occurred several years
after initial treatment and frequently involved
lymph nodes which were well visualized and
appeared normal on the original lymphangio-
gram. It was suggested (Kaplan 1970; Rosen-
berg and Kaplan 1966) that spread in these
instances had occurred in the retrograde direc-
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Fig. 4. Schematic diagram of postulated retrograde
spread of Hodgkin’s disease from low cervical-su-
praclavicular to para-aortic/celiac nodes via the
thoracic duct and of contiguous spread to the
mediastinal, ipsilateral axillary, and contralateral
cervical-supraclavicular nodes. Reproduced, by per-
mission, from the paper by Kaplan (1970)

tion from the supraclavicular fossa downward
along the thoracic duct into the lumbar para-
aortic nodes (Fig. 4). '

The occasional presence of Reed-Sternberg
and Hodgkin’s giant cells in the thoracic duct
lymph has been documented by Engeset et al.
(1968). There is little dispute that these cells
may enter the thoracic duct from involved
lymph nodes below the diaphragm and travel
upward to involve the cervical-supraclavicular
lymph nodes. The possibility of retrograde
spread from one peripheral lymph node chain
to other, more distal chains by way of lympha-
tic channels lacking valves is also widely
accepted. However, the concept of retrograde
spread along the thoracic duct has been much
more controversial because the duct is equip-
ped with valves which should prevent retrogra-
de flow. Yet, the pressure in the duct is only
a few millimeters of water and reversal of flow
was readily observed following chronic ligation
of the thoracic duct in dogs (Neyazaki et al.
1965). Pressure gradients along the canine
thoracic duct were often opposite to those
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required for antegrade flow (Browse et al.
1971). However, Dumont and Martelli (1973)
were able to demonstrate radiopaque material
in the para-aortic lymph nodes of only 1 of 16
dogs after ligation and cannulation of the
thoracic duct and injection of opaque contrast
material in the retrograde direction. Retrogra-
de flow might well occur more often in the
thoracic duct of man, which is usually vertical,
than in that of dogs, which is horizontal.
Rouviére (1932) noted that although the
human thoracic duct usually has two compe-
tent valves at its upper end, a not infrequent
normal variation involves the presence of
a single incompetent valve, which is usually
compensated by oblique insertion of the duct
through the vein wall. Conceivably, prolonged
compression and partial occlusion of the duct
by enlarged lymph nodes near its insertion into
the subclavian vein may cause dilatation of the
duct with secondary valvular incompetence
and reversal of flow.

The role of vascular invasion (Rappaport
and Strum 1970) in the spread of Hodgkin’s
disease is not fully understood. In a careful
review of the original biopsy material in 11
patients with regionally localized Hodgkin’s
disease who developed extranodal dissemina-
tion following primary radiotherapy, Lamou-
reux et al. (1973) failed to find evidence of
vascular invasion. Kirschner et al. (1974)
noted that vascular invasion was present in
7 (16%) of 44 spleens involved by Hodgkin’s
disease and was associated with hepatic and
bone marrow metastasis, early relapse, and
decreased survival, whereas vascular invasion
detected in 4 of 91 lymph node biopsies was
not attended by an increased frequency of
extranodal dissemination or a decreased survi-
val rate. In a series of patients whose lymph
node biopsies showed vascular invasion, Na-
eim et al. (1974) observed an average survival
time of only 21.8 months, significantly less
than the 65.8 month average survival of those
patients in whom vascular invasion was not
demonstrable in the original lymph node
biopsies.

D. Nature of the Inmunologic Defect

Unresponsiveness to tuberculin was the first
immunologic abnormality observed in patients
with Hodgkin’s disease. Dorothy Reed (1902
reported that tuberculin was given in five



cases but without reaction.” However, the
immunologic deficiency is not specifically re-
stricted to tuberculosis. Schier et al. (1956)
tested the capacity of patients with Hodgkin’s
disease to mount delayed hypersensitivity re-
actions to a diversified battery of natural
antigens and found that most were unresponsi-
ve to all of the antigens tested. Unfortunately,
the significance of the early studies cannot be
assessed because many patients had been
treated, and none had been staged by modern
methods.

A series of 50 previously untreated patients
with Hodgkin’s disease, all staged with the aid
of lymphangiography and other modern diag-
nostic procedures, was studied at the National
Cancer Institute by Brown et al. (1967).
Responsiveness to the five antigens tested was
impaired relative to controls. However, reac-
tions in eight patients with clinical Stage I
Hodgkin’s disease appeared to be compara-
ble with those of normal controls. With increa-
sing clinical stage, responsiveness decreased
sharply. Positive responses to one or more
intradermal antigens were noted in seven of
eight patients with Stage I disease, 13 of 24 in
Stage I, three of sevenin Stage III,and Sof 11
in Stage I'V. These studies were later extended
to a total of 103 patients with previously
untreated disease with generally similar results
(Young et al. 1972). Only seven patients, all of
whom had constitutional symptoms, were
completely anergic (unresponsive to all tests).

Among a total of 185 patients studied at
Stanford University Medical Center from
1964 through 1968 there were 28 patients with
previously untreated Stage I disease, of whom
only 12 (43%) responded to mumps antigen
and few responded to any other cutaneous
antigen (Kaplan 1970). A second study initia-
ted in 1969 accrued 154 previously untreated
patients, all staged with the aid of lymphangio-
graphy and laparotomy with splenectomy (EI-
tringham and Kaplan 1973). Only 51 of 151
evaluable patients (34 %) responded to one or
more intradermal antigens, and a positive
reaction to mumps antigen was observed in
only 40 (25%) of 151 patients. There was no
significant influence of clinical stage on re-
sponse to mumps antigen. In contrast to the
observations of the Bethesda group, unrespon-
siveness did not occur more frequently among
patients with constitutional symptoms. In tests
with streptokinase-streptodornase (SK-SD),
only 6 (10%) of 58 untreated patients with

Hodgkin’s disease reacted to 5 units, whereas
93 % of age — and sex-matched controls were
known to respond to the same dose level
(Eltringham and Kaplan 1973).

Clinical investigations using chemical agents
known to have the property of inducing
delayed cutaneous hypersensitivity reactions
essentially indistinguishable from those indu-
ced by tuberculin have the advantage that the
fact of exposure to the agent and the timing of
that exposure are both under the control of the
investigator. The most extensively used of
these chemicals is 2,4-dinitrochlorobenzene
(DNCB). In a series of 50 untreated patients,
Brown et al. (1967) observed positive respon-
ses in 35 (70 %) to sensitization with DNCB at
a concentration of 2.0%. Impressed by the fact
that all eight of their patients with Stage I
disease reacted positively to DNCB and that
seven of the eight reacted to at least one
intradermal antigen, the Bethesda group con-
cluded that the development of anergy is
probably a secondarily acquired manifestation
associated with advancing anatomic extent of
involvement rather than an intrinsic compo-
nent of the pathogenesis of Hodgkin’s disease.

In an initial study involving 185 previously
untreated patients sensitized with 2.0%
DNCSB at Stanford University Medical Center
from 1964 through 1968, an extremely high
incidence of anergy was observed, even in
patients with Stage I disease (Kaplan 1970).
De Gast et al. (1975) also observed negative
reactions to challenge after sensitization with
the same concentration of DNCB in 20 of 30
patients (67 %), including two of five with
Stage I disease, and Case et al. (1976) reported
negative reactions in 24 of 50 patients (48 %),
including three of eight with Stage I disease.

In a subsequent Stanford study involving
untreated patients staged routinely with lym-
phangiography and laparotomy with splenec-
tomy, three different sensitizing concentra-
tions of DNCB (0.1, 0.5, and 2.0 %) were used
(Eltringham and Kaplan 1973). Sensitization
and challenge with DNCB occurred prior to
the initiation of treatment. At a sensitizing
concentration of 0.5%, only 10 (26%) of 39
patients responded as compared with 83% of
normal controls. This study was ultimately
extended to encompass a total of 531 previous-
ly untreated patients of all stages (Kaplan
1980). There were 113 positive responses
(36.3%) among 311 patients with Stage I and
11 disease, a response rate only slightly greater
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than that among patients with Stage III and IV
disease (56 of 220, or 25.5%). Of a total of 355
asymptomatic patients, 128 (36.1%) respon-
ded, a significantly higher response rate than
that of patients with constitutional symptoms
(41 of 176, or 23.3%). These data support the
conclusion that cell-mediated immune reacti-
vity is indeed impaired in patients with Hodg-
kin’s disease. However, the impairment is not
an all-or-none phenomenon but a more subtile
continuous gradient of immunologic deficit
which is present in some degree even in
patients with the earliest manifestations of the
disease.

A number of in vitro tests are considered
analogs of cell-mediated immune responses.
These include the capacity of lymphocytes to:
(1) undergo lymphoblastoid transformation
after stimulation by lectins or antigens and to
respond in the mixed lymphocyte reaction, (2)
to bind sheep erythrocytes to their surface
membranes (E-rosette formation), and (3) to
bind and become agglutinated by certain
lectins and to mediate the polar migration
(capping) and shedding of the bound lectins
from the cell membrane. Brown et al. (1967)
noted a mean lymphocyte response to phyto-
hemagglutinin (PHA) of 49% in 43 patients
with untreated Hodgkin’s disease, a highly
significant decrease from the 72% mean value
observed in their controls. However, responses
in patients with Stage I disease were within the
normal range. Very similar responses to PHA
were noted by De Gast et al. (1975) in a series
of 30 patients with Hodgkin’s disease. How-
ever, these investigators noted thatlymphocyte
stimulation by a-hemocyanin was impaired in
11 of 15 patients and that the DNCB skin test
reaction was also negative in 10 of the 11
nonresponsive individuals. Lymphoblastoid
responses to another antigen, tetanus toxoid,
were negative in six of nine patients studied by
Fuks et al. (1976a). Gaines et al. (1973)
observed that lymphocytes from three patients
with positive Toxoplasma dye test titers as well
as those of 20 with negative titers failed to
respond to Toxoplasma antigen in vitro. Re-
sponses to SK-SD were also negative in 22 of
23 untreated patients. Holm et al. (1976) in
a study of 31 patients with Hodgkin’s disease
noted that only 1 of 12 skin test positive
patients had an impaired lymphocyte response
to the antigen in vitro; conversely, only 1 of 19
patients with a negative skin test reaction had
a normal lymphoblastoid response to tubercu-
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lin (PPD) in vitro. Deficient responses to PPD
were observed in 7 (47 %) of 15 patients with
Stage I or II disease and in 11 (55%) of 20
patients with Stage III or IV disease.

Modifications of technique succeeded in
revealing unambiguous abnormalities of the
PHA stimulation response even in patients
with Stage I disease. Matchett et al. (1973)
noted good initial responses during the first
2 days in patients with localized disease, but
these responses were not sustained at 4 or
5 days. When the daily uptake of tritiated
thymidine (*H-TdR) by limiting concentra-
tions of cells was used as the index of response,
all of 26 patients, including those with locali-
zed disease and no symptoms, showed a stri-
king degree of abnormality. Levy and Kaplan
(1974) measured the uptake of tritiated leuci-
ne (*H-Leu) into protein in peripheral blood
lymphocytes stimulated with a range of PHA
concentrations. This assay requires only 20
h for completion, so that cell viability can be
preserved in the absence of serum, thus enhan-
cing precision and reproducibility. They stu-
died 37 normal subjects and 44 consecutive
untreated patients with Hodgkin’s disease, all
staged with lymphangiography, bone marrow
biopsy, and in those with negative marrow
biopsies, laparotomy with splenectomy. The
peak response of normal donor lymphocytes
was noted at a PHA concentration of 1 ug/ml.
The response of lymphocytes from patients
was very significantly below normal at all but
the highest PHA concentrations tested. The
impairment of response was observed both in
patients with limited (Stage I and II) as well as
those with advanced (Stage III and IV) disea-
se. These results remained essentially unchan-
ged after this study had been extended (Fuks et
al. 1976a) to include 132 patients with untrea-
ted Hodgkin’s disease (Fig. 5). Stimulation by
another lectin, concanavalin A (Con A), re-
vealed impaired responses in a series of 18
patients. Concentration-dependent defects in
lymphocyte response to PHA were also obser-
ved by Ziegler et al. (1975) and by Faguet
(1975) in untreated patients with various
stages of Hodgkin’s disease.

Negative mixed lymphocyte reactions
(MLR) were observed by Lang et al. (1972) in
7 (22%) of 32 patients with untreated Hodg-
kin’s disease. In a study of 30 patients, Riihl et
al. (1975) found that the capacity of lymphocy-
tes from patients with Hodgkin’s disease to
respond to allogeneic cells was significantly
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impaired, whereas their capacity to stimulate
responses by normal lymphocytes was essen-
tially intact, a result diametrically opposed to
that observed by Bjorkholm et al. (1975) in
a study of 39 previously untreated patients.
Fuks et al. (1976a) observed positive respon-
ses in eight of nine untreated patients whose
lymphocytes were used as stimulator cells in
one-way allogeneic MLR tests; however, five
of these responses were only weakly positive.
The lymphocytes of these patients were found
to respond adequately to stimulation either by
normal donor cells or by cells from other
patients with Hodgkin’s disease, positive reac-
tions being observed in 20 (95%) of 21 such
combinations. A somewhat different test, the
autologous mixed lymphocyte reaction, was
employed in a recent study (Engleman et al.
1980); the capacity of peripheral blood T-lym-
phocytes from patients with untreated Hodg-
kin’s disease as well as those previously treated
with radiotherapy and in long-term remission
to respond was found to be profoundly im-
paired.

The capacity to form spontaneous E-roset-
tes with uncoated sheep erythrocytes, a speci-
fic property of human T-lymphocytes, was
observed by Bobrove et al. (1975) to be
impaired in 13 of 15 untreated patients with
Hodgkin’s disease, whereas the percentage of
T-lymphocytes detected by cytotoxic antibody
assay was normal. In contrast, the levels of
active rosette-forming cells (a subpopulation
of T-lymphocytes with high affinity receptors
for sheep erythrocytes) were within normal
limits in two series of patients with untreated
Hodgkin’s disease (D.P. King and H.S. Ka-
plan, cited in Kaplan 1980; Lang et al. 1977).

tigation, from the paper by
Fuks et al. (1976a)

Significant progress has been made in eluci-
dating the mechanisms underlying the selecti-
ve impairment of cell-mediated immune re-
sponses in Hodgkin’s disease. It is now well
established that cells capable of specific sup-
pression of immune responses exist in the
lymphoid system. Twomey et al. (1975) obser-
ved that peripheral blood mononuclear cells
from 16 of 30 patients with Hodgkin’s disease
had an impaired capacity to stimulate respon-
ses by lymphocytes from normal donors in the
one-way MLR test. Of these 16 patients, all
but one had Stage III or IV disease and two had
been previously treated. Stimulation was mar-
kedly increased when adherent cells were
removed by passage through glass wool as well
as by preincubation of the cells in a protein
synthesis inhibitor, cycloheximide. Similar re-
sults were subsequently reported by Goodwin
et al. (1977) who found in addition that the
inhibitory activity could be counteracted by
indomethacin, a known prostaglandin synthe-
tase inhibitor, suggesting that a suppressor cell
producing prostaglandin E, might be responsi-
ble for the hyporesponsiveness to PHA of
peripheral blood cells from patients with
Hodgkin’s disease. This group (Sibbitt et al.
1978) later reported that the PHA response of
lymphocytes in patients with Hodgkin’s disea-
se could be restored to normal by removal of
glass wool adherent suppressor cells and again
inhibited by restoration of such cells to the
cultures. Suppressor responses have also been
reported in a high percentage of patients with
Hodgkin’s disease by Engleman et al. (1979)
and by Hillinger and Herzig (1978). However,
the specificity of these suppressor effects
remains to be established.
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Tests of binding affinity, agglutinability, and
capacity for cap formation with lectins such as
Con A have provided important new approa-
ches to the study of lymphocyte surface mem-
branes. Ben-Bassat and Goldblum (1975)
found that cap formation by peripheral blood
lymphocytes from patients with Hodgkin’s
disease was markedly reduced. Mintz and
Sachs (1975) noted a mean of only 2.1 % of cap
forming cells among 15 patients with active
Hodgkin’s disease and 10.6% in patients with
remission versus 24.9 % in normal individuals.
Both groups noted an increased agglutinability
of patients’ peripheral blood lymphocytes by
Con A. Aisenberg et al. (1978) found that cap
forming cell levels were below normal in 9 of
13 patients with untreated Stage I-A and II-A
disease, six of eight in Stage III-A, and eight of
eight in Stages III-B and IV. Thus, a subpopu-
lation of lymphocytes in patients with Hodg-
kin’s disease appears to have membrane alte-
rations reflected in enhanced lectin agglutina-
bility and diminished cap formation.

Humoral factors in serum may alter the
T-lymphocyte surface membrane, perhaps by

- masking specific receptors, and thus inhibit or
abrogate cell-mediated immune functions.
Grifoni et al. (1970) reported that cytotoxic
antilymphocyte antibodies are present in the
sera of patients with Hodgkin’s disease and
that such antibodies can inhibit the PHA
stimulation response of normal lymphocytes in
vitro. Fuks et al. (1976c) discovered that
impaired E-rosette formation and PHA re-
sponses by lymphocytes from patients with
Hodgkin’s disease could be consistently resto-
red to normal levels by short-term incubation
in fetal calf serum. In a search for direct
evidence of an E-rosette inhibitor in the sera of
patients with Hodgkin’s disease, Fuks et al.
(1976b) noted that when lymphocytes were
first restored to normal E-rosette forming cell
(E-RFC) levels by incubation in fetal calf
serum and then reincubated in medium contai-
ning 20% Hodgkin’s disease serum, E-rosette
levels were again significantly reduced in 22
(85%) of 25 patients. In contrast, Hodgkin’s
disease serum significantly depressed the re-
sponse of only 1 of 12 patients with non-Hodg-
kin’s lymphomas and failed to depress the
E-rosette levels of lymphocytes from any of 34
normal subjects or of 12 patients with various
types of carcinomas.

Since the spleen seemed a likely tissue of
origin for the serum E-rosette inhibitor, Bie-
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ber et al. (1975) prepared extracts from the
involved spleens of eight patients with Hodg-
kin’s disease. These extracts consistently sho-
wed marked E-rosette inhibiting activity, whe-
reas similarly prepared extracts from the sple-
ens of most patients with non-Hodgkin’s lym-
phomas and from normal spleens of acute
trauma victims were devoid of such activity.
Rosette levels depressed by the Hodgkin’s
disease spleen extract could again be restored
to normal levels by incubation in fetal calf
serum. Lymphocytes from patients with Hodg-
kin’s disease were susceptible to the spleen
extracts after they had first been restored to
normal responsiveness by incubation in fetal
calf serum. Analysis of the active fraction
initially indicated the presence of f3-lipopro-
tein, C-reactive protein, and the Clq compo-
nent of complement. Subsequently, Bieber et
al. (1979) fractionated the sera of patients with
Hodgkin’s disease on sucrose gradients and
then on potassium bromide isopyknic gra-
dients, followed by thin-layer chromatogra-
phy. The active material proved to be a glycoli-
pid, the further chemical characterization of
which is still in progress. Similarly fractionated
normal sera were devoid of detectable
amounts of this inhibitory substance.

By radioiodination of the surface proteins of
peripheral blood mononuclear cells from four
patients with Hodgkin’s disease, Moroz et al.
(1977) demonstrated the presence of a block-
ing protein which could be released from the
cell surface by incubation with levamisole, an
antihelminthic drug. The blocking protein
reacted with antibody to human spleen ferritin
but contained no detectable iron and could be
dissociated into 18 000-dalton subunits, sugge-
sting that it is an apoferritin rather than
ferritin. After release of the blocking protein
by treatment with levamisole, the E-rosette
response of peripheral blood lymphocytes
from patients with Hodgkin’s disease rose to
normal levels. It is of course possible that
apoferritin is merely acting as a carrier for
a low molecular weight E-rosette inhibitory
substance, perhaps the glycolipid material
identified by Bieber et al. (1979).

There is thus abundant evidence that virtu-
ally all patients with Hodgkin’s disease, inclu-
ding those with localized involvement, suffer
from a selective, often subtile, impairment of
cell-mediated immunity. In vivo this deficit is
expressed by an increased susceptibility to
certain types of bacterial, fungal, and viral



infections and by a decreased capacity for
delayed hypersensitivity reactions to recall
antigens or chemical allergens. A spectrum of
in vitro test responses, including lymphobla-
stoid transformation by lectins and specific
antigens, the capacity to form E-rosettes, and
the capacity for cap formation after lectin
binding, are also impaired. These alterations
appear to be due to functional alterations of
T-lymphocytes rather than to quantitative
depletion of either T- or B-lymphocytes.
Humoral inhibitors in the sera of patients with
Hodgkin’s disease and suppressor cell effects
have been implicated.
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Chromosome Studies in Children and A dults with Leukemia*

J.D. Rowley

A. Introduction

The study of the chromosome pattern (karyo-
type) of human leukemic cells is one of the
most rapidly progressing areas of clinical
research. As more patients are examined, we
are now able to correlate the karyotype with
the type of leukemia and with the patient’s
response to therapy. Chromosome analysis of
leukemic cells thus can provide information of
both diagnostic and prognostic significance.
The clinical usefulness is largely the result of
new technical advances in staining procedures
that allow us to identify each chromosome
precisely with banding techniques.

Many fewer patients with lymphoid leuke-
mias have been studied than those with myelo-
id leukemia; only two unselected series of
patients with acute lymphocytic leukemia
(ALL) whose cells have been examined with
the new banding techniques have been repor-
ted, and thus correlations between the karyo-
type and the type of leukemia and response to
therapy are generally inconclusive. Chromoso-
me abnormalities will be described in various
myeloid leukemias including chronic myeloid
leukemia, Ph!-positive acute leukemia, and
acute nonlymphocytic leukemia. Within each
category, the data that have been collected will
be correlated with clinical information.

* This work was supported in part by The University
of Chicago Cancer Research Foundation and by
Grant Numbers CA-16910 and CA-19266 awar-
ded by the National Cancer Institute, U.S. Dept.
of Health, Education, and Welfare. The Franklin
McLean Memorial Research Institute was opera-
ted by The University of Chicago for The U.S. De-
partment of Energy under Contract No. EY
76-C-02-0069

B. Methods

An analysis of chromosomal patterns, to be relevant
to a malignant disease, must be based on a study of
the karyotype of the tumor cells themselves. In the
case of leukemia the specimen is usually a bone
marrow aspirate that is processed immediately or
cultured for a short time (Testa and Rowley, to be
published). In patients with a white blood cell count
higher than 14,500 and with about 10% immature
myeloid cells, it is possible to culture a sample of
peripheral blood for 24 or 48 h without adding
phytohemagglutinin (PHA). In most instances cells
from unaffected tissues will have a normal karyoty-
pe. The chromosome abnormalities observed in the
leukemic cells thus represent somatic mutations in
an otherwise normal individual.

Chromosomes obtained from bone marrow cells,
particularly from patients with leukemia, frequently
are very fuzzy, and the bands may be indistinct. The
observation of at least two ‘“‘pseudodiploid” or
hyperdiploid cells or three hypodiploid cells, each
showing the same abnormality, is considered eviden-
ce for the presence of an abnormal clone; a clone is
defined as a group of cells all of which have arisen
from a single cell. Patients with such clones are
classified as abnormal; those whose cells show no
alterations or in whom the alterations involve
different chromosomes in different cells are conside-
red to be normal. Isolated changes may be due to
technical artifacts or to random mitotic errors.

In the following discussion the chromosomes are
identified according to the Paris Nomenclature
(Paris Conference 1972), and the karyotypes are
expressed as recommended under this system. The
total chromosome number is indicated first, followed
by the sex chromosomes, and then by the gains,
losses, or rearrangements of the autosomes. A “+”’
sign or “‘—”’ sign before a number indicates a gain or
loss, respectively, of a whole chromosome;a‘“+" or
“—” after a number indicates a gain or loss of part of
a chromosome. The letters “p” and “‘q” refer to the
short and long arms of the chromosome, respective-
ly; “i” and “r” stand for ‘‘isochromosome” and
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“ring chromosome”. “Mar” is marker, “del” is
deletion, ““i is insertion, and “inv”’ is inversion.
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ins
Translocations are identified by “t” followed by the
chromosomes involved in the first set of brackets;
the chromosome bands in which the breaks occurred
are indicated in the second brackets. Uncertainty
about the chromosome or band involved is signified
by “7”.

C. Ph!-Positive Myelogenous Leukemia

Cytogenetic studies on patients with chronic
myelogenous leukemia (CML) have been the
keystone for karyotype analysis of other hu-
man malignancies. New discoveries that have
resulted from examination of CML have sub-
sequently been confirmed in other hematolo-
gic malignancies and in many solid tumors as
well.

I. Chromosome Studies of Chronic
Myelogenous Leukemia

Nowell and Hungerford in 1960 reported the
first consistent chromosome abnormality in
human cancer; they observed an unusually
small G-group chromosome which appeared
to have lost about one-half of its long arm in
leukemic cells from patients with CML (No-
well and Hungerford 1960). The question
whether the deleted portion of the long arm of
the Ph! chromosome was missing from the cell
or whether it was translocated to another
chromosome could not be answered at that
time, because it was impossible to identify each
human chromosome precisely with the techni-
ques then available. Furthermore, the identity
of this chromosome as either a No. 21 or No.
22 could not be established. Despite this
uncertainty, the Ph! chromosome was a very
useful marker in the study of patients with
CML.

Bone marrow cells from approximately
85% of patients who have clinically typical
CML contain the Ph! chromosome (Ph!+)
(Sandberg 1979; Whang-Peng et al. 1968);
the other 15% of the patients usually have
a normal karyotype (Ph!—). A perplexing
observation, still not explained, was that pa-
tients with Ph!4+ CML had a much better
prognosis than those with Ph' — CML (42— vs
15-month survival). However, as was shown
by Whang-Peng et al. (1968) a change in the
karyotype was a grave prognostic sign; the
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median survival after such a change was about
2 months.

Chromosome banding techniques were first
used in the cytogenetic study of leukemia for
identification of the Ph! chromosome as a de-
letion of No. 22 (22q—) (Caspersson et al.
1970; O’Riordan et al. 1971). Since quinacri-
ne fluorescence revealed that the chromosome
present in triplicate in Down’s syndrome was
No. 21, the abnormalities in Down’s syndrome
and CML were shown to affect different pairs
of chromosomes.

The question of the origin of the Ph! (22q—)
chromosome was answered in 1973, when
Rowley reported that the Ph! chromosome
results from a translocation rather than a dele-
tion as many investigators had previously
assumed (Rowley 1973a). Additional chromo-
some material was observed at the end of
the long arm of one. No. 9 (9q+) and was
approximately equal in length to that missing
from the Ph! chromosome; it had staining
characteristics similar to those of the distal
portion of the long arm of No. 22. It was
proposed, therefore, that the abnormality of
CML was an apparently balanced reciprocal
translocation t(9;22)(q34;q11). Karyotypes
of 802 Phl+ patients with CML have been
examined with banding techniques by a num-
ber of investigators, and the 9;22 translocation
has been identified in 739 (92%). It is now
recognized that variant translocations may
occur (Rowley 1980a; Sandberg 1979); one is
a simple translocation involving No. 22 and
some chromosome other than No. 9, which has
been seen in 29 patients. The other is a com-
plex translocation involving three or more
different chromosomes; except in two cases,
two of the chromosomes involved were found
to be No. 9 and No. 22. This type of transloca-
tion has been observed in 31 patients. The
great specificity of the translocation involving
Nos. 9 and 22 remains an enigma. The survival
curves for patients with variant translocations
appeared to be the same as those for patients
with the standard t(9;22).

When patients with CML enter the terminal
acute phase, about 20% appear to retain the
46,Phl+ cell line; additional abnormalities
are superimposed on the Ph! + line in 80 % of
patients (Rowley 1980a; Sandberg 1979). In
a number of cases the change in the karyotype
preceded the clinical signs of blast crisis by 2 to
4 months. Bone marrow chromosomes from
242 patients with Ph'+ CML who were in



acute phase have been analyzed with banding
techniques (Rowley 1980a). Forty showed no
change in their karyotype, whereas 202 pa-
tients had additional chromosome abnormali-
ties. The most common changes frequently
occur in combination to produce modal num-
bers of 47 to 52. The chromosome aberrations
observed most often are a gain of No. 8,
a duplication of the Ph!, an isochromosome
for the long arm of No. 17, and a gain of
No. 19.

Only two reports have been published rela-
ting specific chromosome changes in the acute
phase to survival of patients, and the results are
conflicting. Thus, Prigogina et al. (1978) found
that patients who did not shown additional
abnormalities in the acute phase had a longer
survival than those whose karyotypes showed
such changes. Sonta and Sandberg (1978),
however, found no difference in survival bet-
ween these two groups.

I1. Phl-Positive A cute Leukemia

Our interpretation of the biologic significance
of the Philadelphia chromosome has been
modified over the course of the last nine years
as our clinical experience with this marker has
widened. Thus, earlier it was proposed that
cases of acute myeloblastic leukemia (AML) in
which the Ph! chromosome was present should
be reclassified as cases of chronic myeloid
leukemia in blast transformation. This notion,
which was broadened to include the cases that
appeared to be ALL at diagnosis, was general-
ly accepted until about 1977. More recently,
however the tendency has been to refer to
patients who have no prior history suggestive
of CML as having Phl-positive leukemia
(Rowley 1980a). It is becoming increasingly
evident that the observed interrelations of
Ph!+ leukemias are complex indeed. Thus,
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some patients have a high percentage of
lymphoblasts, others have a high percentage of
myeloblasts, and still others have a mixture of
myeloblasts and lymphoblasts. In the future
the use of cell surface markers will help to
define these groups of patients further.

D. Acute Nonlymphocytic Leukemia

The use of chromosome banding techniques
has markedly increased our understanding of
the types and frequency of chromosome ab-
normalities in acute nonlymphocytic leukemia
(ANLL), including AML, erythroleukemia,
and acute monocytic leukemia. Extra, missing,
or rearranged chromosomes previously descri-
bed on the basis of morphology alone can now
be identified precisely in terms of the particu-
lar chromosomes or chromosome bands invol-
ved. We and others have also shown that the
karyotype pattern of the leukemic cells is
correlated with survival. Patients with a nor-
mal karyotype have a significantly longer
median survival (10 months) than do patients
with an abnormal karyotype (4 months) (Go-
lomb et al. 1978). As illustrated in Fig. 1, this
difference in survival is more pronounced for
AML than for acute myelomonocytic leuke-
mia (AMMol). Leukemic patients who are
alive at 1 year are much more likely to have
only normal metaphases.

Approximately 50% of the patients studied
with banding have detectable karyotypic chan-
ges; these abnormalities are present prior to
therapy and usually disappear when the pa-
tient enters remission. The same aberrations
reappear in relapse, sometimes showing evi-
dence of further karyotypic change superim-
posed on the original abnormal clone. Al-
though the karyotypes of patients with ANLL
may be variable, the chromosome changes in
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N ~——a AML -Ab (24) Fig. 1. Actuarial survival of treated

A =B patients versus time in months accor-
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T AMMoL) and normal (N1) or abnor-
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24 6 81012 15 18 24 36 from Golomb et al. (1978), with
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191 chromosomally abnormal patients are
available for analysis (Testa and Rowley
1980). Roughly one-third of the patients have
46 chromosomes but with an abnormal pat-
tern, one-fourth have fewer than 46 chromo-
somes, and the remainder have 47 or more
chromosomes. The nonrandom distribution of
chromosome losses and gains is particularly
evident in patients with 45—47 chromosomes.
A gain of No. 8 is the most common abnorma-
lity in ANLL and loss of one No. 7 is the next
most frequent change (Fig. 2). Gains or losses
of some chromosomes occurred only in pa-
tients with more complex karyotypes; they are
likely to represent secondary changes occur-
ring in clonal evolution rather than primary
evernts.

Two structural rearrangements seen in
ANLL appear to have special significance. The
more common of these was described as the
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complex pattern, —C,+D,+E,—G. The pre-
cise nature of the abnormality was resolved by
Rowley (Rowley 1973b) who used the Q-ban-
ding technique to determine that it is a balan-
ced translocation between Nos. 8 and 21
[t(8;21)(q22;q22)]. This translocation is fre-
quently associated with loss of a sex chromoso-
me, about one-third of males with the §;
21 translocation are —7Y, and one-third
of the females are missing an X (Rowley
1973b; Second International Workshop on
Chromosomes in Leukemia, 1980). This
association is especially noteworthy, since sex
chromosome abnormalities are otherwise ra-
rely seen in ANLL. The translocation appears
to be restricted to patients with acute myelo-
blastic leukemia (M, in the FAB classifica-
tion). According to data collected at the
Second International Workshop (Second In-
ternational Workshop on Chromosomes in

[J ANLL (110 cases)
B ALL (54 cases)

22 X Y

18 19 20 2i

Fig. 2. Histogram of chromosome abnormalities (gains, losses, and rearrangements) in 110 cases of ANLL
and in 54 cases of ALL, excluding documented cases of secondary karyotypic evolution. The frequency of
each abnormality is calculated as a proportion of all abnormalities. Reproduced from Cimino et al. (1979),
with permission
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Leukemia, 1980), the median survival of
patients with the t(8;21) was 11.5 months,
with some subgroups having a median survival
as long as 15 months.

Another significant structural rearrange-
ment is that observed in acute promyelocytic
leukemia (APL), which is a unique form of
acute leukemia characterized by hemorrhagic
episodes, disseminated intravascular coagula-
tion (DIC), and infiltration of the marrow with
atypical “hypergranular’” promyelocytes. The
FAB cooperative study group recently recog-
nized that not all patients have coarse granules,
and therefore it added a category called the M,
variant. The variant category was identified
largely on the basis of the clinical features and
a specific chromosome abnormality, namely,
a translocation involving the long arms of Nos.
15 and 17 [t(15;17)(q25;922)] (Rowley et al.
1977; Second International Workshop on
Chromosomes in Leukemia, 1980). It is im-
portant to make a correct early diagnosis
because the initial therapy, which includes the
use of heparin for control of bleeding, is
associated with a significant improvement in
survival. Whereas the correct diagnosis should
not be difficult in typical cases, the M, variant,
in which granules may be lacking or reduced in
number, may cause confusion. Every one of
our M;, variant patients also had the typical
translocation.

E. Acute Lymphoblastic Leukemia

Chromosome abnormalities have been obser-
ved in about one-half of the patients with ALL
(Sandberg 1979). It has long been recognized
that aneuploid patients with ALL have higher
modal chromosome numbers than do patients
with ANLL. Many fewer data are available on
the types and frequency of chromosome chan-
ges in ALL than in ANLL.

Only two unselected series of patients with
ALL, each studied with banding, have been
reported; Oshimura et al. (1977) described
results in 31 patients, and Cimino et al. (1979)
described the results in 16 patients. There have
been a number of other reports on one or a few
patients, all selected for some unusual cytoge-
netic abnormalities, most frequently the pre-
sence of a Philadelphia (Ph!) chromosome
(Rowley 1980a). The small number of patients
and the complexity of the karyotypes make the
identification of nonrandom patterns in ALL

very difficult at present. Despite these handi-
caps, at least one karyotypic abnormality
seems to be relatively specifically associated
with one type of ALL classified with the use of
immunologic markers. It seems reasonable to
assume that other associations will become
apparent in the future as we gain additional
information about both the karyotypic pattern
and the cell surface markers of subpopula-
tions of lymphoid cells that will be defined
with more sophisticated immunologic techni-
ques.

The chromosome pattern in 53 patients with
ALL has recently been reviewed (Rowley
1980b). The most frequent single change in
this group is a gain of one No. 21; the second
most frequent change is a gain of one No. 14,
and the next most frequent is a gain of one No.
13 (Fig. 2). The only chromosome lost with any
frequency is one X chromosome. Abnormali-
ties of the Y chromosome have not been
described. The most common deletion is that
involving the long arm of No. 6; the break
point in 6q appears to be somewhat variable,
involving the region from 6ql1 to 6q25.

Patients with B-cell ALL constitute a small
percentage (about 4 %) of those with ALL, and
they are identified because their cells express
surface immunoglobulin. With rare excep-
tions, every ALL patient whose leukemic cells
have been identified as B-cells had an abnor-
mality of No. 14 which was the result of
a translocation of material from another chro-
mosome to the end of the long arm (14q+)
(Rowley 1980b). The 8;14 translocation was
regularly seen in patients who also had a solid
tumor phase of Burkitt’s lymphoma (Berger et
al. 1979; Slater et al. 1979). Other abnormali-
ties in addition to the 14q+ chromosome have
been trisomy for part or all of the long arm of
No. 1, structural rearrangements involving
both the long and short arms of No. 6, and an
additional No. 7. Cells from some patients
were examined for Epstein-Barr virus (EBV)
and were found to be negative (Slater et al.
1979). In one patient the cells had a characteri-
stically low level of adenosine deaminase
(Cimino et al. 1979).

A 14q+ chromosome is a frequent occuren-
ce in other malignant lymphoproliferative
diseases, particularly, though not exclusively,
in those of B-cell origin. The translocation was
first discovered in Burkitt lymphoma. A trans-
location involving the long arms of No. 8 and
No. 14 has been detected in almost all Burkitt
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tumors of both African and non-African ori-
gin, independent of whether they are EBV-po-
sitive or -negative (Kaiser-McCaw et al. 1977
Zech et al. 1976). A 14q+ abnormality is
rarely observed in myeloid disorders, and
therefore the proposal that No. 14 may carry
genes that are important in lymphocyte proli-
feration has been supported by all recent data
(Kaiser-McCaw et al. 1977).

The data on chromosome patterns in ALL
are only preliminary ; however, some differen-
ces between the types of abnormalities seen in
ANLL and ALL are apparent (Fig. 2). In
ANLL the most common single change is
a gain of one No. 8, followed by loss of No.
7 and rearrangements of No. 8 and No. 21
(Testa and Rowley 1980). Gain or loss of No.
21 is frequent, and loss of a sex chromosome,
X or Y, usually occurs in association with
structural aberrations of No. 8 or No. 21, or
both. In ALL, the most common change is gain
of one or two No. 21s, followed by gains of
Nos. 13 or 14 and then gain of one No. 15 oran
X, usually in males (Cimino et al. 1979). Two
ALL patients showed the gain of one No.
8 initially, and evolution of the karyotype in
three others involved the gain of one No. 8.
The most frequent structural change in ALL is
a deletion of No. 6, usually affecting the long
arm. Rearrangements of No. 17 are often
observed in both leukemias. In ANLL, gains of
Nos. 6, 14, and 15 are rare and are seen only in
patients with complex patterns; gain of the
X has not been seen.

As described earlier, the presence of an
abnormal clone of cells in patients with ANLL
has a significant association with response to
therapy and, therefore, with patient survival
(Golomb et al. 1978). The lack of a sufficient
number of ALL patients studied with banding
makes such a correlation in patients with ALL
difficult at the present time. Whang-Peng et al.
(1976) related the unbanded karyotypic pat-
terns to survival in 331 patients with ALL and
concluded that ‘““the appearance of aneuploid
cells in the bone marrow at the onset or later in
the disease is of no prognostic significance
but persistence of these lines and the develop-
ment of total aneuploidy signals a poor pro-
gnosis”,

There are very few data relating the survival
time of patients with ALL to the presence at
diagnosis of clonal chromosome abnormalities
identified with banding. Thus, in the series
reported by Oshimura et al. (1977), length of
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survival was listed only for patients with an
abnormal karyotype, and one-half of these
were treated prior to the chromosome analysis.
The median survival of the eight abnormal
patients whom they studied prior to treatment
was 13 months. In our limited series at The
University of Chicago (Cimino et al. 1979) the
median survival of eight patients with an
abnormal karyotype was 10+ months (range,
2 to 33 months), as compared with 23+
months (11 to 56 + months) for eight patients
with an initially normal karyotype. The dura-
tion of the initial remission differed considera-
bly, being only 1 month (0 to 18 + months) in
chromosomally abnormal patients, whereas it
was 12+ months (1.5 to 46+ months) in
chromosomally normal patients.

However, in a recent report, Secker Walker
et al. (1978) concluded that the presence of an
abnormal clone was not an adverse factor. Of
six patients who had only abnormal cells at
diagnosis, one relapsed after 4 years and the
others remained in first remission for a longer
period than this. These data are relevant to the
observations of Bloomfield et al. (1978) and
Chessells et al. (1979) that the survival of
patients with Phl-positive ALL is very short.
The range is 2 to 24 months, with a median for
both children and adults of about 12 months.
This contrasts with a median survival of more
than 2 years in adult Phl-negative ALL
(Bloomfield et al. 1978). However, if one
compares the median survival of patients with
Ph!+ ALL (12 months) with that of other
ALL patients who have aneuploidy (10-13
months), the survival times are the same.

F. Conclusions

The primary focus in this review has been on
the identification of nonrandom chromosome
changes in various myeloproliferative and
lymphoproliferative disorders. Although the
data available for these disorders are quite
variable both with regard to the number of
patients studied and the quality of banding,
patterns of chromosome changes can be di-
scerned that differ among the various groups.
Wherever possible these patterns have been
related to structural and functional characteri-
stics of these cells as determined by others as
well as to the clinical correlations of particular
chromosome changes. In the future these
correlations must be extended to relate specific



chromosome aberrations, particularly translo-
cations and deletions, to alterations of the
function of genes located at these sites.
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Myeloid Dysplasia: the Histopathology of Preleukemia*™

A. Georgii, J. Thiele, and K.-F. Vykoupil

The clinical term “‘preleukemia’ is understood
as an alteration of the bone marrow and
peripheral blood preceding overt acute myelo-
id leukemia (AML, review by Saarni and
Linman 1973). However, in the majority of
cases the diagnosis is only a retrospective one,
derived from many mostly clinical and cytoge-
netic investigations (Fisher et al 1973 ; Dreyfus
1976; Linman and Bagby 1978; Pierre 1978).
The aim of our study was to determine whether
there are characteristic lesions of the bone
marrow preceding obvious leukemia and if
wether those lesions are similar in cases
evolving AML or CML later on.

Among more than 15,000 biopsies of the
bone marrow which were performed during
the last 10 years 195 patients were selected
whose examination of the bone marrow was
initiated by the clinical assumption of a possi-
ble preleukemic state. This selection following
the suggested clinical diagnosis of so-called
preleukemia inherits a problem: there may be
no clear cut separation between a preleukemic
state of leukemia and a myeloproliferative
disorder or CML in early stage or chronic
megakaryocytic-granulocytic myelosis
(CMGM,, see Georgii 1979).

A re-evaluation of the semithin sections of
these bone cylinders displayed two different
categories of disorders: 62 patients had either
nonneoplastic lesions (leukemoid reaction,
12; hyperergic myelitis (mostly rheumatic),
23; pernicious anemia, 11; panmyelophthisis,
3 and other diseases 13 or early stage CML 35
and oligoblastic leukemia 5. The remaining
second category of 93 patients showed distinc-

* Supported by the Deutsche Forschungsgemein-
schaft (DFG Ge 121/19)

34

tive and identical morphological features of
the bone marrow which probably correspond
to hemopoietic dysplasia of Linman and Bagby
(1978), but should be rather called myeloid
dysplasia, MD, (Thiele et al. 1980a): Histopa-
thology is characterized by a hypercellularity
(Fig la) in most of the cases, a frequently
occurring megaloblastoid and at least macro-
cytic differentiation of erythropoiesis (Figs.
1b, 2a). There are many sideroblasts of the
granular type and a shift to the left of the
neutrophilic granulopoiesis which displays the
so called pseudo-Pelger-Huét anomaly of ma-
turation (Figs. 2a,b). It should be emphasized
that there is no increase in blasts along the
peritrabecular generationzones of granulopoie-
sis. Megakaryocytes are not only increased
but exhibit abnormal cells such as frequent
naked nuclei, micromegakaryocytes, and too
many immature forms (Figs. la, 2b). The
myeloid stroma contains a patchy edema and
often a remarkable perivascular plasmacytosis
(Figs. la, 2c). Electron microscopy of these
cell confirms these findings and extends our
results of an abnormal cellular differentiation
in MD (for details see Thiele et al. to be
published a).

Of these 93 patients with the histomorpho-
logy of MD at the time of their first and initial
biopsy, sequential corings of the iliac crest (up
to five times in periods ranging from 2 months
to 3% years) as well as review of the clinical
records revealed that 26 cases evolved obvious
leukemia and the remaining 67 did not show
apparent leukemia until now (Table 1).

Initial main clinical symptoms were mostly
unspecific, ranging from fatigue, loss of weight,
easy bleeding, and pallor to physical findings
such as dermal hemorrhage, slight to moderate
hepatomegaly, and minimal splenomegaly.



Statistical evaluation of principle hematologi-
cal data showed that median values of the
retrospective group — regardless wether AML
or CML was the evolving disease — and the
prospective group showed no significant diffe-
rences (for details see Thiele et al., to be
published b). Median values of these data
accompanying MD of 75 patients (retrospecti-
ve and prospective group) are listed in Table 2.
Our results demonstrate that common mor-
phological alterations exist in the bone marrow
before onset of AML and CML and that they
are associated with a normochromic anemia
and a slight to moderate pancytopenia of the
peripheral blood count. The clinical as well as
statistical evaluation of our retrospective and

Fig. 1a,b. Survey of myeloid
dysplasia in semithin sections
of plastic embedded trephine
biopsies. a Low magnification
with patchy edema of the
stroma (Ed), a macrocytic/
megaloblastoid erythropoie-
sis (E), abnormal megakaryo-
poiesis (M) and dispersed
neutrophilic  granulopoesis
(G). b The higher magnifica-
tion shows the prominent me-
galoblastoid differentiation of
erythropoiesis (E). aX234,
bXx256

prospective groups of patients confirms this
statement (Thiele et al., to be published b).
The term “preleukemia’ should therefore be
replaced by MD, which does not necessarily
imply evolution towards leukemia in every
case but refers also to CML. Hemopoietic
dysplasia as proposed by Linman and Bagby
(1978) only pertains to the hematopoietic cells
and does not include the changes of the
mesenchymal cells and stroma nor the deve-
lopment of chronic myeloproliferative disor-
ders such as CML. The maturation defects of
erythro- and granulopoiesis are in agreement
with the megaloblastoid differention observed
in aplastic or so-called iron refractory anemia
or preleukemia (Saarni and Linman 1973;
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Retrospective group

Prospective group

26/93 evolved leukemia with
the following histological

categories:
AML 11
CML 9
CML with blastic

crisis 6

0/67

Deadline of this study was

1 February 1980; no leukemia
among the 67 patients
observed so far —

26

Table 1. 93 patients who sho-
wed myeloid dysplasia (MD)
in the first and initial biopsy of
the bone marrow

Fig. 2a—c. Conspicuous ab-
normalities in myeloid dys-
plasia. a Megaloblasts with
linear deployment along a si-
nus wall and a so-called Pel-
ger form of neutrophils (ar-
row head, see below). b Aty-
pia of neutrophilic granulo-
poesis with hyposegmenta-
tion of nuclei associated with
mature cytoplasm (pseudo-
Pelgerforms, arrow heads).
Megakaryopoiesis (M) with
immature forms and micro-
megakaryocytes (mM). There
is also also a patchy edema of
the stroma (Ed). ¢ Perivascu-
lar plasmacytosis along a mar-
row capillary with lumen (L)
and prominent endothelial
cells surrounded by edema
(Ed). a—c X792



Table 2. Clinical findings in 75

Total 75 Hbg 30.3pg patients with myeloid dyspla-
Sex 33M/42F Leukocytes 3.9 10° ul ;'i‘fst(x?g;t(i’: dtigev:lfu:')m
age 66 years Neutrophils 47%

ESR 28/89 (Westergren) Monocytes 3%

Erythrocytes  3.0X10%/pl Platelets 141X 10° ul

Hemoglobin  9.1g/dl

Maldonado et al. 1976) as well as the frequent
pseudo-Pelger forms (Linman and Bagby
1978), results which in the majority are deri-
ved from aspirates of the bone marrow. These
morphological atypia account for the functio-
nal disturbances of colony formation and iron
metabolism as demonstrated in ‘“‘preleukemic”
states by several authors (Golde and Gline
1973; Senn et al. 1976; Hast and Reizenstein
1977; Koeffler 1978). Cytogenetic studies
may be of a major value to establish or confirm
the diagnosis of a possible preleukemic condi-
tion as shown by Pierre (1978) and our
findings of a Philadelphia-chromosome occur-
ring before obvious CML in four cases (Thiele
et al., 1979).
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Progress in A cute Myeologenous Leukemia

T. A. Lister, S. A. N.Johnson, R. Bell, G. Henry, and J. S. Malpas

A. Introduction

Experimental and potentially life threatening
combination chemotherapy has been used for
the induction of remission of acute myeloge-
nous leukaemia (AML) for a little over 10
years. During that time the proportion of
patients entering remission has risen from less
than a quarter to approaching three-quarters.
Furthermore, there is now evidence to suggest
that about one-fifth of those now entering
remission will remain disease free for more
than 3 years and be “‘at risk for cure”.

Between 1969 and 1980 588 consecutive
adults with AML were treated at St. Bartholo-
mew’s Hospital, 443 of them in prospective
trials. Selected data from these studies, which
have been reported in part elsewhere (Crowt-
her et al. 1973; Powles et al. 1977; Lister et al.
1980) are presented toillustrate what has been
learnt during the last decade and to provide
a new base line, instead of the natural history
of the disease, with which to compare future
studies.

B. Materials and Methods

I. Patients

Five hundred and eighty-eight consecutive adults
were treated for AML at St. Bartholomew’s Hospital
between June 1969 and July 1980. Four hundred
and forty-three were treated on prospective trials of
combination chemotherapy. Exclusions from the
trials were made because of advanced age and
extensive prior chemotherapy. No patient under the
age of 60 years who had not received therapy was
excluded. Clinical details of the patients entered in to
the different trials are shown in Tables 1-3.
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I1. Treatment Programmes

Three generations of combination chemotherapy
experiments have been undertaken since 1969: in
each of them cytosine arabinoside and an anthracy-
cline antibiotic have been the central component of
the treatment. At the outset, adults of all ages were
treated the same (Trials I, II, ITI). For the duration of
Trials IVA-VIII patients of more than 60 years of
age were treated in a separate programme (Trial
IVB). This policy was reversed in 1978 at the
beginning of Trial IX, since which time adults of all
ages have received the same initial therapy. Antibio-

Table 1. Patient details. n=443; Sex M:F=243:200

Age Range 14-77 years
Mean 49 years
Median 53 years

Platelet count Range 5-704
Mean 69.89
Median 45

Blast count Range 0-495.0
Mean 29.76

Median 3.8

Table 2. Morphological variants

FAB No. of patients
classification

M1 108

M2 109

M3 27

M4 138

M5 39

M6 22

Total 443




Table 3. Patient entry and exclusions

Date Trial No. Non-trial Total
Prior chemotherapy Transfusion only
June 1969-July 1970 Barts 1 41 6 7 54
August 1970-February 1971 Barts II 20 0 2 22
February 1971-July 1972 Barts III 55 5 10 70
July 1972-April 1973 Barts IVA 37 0 0 37
May 1973—June 1974 Barts V 36 10 9 55
July 1974—-November 1974 Barts VII 18 4 3 25
November 1974-February 1978 Barts VIII 86 0 0 86
August 1974—February 1978 Barts IVB 59 31 57 147
March 1978-July 1980 Barts IX, X 91 1 0 92
Total 443 57 88 588

tic and blood component therapy have changed
gradually during the decade and are outlined in
Table 4.

C. Results

I. Response to Initial Therapy

Complete remission was achieved in 187 out of
443 (42%). The two most important factors

Table 4. Initial therapy

correlating with the response to therapy were
the age of the patient at presentation and the
initial treatment received (Table 5). The com-
plete remission rate was significantly higher for
patients under the age of 60 than those of 60
years and older (P=0.003). It was also signifi-
cantly highest for patients receiving intensive
chemotherapy comprising adriamycin, cytosi-
ne arabinoside and 6-thioguanine (ACT II),
especially in the under 60 age group.
Thrombocytopenia at presentation was

Trial Remission Programme Continuation Antibiotics Platelet
induction name therapy support
Prophylactic =~ Therapeutic
I, 11, Daunorubicin? DR+Ara-C CT¢=IT - Ampicillin+ Fresh
Flucloxicillin blood
IVA, V cytosine
arabinoside®
II, III  Kinetic modi- DR + CTxIT - Ampicillin+ Pooled
fication of Ara-C(KM) Flucloxicillin platelets
DR+ Ara-C
IVB Intensification of DR +Ara-C(I) CT=xIT - Ampicillin +
DR+ Ara-C Flucloxicillin
VIII Adriamycin, vin- AD-OAP CT+IT FRACON® Aminoglycoside Single
cristine pred- + Carbenicillin  donor
nisolone, cytosine or Cephazolin
arabinoside®
Xt Adriamycin, cytosine ACT I None None Aminoglycoside Single
arabinoside, + Cephazolin donor
thioguanine®
Xt Adriamycin, cytosine ACT II None FRACON® Single
arabinoside, donor
thioguanine®

2 Bell et al. (to be published)
® Crowther et al. (1973)
¢ Lister et al. (1980)

¢ CT=Chemotherapy; II=Immunotherapy
¢ Schimpff et al. (1975)
f ACT I more intensive than ACT II
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Treatment <60 =260

Table 5. Response to initial

Total treatment. ACT I vs

DR+ Ara-C I

DR+ Ara-C: P=<0.02;
ACTIIvs ACTI: P=<0.05;

1 69/148 (47%) 5/21 (24%) 74/169 (44%) o 0 ACT 11 vs AD.OAP.
I\}’A P=<0.05

DR+Ara-C 1l 5/13 (39%) 2/7 (29%) 7/20 (35%)

modifications VII  3/18 (17%) — 3/18 (17%)
IVB — 19/59 (29%)  15/59 (29%)

AD-OAP VIII 39/86 (45%) — 39/86 (45%)

ACT1 X 1127 (40%) 4/14 (29%) 15/41 (37%)

ACTII IX 29/36 (80%) 5/14 (36%) 34/50 (68%)

Total 156/328 (48%) 31/115 (27%) 187/443 (42%)

a poor prognostic factor overall, with complete
remission only being achieved in 29 out of 96
patients in whom the platelet count was less
than 20 X 10°/1 compared with 158 out of 347
(P=0.05) in whom it was more. However,
since the introduction of the routine use of plate-
let concentrates in Trial VIII this prognostic
difference has disappeared, with complete
remission being achieved in 18 out of 42
patients in whom the platelet count was less
than 20 X 10°/1 compared with 70 out of 135 in
whom it was more (P=n.s) in Trials VIII, IX
and X bombined.

I1. Duration of First Complete Remission

Out of 187 patients in whom complete remis-
sion was achieved 50 are alive without relapse
and three died in complete remission, one of
coliform septicaemia during consolidation,
one (aged 70) of myocardial infarction and one

100
90

80

70
CUMULATIVE
% IN 60
REMISSION

50

40
30
20

10 F

in a car accident (Fig. 1). No patient has
relapsed so far after 5 years.

D. Possible Factors Influencing Duration
of First Complete Remission

L. Intensity of the Initial Therapy

Comparison of the duration of first remission
in patients receiving Daunorubicin and cytosi-
ne arabinoside (Trials I, III, IVA and V) with
those receiving AD-OAP (Trial VIII), ACT
I (Trial X) and ACT II (Trial IX) show
a significant advantage over those receiving
ACT I and all the rest and a significant
advantage of AD-OAP over those receiving
daunorubicin and cytosine arabinoside (Fig.
2). The intensity of treatment had increased
with each change of chemotherapy (see Table
4).

=187

August 1980

L

| — 1 1

0 1 2 3

Fig. 1. Overall duration of remission in trials I-X
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Fig. 2. Duration of remission in relation to initial therapy

I1. Continuation Therapy

Four different types of continuation therapy

were used: —

1. None (Trials IX and X);

2. Chemotherapy alone [Trials 11, III and IVA
(randomised study)];

3. Chemotherapy and “immunotherapy’’ com-
prising BCG and allogeneic blast cells:
Trials II, III, IVA (randomised study), Trial
V (all patients), and Trial VIII (randomised
study); and

4. Chemotherapy and immunotherapy with
BCG [Trial VIII (randomised study)].

Comparison of the duration of remission of
these four groups demonstrates no advantage
for continuation of therapy after consolidation
(Fig. 3). The group with the best duration of
remission was in fact that receiving no conti-
nuation therapy but the most intensive initial
(remission induction and consolidation) treat-
ment. There are not, however, comparisons
between concurrently randomised groups of
patients and the follow up is shortest in the
group with the most favourable result.

The different “immunizing’”” manceuvres,
with the addition of either BCG alone or BCG
and allogeneic blast cells, did not confer any

100
4
© go |
7 none VS chemo alone p = < 0.000001
S none VS chemo + BCG + cells p = 0.003
L none VS chemo + BCG p = 0.01
; 60
O\O
s
- 40 | none
< n =49
2
=
3 2 F chemo + BCG
L , R . , teells* n=52
— 111 ! F I 1 chemo + BCG
1 1 s chemo alone =
g n=52
1 L i 1 1 [l [l 1 ] 1 _!
0 1 2 3 4 5 6 7 8 9 10 11
YEARS SBH/ICRF
April 1981

*

Data omitted on 3 patients because of poor complaince

Fig. 3. Duration of remission influence of continuation therapy
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advantage in terms of duration of first comple-
te remission.

None of the other factors analysed, particu-
larly age (or inital physical findings, blast
count, platelet count, blast cell morphology)
correlated with the duration of first complete
remission.

E. Survival

The most important factor determining survi-
val was the outcome of initial therapy (Fig. 4).
Sixty-two patients remain alive between
3 months and 11 years.

F. Long Survival

Thirty-six patients have lived more than 3 ye-
ars. Only 2 out of 13 cases who were in first
complete remission at that time have subse-
quently relapsed, the latter at 4.5 years. An
additional four patients recurred within
6 months of the first remission, entered second
remission and have remained disease free
subsequently for a minimum of 4 years. Detai-
led analysis of the presentation features of
these patients reveals them to be a heteroge-
nous group with no specific factors in common
other than long survival.

CUMULATIVE
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G. Discussion

The results of combination chemotherapy for
adults with AML at St. Bartholomew’s Hospi-
tal have been presented. They confirm the
trend reported by others (Keating et al., to be
published; Priester et al. 1980; Gale and Cline
1977; Rees et al. 1977; Mayer et al. see this
volume) that intensification of early therapy
can result in complete remission being achie-
ved in the majority of adults under the age of
60. It is important to qualify this with the rider
that intensification of the cytotoxic chemothe-
rapy without adequate supportive care is
valueless. This is clear from the results of Trial
V111, in which the initial treatment was intensi-
fied. The routine use of platelet concentrates
and powerful antibiotic combinations oblitera-
ted the prognostic disadvantage of thrombocy-
topenia and infectious complications at pre-
sentation. However, the management of infec-
tion during the neutrophil nadir was not
adequate with a high incidence of fatal gram
negative infection, especially in patients not
receiving gastrointestinal tract decontamina-
tion. The apparent advantage of this was not
appreciated until a similar high incidence of
fatal gram negative infection was observed in
Trials IX and X (Rohatiner et al. 1981). The
high complete remission rate for patients
under 60 in Trial IX (ACT II) was achieved
against a background of more intensive sup-

n =443

—

1 ' 1
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portive care, including the use of gastro intesti-
nal tract decontamination, aggressive antibio-
tic therapy for fever as before, and scrupulous
attention to the increased incidence of pneu-
monia. The use of transtracheal aspiration has
made it possible to obtain bacterial isolates and
thus potentially influence antibiotic therapy in
approximately 50% of the patients with sus-
pected chest infection from whom sputum
could not be obtained (Slevin et al.1981).

Early analysis of the most recent Trials (IX,
X) suggest that the intensity of the very early
therapy is critical to the duration of remission.
It is not possible to comment yet on the
relevance of ‘“‘consolidation” therapy, al-
though there is some evidence to support the
contention that “early intensification” impro-
ves the duration of remission (Bell et al., to be
published). The role of maintenance or conti-
nuation (philosophically more attractive) the-
rapy has certainly not been established. How-
ever, the comparisons made have not all been
concurrent nor has identical early therapy
been used in all the studies analysed.

As in all other reported series, a very close
correlation between the response to initial
therapy and survival has been observed. The
obvious corollary of this, namely that overall
survival in all studies must now be better than
previously since the complete remission rate is
so much higher, has yet to be established.
There is, however, no doubt that long survival
has never been seen in patients in whom the
bone marrow is not returned to normal.
Extensive analysis of those patients surviving
more than 3 years has revealed a wealth of
negative correlations between presentation
features and survival with only a suspicion that
the intensity of the early therapy is important.
This is based solely on the fact that a high
proportion of the long survivors were treated
in the Trial VIII study and must be tempered
by the fact that this is the most recent study, by
definition, in which long survivors have occur-
red. Further long follow up is obviously re-
quired.

In spite of all these reservations, we believe
that these results should be viewed with
optimism. Ten years ago the major publica-
tions on this subject were only able to record,
with justifiable optimism, that it was possible
to achieve remission in AML and that it should
be treated with curative intent. The data
presented here in complete concordance with
that of others (Ellison and Glidewell 1979;

Keating et al., to be published) show that
a significant proportion will live at least 3 ye-
ars. Exciting experiments with bone marrow
transplantation, both in terms of eradication of
leukaemia and mismatched grafting, further
manipulation of chemotherapy and the design
of good clinical experiments may lead to the
speculation of the seventies becoming the
reality of the eighties.
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VAPA1%; A Treatment Program for A cute Myelocytic Leukemia*

R.J.Mayer, H.J. Weinstein, D. S. Rosenthal, F. S. Coral, D. G. Nathan and E. Frei, I1I

A. Introduction

During the past decade, the combination of an
anthracycline and continuous infusion cytosine
arabinoside chemotherapy has been associated
with an increase in the complete response rate
of patients under age 60 having acute myelocy-
tic leukemia (AML) from 35%—-55% (Carey
et al. 1975; Clarkson et al. 1975) to approxi-
mately 75% (Evans et al. 1975; Gale 1979;
Haghbin et al. 1977; Preisler et al. 1979;
Rees and Hayhoe 1978; Yates et al. 1973).
This encouraging advance, however, has not
led to prolonged periods of remission and
indefinite survival as seen in childhood acute
lymphocytic leukemia. The median duration of
complete remission in most recent studies in
AML isin the range of 12—14 months (Armita-
ge and Burns 1976; Evans et al. 1975;
Haghbin et al. 1977; Moreno et al. 1977;
Peterson and Bloomfield 1977 ; Preisler et al.
1979; Rees and Hayhoe 1978; Spiers et al.
1977). In early 1976 a therapeutic program
(VAPA!? protocol) was initiated in an attempt
to overcome the causes of relapse in patients
with AML. It was postulated that the high
failure rate in AML patients in complete
remission might be the result of inadequate
cytoreduction during the maintenance period,
the development of drug resistance, the pre-
sence of ‘‘sanctuaries” into which effective
chemotherapy could not penetrate, and the
presence of a mutant myeloid progenitor cell
which over a period of time would progressive-
ly replace or even suppress the growth of the

* Supported in part by Grants CA 22719, CA
17700, and CA 17979, National Institutes of
Health, Bethesda, Maryland 20014

differentiated product of normal hematopoie-
sis. It was appreciated that if the latter possibi-
lity were true, it would be unlikely that
intensive chemotherapy would have any long-
term beneficial effect in patients with AML
and that the only rational therapeutic option
would be replacement of these progenitor cells
through a maneuver such as bone marrow
transplantion. Others are presently testing the
utility of marrow transplantation in patients
with AML shortly after complete remission is
obtained (Blume et al. 1980; Powles et al.
1980; Thomas et al. 1979).

This report reviews the status of the
VAPA!? protocol at the time of an 1 April
1980 analysis. The protocol, designed with
curative intent, has resulted in a complete
remission rate of 70%. Among the complete
responders, it is projected that 71% +13% of
the patients will be alive 24 months after
diagnosis was made and 49%=*17% will
continue disease free 24 months after their
initial complete remission was documented.

B. Materials and Methods

I. Patients

One hundred and six consecutive previously untrea-
ted patients less than 50 years of age with AML were
evaluated and entered onto this study between
February 1976 and 1 April 1980. The diagnosis of
AML was based on examination of bone marrow
aspirate morphology and histochemical stains. When
such a diagnosis was confirmed, patients were
entered onto the program and all patients receiving
any amount of protocol drug therapy, regardless of
their clinical condition, were considered evaluable
for analysis.
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II. Treatment Program

Chemotherapy consisted of two phases: a remission
induction phase followed by an intensive sequential
combination chemotherapy phase. The remission
induction program (Fig. 1) was similar to the
treatment plan of others, administering 3 days of an
anthracycline (adriamycin) and 7 days of continuous
infusion cytosine arabinoside with the addition of
vincristine and prednisolone. Marrow status was
assessed on the 14th day of the treatment program
with another 5 days of therapy instituted at that time
if the bone marrow was hypercellular or if leukemic
blasts were still readily identifiable. Patients were
removed from study and considered induction thera-
py failures if they did not achieve complete remission
following these two courses of therapy.

Patients who achieved complete remission were
treated with intensive sequential combination che-
motherapy during a 14-month ‘“maintenance” pe-
riod (Fig. 2). This period of treatment was subdivi-
ded into four sequences of drug combinations.
Sequence I, designated as “early intensification”,
consisted of 5-day courses of adriamycin and cytosi-
ne arabinoside given every 3-4 weeks for four
courses. Treatment was resumed after each course
when the circulating granulocyte count had reached
500/mm? and the platelet count was greater than
100,000/mm3. Sequence II consisted of adriamycin
and azacytidine given as 5-day courses every 4 weeks
for four courses. This was followed by Sequence 111,
which included 6-mercaptopurine, vincristine, me-
thotrexate, and methyl prednisolone (POMP) given
in 5-day courses every 3 weeks on four occasions.
Sequence I'V was designated as “‘late intensification™
and consisted of 5-day courses of cytosine arabino-
side given every 3-4 weeks on four occasions.
Treatment was discontinued after the completion of
Sequence IV, approximately 15 months after the
onset of ““‘maintenance’’ therapy.

Central nervous system prophylaxis was not
included per se in the protocol design. Intensification
courses with continuous infusions of cytosine arabi-
noside were given in part to provide therapeutic

Course 1
1234567 14

Adriamycin (30 mg/M2)

IV Pulse 2X;

concentrations of cytosine arabinoside in the central
nervous system, thereby potentially eradicating mi-
croscopic disease at that site.

III. Criteria for Response

Patients were considered to be in complete remission
if they were asymptomatic, had no physical findings
suggestive of leukemia, and had normal bone mar-
row examinations and normal peripheral counts.
Relapse was defined as the presence of 5% marrow
blasts or the documentation of any extramedullary
sites of leukemia. Bone marrow aspirations were
performed every 8 weeks during the intensive
sequential phase and every 3 months for the 1st year
after the discontinuation of chemotherapy. Surveil-
lance lumbar punctures were performed initially at
the time complete bone marrow remission was
documented and subsequently every 2-3 months
during the intensive therapy phase.

I'V. Statistical Analysis

The duration of survival was measured from the time
of diagnosis, while the duration of remission exten-
ded from the date complete bone marrow remission
was confirmed. Kaplan-Meier analyses of survival
and continuous complete remission intervals were
plotted on a semilogarithmic scale so as to compare
the failure rates during successive monthly intervals.
Deaths during remission were treated as failures,
while withdrawals were considered evaluable up
until the time they were electively removed from the
protocol.

C. Results

One hundred and six patients were entered
onto this study over a 4-year period. At the
time of an 1 April 1980 review (Table 1), 105

CourseIL
12345
Bone
Marrow '
Asp.+ Bx.

Ara-C (100 mg/M?)
IV Continuous 24°

DA\

DN

Vincristine (1.5 mg/M2) Max.2.0 mg
IV Pulse )

Prednisolone (40 mg/M?2)
1V Pulse Divided g. 12 Hours

Fig. 1. VAPA!Y: remission-induction schema
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Sequence I

Adriemycin 45mg/MZ2/d Day |
IV Pulse

Ara-C 200mg/M2/d Days 1-5
Continuous Infusion

1V Puise

qQ 3-94 weeks X4

Sequence I

Vincristine 2.Omg/M2/d Day !

1V Pulse

Methyl| Prednisolone 800mg/M2/d Days |-5
1V Puise

6-Mercaptopurine 500mg/MZ2/d Days |-5
1V Pulse

Methotrexate 75mg/M2%/d Days -5
IV Pulse
q 3 weeks X 4

were evaluable for analysis, with 61 being 17
years of age or younger and 44 being between
ages 18-50. The median age for the entire
group of 105 evaluable patients was 14.5
years. This unusual age distribution for AML
patients reflects the referral patterns of the
Longwood Avenue area hospitals and the fact
that most pediatricians throughout New Eng-
land send their children with this disease to
a tertiary care facility such as the Sidney Farber
Cancer Institute-Children’s Hospital Medical
Center. Complete remissions have been achie-
ved in 74/105 (70%) of evaluable patients
with younger patients having a slightly increa-
sed chance of achieving a complete remission
(74 %) than their older counterparts (66%).
These data are similar to the reports of others

Sequence I

Adriamycin 30mg/MZ2/d Day !

Azacytidine 150 mg/M2/d Days 1-5
Continuous Infusion

q 9 weeks X 4

Sequence I

Ara-C 200mg/M2/d Days |-5
Continuous Infusion

q 3 weeks X4

Fig. 2. VAPA!?: intensive sequential maintenance schema

(Evans et al. 1975; Gale 1979; Haghbin et al.
1977; Preisler et al. 1979; Rees and Hayhoe
1978; Yates et al. 1973).

I. Remission Duration and Survival

Among the 74 complete responders there have
been eight (11.0%) withdrawals for reasons
including cardiomyopathy, bone marrow
transplantation, and physician-patient desire
to discontinue therapy. Of these eight patients,
seven remain in their initial complete remis-
sion. There have been two remission deaths,
one occurring in a 33-year-old woman who
developed a fatal pneumonia at the time of
drug-induced myelosuppression and another
in a 31-year-old woman who expired from

Table 1. VAPA update as of

AGE AGE AGE 1 April 1980
0-50 0-17 18-50
# Entered 106 61 45
Too early 1 0] 1
Inevaluable 0 0 0
# Evaluable 105 61 44
# Complete remissions 74 (70%) 45 (74 %) 29 (66 %)
Withdrawals 8 5 3
Remission deaths 2 0 2
Relapses 24 16 8
Bone marrow 14 7 7
CNS 8 8 0
Myeloblastoma 2 1 1
# Continuous complete
remission 40 24 16
Completed therapy 22 15 7
Relapses off therapy 4 3 1
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refractory congestive heart failure presumably
induced by adriamycin. Among the remaining
64 patients who entered complete remission,
40 remain disease free, while 24 have relapsed.
All relapses in the adult age group have
occurred in bone marrow, with one patient
showing his first sign of recurrence by the
development of a pleural myeloblastoma but
with myeloblasts detected shortly thereafter in
the bone marrow. In contrast, one-half of the
16 pediatric age relapses have occurred in the
central nervous system. Six of these recurren-
ces were detected through surveillance lumbar
punctures. The median time to central nervous
system relapse after documentation of comple-
te bone marrow and spinal fluid remission was
4.5 months (range: 1.5-13.5). Six of the eight
central nervous system relapses were followed
within 0.5 months to 7.0 months by the
reappearance of leukemic cells in bone
marrow.

Figure 3 presents a Kaplan-Meier plot of the
probability of remaining in complete remission
among the complete responders. The median
followup for these 74 patients is 9 months
(range: 1+to 48 +months) following the date
they achieved complete remission. As pre-
viously noted, treatment was discontinued at
approximately 15 months. The median dura-
tion of complete remission in 22.4 months.
Utilizing two standard deviation confidence
limits, the probability for complete responding
patients to remain in remission at 12 months
and 24 months is 67 % *13% and 49% +17%
respectively. Figure 4 presents a Kaplan-Meier

(i

1

plot of the same data comparing the pediatric
and adult age groups. There is no significant
difference in remission duration based on age.

Twenty-two patients have completed the
VAPA! program. Of these 22, four have
relapsed “off therapy”, while 18 remain in
unmaintained complete remission. The me-
dian duration of time following the completion
of therapy for this group of 22 patients is
11+ months. Three of the four late recurren-
ces were noted in the bone marrow, while the
other patient developed a nasopharyngeal
myeloblastoma. All three patients who develo-
ped a bone marrow relapse entered a second
remission following a single course of the
VAPA! induction regimen and remain alive
and disease free.

As seen in Fig. 5, the median survival for the
entire group of 105 patients is 26.1 months.
The 31 nonresponders had a median survival
of only 0.5 months, while the median time to
death among the complete responders has not
yet been reached with a Kaplan-Meier plot
suggesting a plateau in the 65%—-70% range.
Two standard deviation confidence limits indi-
cate the probability of survival among comple-
te responding patients to be 85%+9%,
71%+13%,and 66 % +15% at12,24,and 36
months respectively.

II. Toxicity

The major toxicity during VAPA!? remission
induction in essentially all patients has been
fever, necessitating the use of broad-spectrum
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antibiotics. Culture-documented bacteremias
have been present in about 20 % of patients. In
addition, approximately 25% of the pediatric
patients under age 10 have experienced life-
threatening gastrointestinal difficulties charac-
terized by bloody diarrhea, esophagitis, ileus,
bowel distension, and the development of signs
of peritoneal irritation. These episodes of
typhlitis resolved when bone marrow function
recovered.

The early intensification phase of the main-
tenance program (Sequence 1) was associated
with severe thrombocytopenia requiring plate-

let transfusions in 70 % of courses and neutro-
penia to the point of agranulocytosis. The
drug-induced myelosuppression was most se-
vere between the 12th and 17th day of each
treatment cycle and usually resolved by the
21st day. Fevers occurring at times of granulo-
cytopenia necessitated short-term hospitaliza-
tions and the use of broad-spectrum antibiotics
in 30 % of the courses, but a culture-documen-
ted infection was only present in 17% of these
febrile episodes.

The use of azacytidine and adriamycin in the
second 5-day cycle phase of the maintenance

———— Al

Probability

Cases N=105

Complete Responses N=74

(4) —— — Induction Failures N=3I
Jw | \ ‘. 0] | | | | N Fig. 5. VAPA!?: Kaplan-Mei-
o) 6 12 i8 24 30 36 42 48 er plot of probability of survi-
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uration

— ——— All Cases 63 42 105 26.1 months responders .represent . two
Complete Responses 58 16 74 Undef. standard deviation confiden-

—— — Induction Failures 5 26 31 0.5 months ce limits
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period (Sequence IT) was generally well tolera-
ted with the extreme nausea and vomiting
associated with “bolus™ azacytidine admini-
stration rarely present. Severe thrombocyto-
penia and granulocytopenia induced by this
drug combination were rare, but in about 10%
of courses the myelosuppression did not resol-
ve by the 28th day of a given treatment cycle as
was expected but was occasionally prolonged,
lasting as long as 7 weeks. This lengthy bone
marrow depression necessitated the delay of
chemotherapy in several instances, but such
patients were able to tolerate further azacyti-
dine-adriamycin without difficulty and have
enjoyed similar remission durations as have
other patients.

There have been no major toxicities associa-
ted with “POMP” (Sequence IIT) except for
a rare case of cholestatic jaundice thought to
be related to the 6-mercaptopurine. The late
intensification treatments (Sequence IV) with
cytosine arabinoside led to severe myelosup-
pression, but only 12% of the courses have
been associated with fever necessitating hospi-
talization.

The length of the treatment period including
remission induction and the sequential chemo-
therapy phase averaged 450 days. Initially,
120 of these days were spent in the hospital for
the administration of intravenous chemothera-
py or for systemic antibiotics. During this
study, the pharmacokinetics of continuous
intravenous and continuous subcutaneous in-
fusions of cytosine arabinoside were evaluated
(Weinstein et al. 1978). The results indicated
comparable drug levels and myelosuppression
with both routes of administration. Because of
these data, patients were no longer admitted to
the hospital for 5-day intravenous infusions of
cytosine arabinoside, but instead received
outpatient subcutaneous infusions via a porta-
ble infusion pump (Auto Syringe, Inc., Hook-
sett, New Hampshire). Time of hospitalization
was thereby reduced from 120 to 80 days.

D. Discussion

The major thrust of the VAPA!? program was
directed not at remission induction where
a 65%-75% complete response rate was
anticipated, but rather at the “maintenance”
period where it was hoped that intensive
therapy might lead to a significant prolonga-
tion in remission duration and survival. Proto-
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col design was specifically directed at circum-
venting major potential obstacles to long-term
remission. These include:

1. Inadequate cytoreduction during the main-
tenance period. The VAPA!Y program offered
intensive therapy at drug doses higher than the
remission induction levels at the beginning
(Sequence I) and at the conclusion (Sequence
IV) of the 15-month maintenance period. As
seen in Figure 1, four cycles of cytosine
arabinoside given by continuous infusion for
5 days at a dose of 200 mg/m?/day were
administered at the start and at the end of
“maintenance”. The initial four cycles were
accompanied by a single administration of
adriamycin. Each of these treatment cycles was
administered on a 21-28 day schedule with no
dose de-escalation made for myelosuppression
or infection. The rationale for early and late
intensification was data from experimental
murine models demonstrating a steep dose
response curve for cytosine arabinoside (Skip-
per 1978). Clinical data to support this concept
comes from a recent AML study in which
patients received only a single cycle of intensi-
ve induction chemotherapy which resulted in
a median, unmaintained remission of 10
months (Vaughn et al. 1980).

2. The development of drug resistance. In
experimental in vitro and in vivo leukemia
models, there is evidence that relapse results
from the selection and overgrowth of drug
resistant cell lines (Skipper 1978). Initially,
during treatment with a given program the
majority of chemotherapeutically-sensitive
cells are progressively eliminated, but at some
point (“nadir”’) further leukemic cell kill is
counterbalanced by the overgrowth of resi-
stant cells which eventually results in clinical
relapse. By back extrapolation from the kine-
tics of remission induction and relapse in
patients with AML, this ‘““nadir’’ was estimated
to occur at approximately 3-4 months of
treatment with a given regimen. Hence, two
different drug programs (Sequences II and IIT)
of non-cross-resistant agents were interposed
between the early and late intensification
periods. In the first of these, azacytidine, an
active agent in the treatment of AML which
has been reported to be non-cross-resistant
with cytosine arabinoside (Van Hoff et al.
1976), was given at induction level doses in
combination with adriamycin. In the second of
these two drug programs, 6-mercaptopurine
and methotrexate, each having some degree of



activity in AML (Ho and Frei 1971), were
introduced along with vincristine and predni-
sone.

3. The presence of pharmacologic “sanctua-
ries’’. While meningeal leukemia has been
reported in patients with AML (Pippard et al.
1979; Wolk et al. 1974; Zachariah et al.
1978), it is far less common than in acute
lymphocytic leukemia. The central nervous
system is the initial site of recurrence in only
10%-15% of relapsing AML patients and is
far more often seen in pediatric than in adult
age groups (Chard et al. 1978; Pizzo et al.
1976). It was thought conceivable, however,
that prolonging survival of patients with AML
might yet be associated with an increased
incidence of meningeal leukemia (Wolk et al.
1974). The VAPA! program did not include
treatment directed solely at the central ner-
vous system. Cytosine arabinoside, however,
when administered by continuous infusion, has
been shown to pass readily through the blood
brain barrier, reaching cytotoxic concentra-
tions when administered in doses such as those
employed in the early and late intensification
plans (Ho and Frei 1971). This approach,
especially in the pediatric age group, will
require re-examination in the future, since 8 of
the 16 relapses in patients under age 18 have
occurred in the central nervous system.

A preliminary analysis of the VAPA!? expe-
rience suggests that age at presentation, sex, or
height of the initial white blood count up to
200,000/mm?> does not have prognostic signi-
ficance in terms of either remission induction
rate or remission duration. The duration of
complete remission was further uninfluenced
by the number of courses (i.e., whether a se-
cond induction treatment was begun on day
14) required to achieve a complete remission.
The remission induction rate may be slightly
reduced among patients having the acute
promyelocytic leukemia subtype (8/15), while
the relapse potential seems higher in patients
having acute monocytic leukemia (5/10).

These data are extremely encouraging and
indicate that intensive, sequential combination
chemotherapy given to patients with AML
who have achieved complete remission can
extend the median duration of that remission
for 2 years, prolong survival in these individu-
als for an indefinite period of time, and allow
a subsequent period of unmaintained remis-
sion in excess of an additional year. The
Kaplan-Meier plots (Figs. 3—-5) furthermore
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suggest that a plateau has been achieved
among patients who have remained in comple-
te remission for greater than 24 months,
making the likelihood of late relapse less and
raising the possibility of cure in a significant
number of such individuals. The only other
therapeutic modality that appears to achieve
a similar result for patients with AML is
intensive chemotherapy and total body irra-
diation followed by allogeneic bone marrow
transplantation when performed early during
the initial remission (Blume et al. 1980;
Powles et al. 1980; Thomas et al. 1979). This
approach, however, is limited to patients who
not only achieve a complete remission, but also
have a histocompatible sibling.

The VAPA!® experience suggests that
AML, even if it is a disease caused by an
abnormal bone marrow clone, can be suppres-
sed for extended periods of time by chemothe-
rapy alone in at least 33% of patients under
age 50. It will now be possible to examine
factors affecting durations of remission and to
design specific therapeutic strategies based on
these findings.
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Rational Approaches to the Treatment of Leukemia*

H.D. Preisler

A. Introduction

Advances in the treatment of acute myelocytic
leukemia (AML) have largely resulted from
empirical drug trials in man. Such trials have
led to the recognition of drug combinations
which produce remissions in more than one-
half of the patients who are under 70 years of
age (Yates et al. 1973; Preisler et al. 1977,
Rees et al. 1977; Jacquillat et al. 1976). While
intensive remission induction therapy will pro-
duce complete hematologic remissions in as
many as 75 % of the patients, large numbers of
leukemic cells must persist in the patients who
enter remission, since the disease recurs in the
majority of patients less than 1%2 years after
remission is induced. The selection of a treat-
ment regimen on the basis of the regimen
having produced a high remission rate in
a majority of patients (75 %, for example) also
mandates that this particular regimen is not
appropriate for the patients who do not enter
remission (25 %—45 % of patients). Clearly, for
this group of individuals the use of a different
treatment regimen would have been prefe-
rable.

In the Department of Medical Oncology at
Roswellj Park Memorial Institute we have
been approaching these problems on a two-
track basis. On the one hand we have continu-
ed to treat patients empirically using our
clinical observations to dictate our therapeutic
approach. To this end 3 years ago we initiated
a treatment program designed to deliver inten-
sive chemotherapy to patients already in re-
mission to reduce and perhaps ablate the

* This study was supported by U.S.P.H.S. Grants
CA-5834, CA-24162 and ACS Grant CH-168

leukemic cells remaining in patients who ente-
red complete remission (Preisler et al. 1980, to
be published a). At the same time we began to
study the factors which determined response to
therapy, so that we would be able to determine
in advance the appropriate chemotherapeutic
regimen for individual patients (Rustum and
Preisler 1979a; Preisler, to be published;
Preisler et al. 1979b). This paper represents
a progress report on our studies.

B. Empirical Clinical Studies

The therapeutic regimen (P970701) illustra-
ted in Fig. la has been used to treat all patients
of less than 70 years of age with AML since
June 1977 (Preisler et al., to be published a).
The regimen illustrated in Fig. 1b (P950501)
was used to treat patients between 1975 and
1977 (Preisler et al. 1979b). Table 1 compares
the remission induction efficacy of the two
regimens. Given the number of patients stu-
died, there is no significant difference in the
overall induction efficacy of the two regimens.
Figure 2 compares the duration of remission
for three groups of patients: those treated with
P950501, those treated with P970701, and
a subgroup of patients induced into remission
on P970701 but who did not receive the
consolidation or maintenance portions of
P970701 because their private physicians felt
that intensive postremission therapy was not
indicated. Comparison of the life table plots
for remission duration of the three groups of
patients demonstrates a highly statistically
significant (P<0.01) difference in remission
duration between patients induced and main-
tained on P970701 and those patients who
received the same remission induction regimen
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Table 1. Outcome of remis-

>50<70 sion induction therapy

Total =50
CR/TOT. P950501 24/36 (66%) 16/20 (80%)
P970701 52/73 (71%) 29/35 (83 %)

8/16 (50%)
24/38 (63%)

but who recieved more gentle maintenance
therapy (generally monthly 5-day courses of
cytosine arabinoside (ara C) and 6-thioguani-
ne, with or without BCG).

Comparison of remission durations of pa-
tients on P970701 and P950501 suggest that
the more intensive post-remission induction
regimen employed in P970701 resulted in:
areduction in the number of early relapses and
a longer median duration of remission with
a higher proportion of patients in remission
beyond the second year. These observations
suggest that early intensive consolidation che-
motherapy prolongs remission durations by
reducing the number of leukemic cells remai-
ning after remission induction therapy is admi-
nistered.

It should be noted that P970701 produced
severe toxicity with significant thrombocyto-
penia and granulocytopenia lasting for more
than one week’s time occurring after each
course of intensive chemotherapy administe-
red to patients in remission. The administra-
tion of cotrimoxazole to patients has prevented
the occurrence of infectious complications
(Preisler et al., to be published) and the
administration of platelet transfusions every
other day to patients whose platelet counts
were less than 20,000/ul has prevented he-
morrhagic complications.
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C. Prediction of Response to Therapy

The outcome of remission induction therapy is
determined by both the patients ability to
survive remission induction therapy (biologi-
cal fitness) and by the drug sensitivity of
a patient’s leukemic cells. Table 2 illustrates
the outcome of remission induction therapy
given different combinations of biological fit-
ness and drug sensitivity. Needless to say, this
construction presumes that adequate serum
levels of drug for an adequate duration are
achieved during therapy.

To evaluate the ability of an in vitro drug
sensitivity assay to predict in vivo drug respon-
siveness one must be careful to use the
outcome of remission induction therapy of
only those patients for whom one can assess
the in vivo response of leukemic cells to
therapy. Hence, patients who die early in the
course of therapy or who die during a period of
marrow hypoplasia must be considered to be
inevaluable, since in both cases it is not
possible to determine whether the patient
would have entered remission or whether
leukemic cells would have persisted or re-
grown shortly after marrow hypoplasia was
induced (Preisler 1978). For these reasons, we
consider complete remission to be indicative of
in vivo drug sensitivity and either persistence

970701
— —— 970701 NC

950501

Fig. 2. Remission duration
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50 curves. NC, same induction as
P 970701 but gentle mainte-
nance therapy
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Table 2. The outcome of re-
mission induction therapy gi-
ven different combinations of

biological fitness and drug
sensitivity

Biologically Drug Outcome

fitr - sensitivity

yes yes Complete remission

yes no Persistent leukemia

no yes Death early in therapy or while
hypoplastic

no no Death early in therapy with

persistent leukemia

2 Ability to survive the effects of intensive remission induction therapy.

of leukemia despite therapy or the regrowth of
leukemic cells subsequent to a period of
marrow hypoplasia to be indicative operatio-
nally of drug resistant disease.

Figure 3 illustrates the method we have
employed to determine the sensitivity of leu-
kemic cells to ara C and daunorubicin, and
4 illustrates the relationship between in vitro
sensitivity and the outcome of remission induc-
tion therapy with these two agents. There is
a clear-cut and highly statistically significant
relationship between the percent age of clono-
genic leukemic cells killed by ara C and DNR
and in vivo response to therapy (Preisler 1980,
to be published).

CRITERIA FOR EVALUATION OF PTS. FOR RELATIONSHIP

IN IN VITRO vs, IN VIVO TREATMENT

i VIV v

1, DRUG SENSITIVE DISEASE = COMPLETE REMISSION
2. RESISTANT DISEASE

A. PERSISTANT MARROW LEUKEMIA DESPITE
CHEMO RX

B, RX PRODUCES MARROW HYPOCELL. BUT ON
REGEN., LEUK. CELLS RETURN

3. INEVALUABLE
A, PATIENTS WHO DIE EARLY IN COURSE OF RX
B, PATIENTS WHO DIE WHILE APLASTIC
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D. Comments

Despite recent significant increases in the
percentage of complete remissions induced by
aggressive remission induction therapy, a sig-
nificant proportion of patients still fail to enter
remission and the majority of patients fail to
survive for prolonged periods of time. Empiri-
cal approaches to this problem will include the
administration of still more intensive remission
induction regimens so that patients with disea-
se resistant to currently employed regimens
might be induced into remission. More aggres-
sive regimens will, however, result in greater
toxicity and in more toxic deaths, deaths which
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may counterbalance the potential benefits of
the more aggressive regimens. The develop-
ment of reliable in vitro drug sensitivity assays
would permit the use of remission induction
regimens tailored to each patient and, hence,
will simplify remission induction therapy, since
ineffective drugs will be recognized and will
not be administered on the chance basis that
they will be therapeutically efficacious.

Until the reliability of in vitro drug sensitivi-
ty tests in confirmed, treatment regimens
based upon empirical clinical observations will
continue to be the main vehicle for improve-
ment in the outlook for patients with AML. It
is intuitively clear that intensive remission
consolidation regimens appear to be the next
step in the evolution of clinical protocols. Since
our P970701 appears to have produced promi-
sing results, the next phase in our studies will
be the administration of a greater number of
courses of intensive consolidation therapy
employing a greater variety of drugs.
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Treatment of Early Acute Nonlymphatic Leukemia with Low Dose

Cytosine Arabinoside

W. C. Moloney and D. S. Rosenthal

Successful induction of remissions in adults
with acute nonlymphatic leukemia (ANLL)
requires the use of high dose aggressive che-
motherapy which is not well tolerated by older
adults and few remissions are obtained in
patients with ANLL secondary to refractory
anemia and other disorders (Moloney and
Rosenthal, to be published) For years investi-
gators have attempted to discover methods of
producing remissions by inducing leukemic
cells to differentiate and recently Sachs (1978)
has pointed out that a number of agents were
capable of inducing maturation in leukemic
mouse myeloblasts. Among the chemical com-
pounds investigated was cytosine arabinoside
(Ara-C) an antimetabolite extensively used in
high dosage for treatment of ANLL. Based on
these experimental findings Baccarani and
Tura (1979) treated a patient with refractory
anemia and excess myeloblasts in the marrow
with a short course of low dose Ara-C and
obtained an excellent clinical and hematologi-
cal improvement with partial bone marrow
remission. Encouraged by this report we have
treated two patients with early ANLL and
seven patients with RDA-ANLL with low
dose Ara-C. Observations on these cases and
preliminary findings on the effect of low dose
Ara-C on leukemic cells cultured in diffusion
chambers are presented in this paper.

v O

A. Methods and Materials

Patients were followed and laboratory studies car-
ried out in the Hematology Division of Peter Bent
Brigham Hospital. Bone marrow biopsies and aspi-
rates were carried out initially and repeated during
the course of the disease. Blood and marrow smears
were stained with Wright Giemsa and histochemical

methods included those for leucocyte alkaline phos-
phatase and peroxidase activity; iron stains were
carried out routinely on all marrow specimens. Bone
marrow cells were cultured in diffusion chambers
(DC) implanted in the abdominal cavities of pre-
viously irradiated rats. Details of this method have
previously been published (Greenberger etal. 1977,
1978). For studies on the effect of low dose Ara-C,
host animals were treated by subcutaneous injec-
tions daily for 21 days with 0.1 mg Ara-C per
kilogram.

B. Clinical Results

Two patients with early de novo ANLL were
treated with low dose Ara-C and achieved
complete remission.

Case 1 (E.E.): This 78-year-old male had
a 6 month history of myalgia and developed
progressively severe fever, night sweats, and
pain in the back, and chest. There was no
hepatosplenomegaly and blood studies were
within normal limits except for a rapid E.S.R.
As part of a diagnostic work-up a bone marrow
biopsy and aspirate were carried out and
revealed a hypercellular but variable cell
population; some areas were relatively normal
but elsewhere sheets of myeloblasts, some
containing Auer rods, were present. Treatment
with Ara-C 0.8 mg per kilogram (50 mg) s.c.
was carried out for 20 days. After one week the
patient improved, fever, night sweats and pain
ceased and after an initial moderate fall the
platelets, WBC, and hematocrit rose to normal
levels (Fig. 1). He has been maintained for
over 6 months in hematological remission with
monthly 5 day courses of Ara-C 0.4 mg daily
s.c. Following remission bone marrow aspira-
tions have revealed M1 marrows.
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Fig. 1. Treatment of early AML with low dose Ara-C (Patient E.E.)

Case 2 (F.A.): This 43-year-old, previously
well female developed over a 4 week period
progressive weight loss, fever, and severe
generalized intermittent bone pain. There
were no positive physical findings except
marked sternal tenderness. Blood studies were
unremarkable except for a mild degree of
anemia and a rapid E.S.R. A bone scan,
carried out to detect possible metastatic can-
cer, showed abnormal uptake in the ribs,
pelvis, and long bones. Marrow aspirate and
biopsy were performed and revealed hypercel-
lularity with a variable picture. In some areas
there were sheets of myeloblasts with Auer
rods noted in some cells; elsewhere the mar-
row was hypercellular with a shift to the left,
but myeloblasts were absent. The patient
experienced increased bone pain which requi-
red narcotics for relief. She was started on
Ara-C 1 mg per kilogram (50 mg) dailys.c. and

this was continued for 21 days. Bone pain
markedly decreased after the first week of
therapy and she gained weight and strength.
A moderate fall in hematocrit, WBC, and
platelets developed after 21 days of therapy,
but following cessation of Ara-C there was
a rapid rise in platelets followed by a slower
increase in WBC and hematocrit to normal
levels. A marrow aspirate taken two months
after Ara-C was started showed an M1 mar-
row. The patient has regained full activities,
gained 20 pounds, and is now in her 4th month
of remission. Maintenance therapy consists of
Ara-C 50 mg daily s.c. for five days each month
(Fig. 2).

In addition to the cases of early ANLL seven
other patients have been treated; three side-
roblastic RDA-ANLL cases failed to respond
to several courses of low dose Ara-C and four
patients with RDA-ANLL have been started

Table 1. Results of Low Dose

Category Total Complete Failure Early Alive Dead Ara-C Therapy
Cases remission

Early ANLL 2 2 0 0 2 0

Sideroblastic

RDA-ANLL 5 0 3 2 4 1

Nonsideroblastic

RDA-ANLL 2 0 0 2 2 0

Total 9 2 3 4 8 1
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Fig. 2. Treatment of early AML
with low dose Ara-C (Patient
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on therapy but it is too early to evaluate results
in these cases. (See Table 1).

C. Results of diffusion Chamber Studies

Studies have been carried out over the past
5 years on the proliferation and maturation of
marrow cells from patients with RDA, leuke-
mia, and other disorders. Cells from young
normal marrow donors mature and fail to
proliferate; in older patients cells mature and
frequently a marked lymphocytosis develops
(Fig. 3). Studies on patients with RDA, early
ANLL, and de novo ANLL showed that cells
(1) failed to proliferate or (2) grew and
matured at least to promyelocytesin all but 9%
of 117 cases.

Observations of the effect of low dose
Ara-C on growth and maturation of marrow
cells were carried out by treating host rats with
0.1 mg per kilogram Ara-C daily s.c. for 21
days. The pretreatment marrow cells of patient
F.A. with early ANLL showed a striking
neutrophilocytosis on day 5 followed by an
intense lymphocytosis from days 8—14. In the
untreated control cultures a similar but less
intense cellular response occurred (Fig. 4). In

Mar I Apr

F.A.)

four cases of RDA-ANLL and one nonleuke-
mic RDA an effect on maturation by low dose
Ara-C was noted in two instances but was
equivocal in three other patients. In one case of
de novo ANLL myeloblasts proliferated acti-
vely and neither growth nor maturation was
influenced by Ara-C.

D. Discussion

The successful results of low dose Ara-C
therapy in two cases of early ANLL may be
unique since in both cases the disease was
discovered incidentally and the marrows were
only partially replaced with blasts. The early
stage of ANLL is more commonly encounte--
red in cases of RDA “going over’” to ANLL.
Since these elderly patients have little hope of
achieving remissions with present day aggres-
sive chemotherapy, low dose Ara-C might
offer an alternative form of therapy at least in
some cases. Unfortunately our first three
patients with sideroblastic RDA-ANLL failed
to obtain remissions with low dose Ara-C and
the results in four additional cases, recently
started on therapy, are unavailable. However,
further clinical trials should be carried out not
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Fig. 3. Diffusion culture of bone marrow cells from
11 older adults

only with low dose Ara-C but with other
antileukemic agents investigated by Sachs
(1978).

It is well established that leukemic cells will
differentiate in DC cultures (Hoelzer et al.
1979). Our preliminary experiments indicate
that low dose Ara-C may enhance differentia-
tion of leukemic cells in some cases of ANLL.

DC culture studies may prove useful in selec-
ting candidates for low dose Ara-C therapy
and more importantly may provide a method
of investigating the fundamental problems of
growth and differentiation of leukemic myelo-
blasts in man.
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A Phase I Study of Human Lymphoblastoid Interferon in Patients with

Hematological Malignancies

A.Rohatiner, F. Balkwill, J. S. Malpas, and T. A. Lister

A. Introduction

Objective responses to leukocyte Interferon
have now been demonstrated in acute lympho-
blastic leukaemia (Hill et al. 1980), chronic
lymphocytic leukaemia (Gutterman et al
1979), myeloma (Mellsted et al. 1979; Ide-
strom et al. 1979; Osserman and Sherman
1980) and non-Hodgkin’s lymphoma (NHL)
(Gutterman et al. 1979; Merigan et al. 1978).
In 1977 Balkwill and Oliver demonstrated an
in vitro cytostatic effect on myeloblasts using
human lymphoblastoid interferon (HLBI)
(Balkwill and Oliver 1977). This prompted us
to undertake a Phase I study of HLBI in
patients with acute myeloblastic leukaemia
(AML), which is currently in progress. The
preliminary results form the basis of this
report.

B. Aims

The aims of the study are the following:

1. To determine the maximum tolerated dose
of HLBI when given by continuous intrave-
nous infusion;

2. To establish the toxic effects of HLBI given
by infusion;

3. To study the pharmacokinetics of HLBI
given by intravenous infusion; and

4. To compare the in vitro and in vivo effects of
known levels of HLBI in patients with
AML.

C. Patients and Methods

Details of the patients studied and the doses admini-
stered are shown in Tables 1 and 2.

Table 1. Phase I study of HLBI. Clinical details of 13
patients

Diagnosis No. of patients
AML 10
NHL - Follicular 1
Myeloma 1
CLL 1
Total 13

Table 2. Phase I study of HLBI. Dosage and
scheduling

Patient HLBIdose No. of days
(Megaunits/m?)
1 5 Intravenous
bolus X 1
2 5 Intravenous
bolus X2
3 3.7 Infusion X §
4-7 5 Infusion X 5
8-10 7.5 Infusion x5
11-13 10 Infusion X5
D. Results

1. Clinical Toxicity

All patients complained of general malaise and
anorexia, and all became pyrexial between
2 and 24 h after administration of HLBI. Four
patients complained of rigors, 3 of headaches
and 1 of joint pains. Patient 2 experienced
a hypotensive episode after the second injec-
tion of HLBI.
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II. Haematological and Biochemical Toxicity

All patients had bone marrow infiltration
rendering interpretation of the blood count
extremely difficult. In patients with AML,
there was a fall in haemoglobin and platelet
counts compatible with advancing disease.
There was no evidence of renal impairment
and liver function tests remained normal
throughout.

D. Pharmacokinetic Study

L Interferon Assay

Interferon activity in serum was measured by
reduction of RNA synthesis in V3 cells chal-
lenged with Semliki forest virus. Background
levels of 10 units/ml were found in pre-treat-
ment sera. Serum interferon levels attained by
intravenous injection and infusion are shown
in Figures 1, 2 and 3.

E. In Vitro Study

In patients with AML, bone marrow blasts
and, where possible, peripheral blood myelo-
blasts were cultured using a microculture
technique with HLLBI at concentrations of 10,
102, 103 and 10* units/ml. Growth was asses-
sed by uptake of tritiated thymidine and viable
cell counts after 3 days of culture. The degree
of growth inhibition with various concentra-
tions of HLLBI is shown in Table 3.

Interferon decreased cell survival and inhi-
bited uptake of tritiated thymidine at concen-
trations greater than 10 units/ml. Growth
inhibition was dose dependant. There was no
difference in sensitivity between bone marrow
and peripheral blood blasts.

F. Conclusions

The symptoms observed are similar to those
reported with leukocyte interferon when given
intramuscularly. Up to 10 X 106 units/m? daily
can be given intravenously, but to avoid
toxicity and in order to achieve consistent
levels intravenous HLBI should be given by
continuous infusion.

After intravenous injection of HLBI, high
peak levels are achieved at 30 min, but
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interferon is rapidly cleared in the first h after
injection. When given by continuous intrave-
nous infusion, interferon levels increase over
72 h and then remain elevated. Continuous
infusion is therefore an appropriate mode of
administration for thrombocytopenic patients.

The results of the in vitro study confirm the
cell growth inhibitory affects of HLBI on
human myeloblasts. The degree of growth
inhibition is dose dependant. However, the
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concentrations of interferon that resulted in The study continues —itis planned to further
50% inhibiton of growth in vitro were 3—10 escalate the daily dose and duration of infu-
times higher than the serum levels attained. sions up to a maximum of 30 days. Administra-
With possible further escalation of the dose, tion of HLBI by subcutaneous injection will
levels of 10? units/ml may be attainable. also be investigated.

Table 3. The effect of interfe-

Interferon concentrations (units/ml) ron on cell growth and thymi-

dine uptake in bone marrow
10 102 10° 10¢ and peripheral blood myelo-

blasts

% Reduction of control cell numbers

Median 5.7 19.1 41.5 61.6

Range 0-18.3 2.5-38.0 8.4-60.3 28.2-84

% Reduction of thymidine incorporation

Median 10.4 22.8 39.8 51.3

Range 0-33.2 2.4-38.1 12.9-59.1 28.8-69
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Methods and Clinical Relevance of Terminal Deoxynucleotidyl
Transferase Determination in Leukemic Cells*

R. Mertelsmann, M. A. S. Moore and B. Clarkson

A. Summary

Terminal deoxynucleotidy! transferase (TdT)
is a unique DNA polymerase which is only
found in immature cells of lymphoid lineage
(pre-T/pre-B). Because of this restricted di-
stribution of TdT, biochemical and immuno-
fluorescence techniques have been employed
to determine the distribution of TdT phenoty-
pes in human leukemias and lymphomas,
showing high levels of TdT in ~.95% of acute
lymphoblastic leukemia (ALL) and lympho-
blastic lymphoma (LBL), ~.50% of patients
with acute undifferentiated leukemia (AUL),
~.10% of patients with acute nonlymphobla-
stic leukemia (ANLL), and ~.30% of patients
with chronic myeloid leukemia (CML) and
other myeloproliferative (MPS) or myelodys-
plastic (MDS) syndromes in blast crisis. High
levels of TdT activity are associated with
a clinical response to remission inducing thera-
py with vincristine and prednisone in a high
proportion of patients (50%—-90%), irrespec-
tive of clinical and morphologic diagnosis.
Preliminary studies furthermore suggest that
TdT might serve as a sensitive indicator of
subclinical disease in ALL in complete remis-
sion.

B. Introduction

Terminal deoxynucleotidyl transferase is a un-
ique DNA polymerase which adds deoyribo-
nucleotides onto an appropriate primer mole-

* Supported by Grant Number CA-20194 awarded
by the National Cancer Institute, U.S. Dept. of
Health, Education, and Welfare, and by the Gar
Reichman Foundation
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cule in the absence of any directing template
polynucleotide (Bollum 1979). Under physio-
logic conditions TdT is restricted to thymocy-
tes and to a subpopulation of bone marrow
lymphocytes which exhibit characteristics of
immature T (Incefy et al. 1980; Silverstone et
al. 1976) or B cells (Janossy et al. 1979, 1980;
Vogler et al. 1978). All other cell types,
including myeloid, erythroid, and putative
pluripotent stem cells, do not exhibit detecta-
ble TdT activity (Mertelsmann et al. 1979a).
Because of the restricted distribution to early
developmental stages of lymphocytes, which
loose TdT activity during final maturation into
circulating cells, it has been speculated that
TdT might play a role in the generation of
immunologic diversity (Bollum 1979). Figure
1 depicts a schematic model of human hemato-
poiesis and the cell types to which TdT appears
restricted under physiologic conditions.

Since the first report by Kung et al. (1978)
about high levels of TdT in ALL, this enzyme
has been widely employed in the phenotypic
analysis of hemopoietic neoplasias (Bollum
1979; Donlon et al. 1977 ; Gordonetal. 1978;
Janossy et al. 1980; Kungetal. 1978; Mertels-
mann et al. 1978a,b, 1979a,b, 1981 ; Modak et
al. 1980; Sarin et al. 1976; Vogler et al. 1978).
This report reviews current technologies for
demonstration of TdT and its significance in
the clinical and pathophysiologic evaluation of
human leukemias and lymphomas.

C. Techniques for Demonstration of TdT

Several biochemical methods have been deve-
loped to quantitate TdT activity in human
tissues, yielding qualitatively similar results. In
order to be able to study routinely obtained
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blood (~.5 ml) and marrow specimen (~.1 ml),
we have recently developed a biochemical
microassay which is highly sensitive and speci-
fic for TdT in human blood cells (Modak et al.
1980).

Bollum (1979) and Kung et al. (1978)
reported the successful preparation of specific
antisera against homogeneous calf thymus
TdT, which recently also have become com-
mercially available, including a monoclonal
anti-calf thymus TdT antibody (BRL Bioche-
micals, Bethesda, Md). Using anti-TdT anti-
body and indirect immunofluorescence, TdT

Table 1. TDT activities in acute leukemias and in
lymphomas. Total No. studied: 1000

Clinical % TdT+

diagnosis

Acute leukemias
ALL

non-T, non-B

T

pre-B

B

ANLL

AUL

o 00 \©O
S W0 A

9]
W o O

Lymphomas

LBL 9
Burkitt’s

DPDL

DHL, DML

NPDL, NML, NHL

DWDL (CLL)

Hodgkin’s

IBLA

OO OOWO O™

human hematopoiesis

in bone marrow cells appears predominantly in
the nucleus, while thymocytes reveal predomi-
nantly cytoplasmic fluorescence (Bollum
1979). However, more sophisticated fixation
techniques preserving cellular ultrastructure
are required for the definitive subcellular
localization of TdT (Steinmann et al. 1981).
Newer techniques for analysis of TdT distribu-
tion in human blood cells include application
of flow cytometry (unpublished work) and of
metabolic labeling techniques for quantitation
of newly synthesized TdT molecules in a given
cell suspension (unpublished work). All tech-
niques for demonstration of TdT have yielded
almost identical results regarding the distribu-
tion of TdT in hemopoietic tissues and neopla-
sias. All observations will therefore be revie-
wed together, without further reference to the
particular techniques employed.

D. Distribution of TdT in Human
Leukemias and Lymphomas

1. Acute Leukemias

In acute leukemias (Table 1) the highest levels
of TdT activity are found in ~.95 % of “non-T,
non-B” and T cell ALL. ALL of the TdT
negative [TdT(—)] T cell type probably repre-
sents leukemic or lymphomatous proliferation
of a more mature T cell, while the exact
phenotype and physiologic equivalent of TdT-
negative non-T, non-B ALL remains to be
determined (Mertelsmann et al. 1979a). Re-
cently, a previously unrecognized ALL pheno-
type exhibiting intracytoplasmic u chains
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(“pre-B” phenotype) has been described
which was found to be associated with high
levels of TdT in ~.80% (Janossy et al. 1980;
Vogler et al. 1978). The absolute level of TdT
in ALL lymphoblasts has not been found to
correlate with clinical features or prognosis.
Most leukemias exhibiting high levels of TdT
activity appear to be sensitive to vincristine
and prednisone, including the TdT(+)
“non-B, non-T”, “T”, and the “pre-B” phe-
notypes (Janossy et al. 1980; Vogler et al.
1978).

Elevated levels of TdT have also been
observed in some patients with ANLL (Bollum
1979; Gordon et al. 1978 ; Mertelsmann et al.
1978a, 1979a). In our own cases with 10%
overall incidence of TdT(+) phenotypes in
300 cases of ANLL (unpublished), more
extensive phenotypic analysis revealed eviden-
ce of involvement of more than one cell lineage
in the leukemic process in approximately
one-half of these TdT(+) ANLL cases, lea-
ding to the concept of bi- or polyphenotypic
leukemias (Mertelsmann et al. 1978a, 1979a)
(Fig. 2). In other TdT(+) cases mostly carry-
ing a diagnosis of AUL with equivocal mor-
phology and cytochemistry only the TdT assay
allowed cell type identification (Gordon et al.
1978). The exact phenotype can sometimes
not be determined even when employing
multiple marker techniques including TdT
assays and could represent ‘‘nonlymphoid,
nonmyeloid”’ stem cells, e.g., early megaka-
ryoblasts and erythroblasts, which require even
more sophisticated techniques for diagnosis
(Mertelsmann et al. 1979a,b). Recently, we
have been able to show correlation between

Type A
monophenotypic

Type B
biphenotypic

uncommitted
stem cells

committed
stem cells

GleJeleliy-fo] 1o

X leukemic celi compartment

1,2,3,4 = anyone of the 4 major hematopoietic cell lineages

Fig. 2. Hypothetical pathogenetic types of human
leukemia
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elevated TdT activity and production of T cell
growth factor (TCGF, Interleukin 2), sugge-
sting a specific common regulatory abnormali-
ty in all TdT(+ ) human leukemias irrespective
of clinical diagnosis (Mertelsmann et al. 1981).

II. Myelodysplastic and Myeloproliferative
Syndromes

All myeloproliferative syndromes (MPS: P.
vera, CML) and myelodysplastic syndromes
(MDS: RAEB, CMMOL) were found to be
TdT(—) during the chronic phase of their
disease, while approximately 30% of blast
phase CML and 15% of other MDS and MPS
terminating in acute leukemia were found to
exhibit high levels of TdT activity (Table 2). It
is of clinical significance that the majority of
TdT(+) acute leukemias preceded by MPS or
MDS have also responded to therapy with
vincristine and prednisone (data not shown,
see Mertelsmann et al. 1979b).

The phenotype in MDS and MPS in blast
phase appears to be labile with changes in the

Table 2. TdT activities in myeloproliferative (MPS),
myelodysplastic (MDS), and lymphoproliferative
(LPS) syndromes. Total No. studies: 300

Clinical % TdT +
diagnosis

MDS/MPS chronic phase

CML 0
CMMOL 0
RAEB 0
Aplastic anemia 0
MDS/MPS acute phase

CML 30
CMMOL 10
RAEB 10
P. vera 30
Aplastic anemia 10
LPS

CLL

-B 0
-T 10
Prolymphocytic leukemia 0
Hairy cell leukemia 0
LSA-leukemia 0
Mycosis f., Sezary’s s. 5
Multiple myeloma 0
Waldenstroem’s mg 0
Cold agglutinin s. 0




predominant cell type occurring either sponta-
neously or after therapy, while this appears to
be more unusual in de novo ALL or ANLL
(unpublished work).

II1. Lymphoproliferative Disorders

Recent studies by Donlon et al. (1977), Kung
et al. (1978), and ourselves (Mertelsmann et
al. 1978b, 1979a) have demonstrated the
clinical significance of TdT determinations in
patients with non-Hodgkin’s lymphoma (Table
1). In patients with lymphoblastic lymphomas
of the T and ““null” cell type high levels of TdT
were observed as seen in ALL. Because
a definitive histologic diagnosis is sometimes
difficult to make in this group of patients we
have often found TdT determinations provi-
ding important diagnostic information. Lym-
phoproliferative diseases of the mature T and
B cell type have been found to be TdT(—)
(Table 1). Although diffuse histiocytic lym-
phomas, which are diagnosed on the basis of
the presence of large cells resembling histiocy-
tes, generally represent B-cell proliferations,
a few cases of “true” histiocytic lymphomas
with cells exhibiting phagocytic properties
and more recently lymphomas of the null cell
type have been described which exhibited high
levels of TdT in involved tissue (Gordon et al.
1978 ; Mertelsmann et al. 1978b). Although it
is too early to determine the significance of
these marker studies for the response to
therapy and long-term prognosis in this group
of patients, all patients with lymphoid neopla-
sias with high levels of TdT studied by us had
a characteristic clinical course resembling that
of ALL.

IV. TdT Determinations in the Monitoring of
Disease Activity in TdT+ Neoplasia

We have reported significantly elevated TdT
levels in ALL bone marrow in complete
remission on and off therapy as compared to
normal controls (Mertelsmann et al. 1978b).
The TdT levels characteristically fluctuated,
which could not be explained by technical
problems or chemotherapy. A preliminary
analysis of our own data suggests an increased
risk of relapse in patients with persistently
elevated TdT values in CR. The clinical and
biologic significance of elevated TdT levels in
ALL in patients in long-term remission off
chemotherapy remains to be analyzed; if

indicative of residual disease, this observation
would be important for the understanding of
the pathophysiology of leukemias and for the
design of therapeutic strategies.

E. Conclusion

From our own studies and work by published
others it appears that determination of TdT
activity and definition of cell phenotypes in
hematopoietic malignancies are useful tools
for the classification of these disorders and
have significant prognostic, clinical, and pa-
thogenetic implications. Although several
questions still remain unsolved, this compre-
hensive approach, when correlated with clini-
cal presentation and conventional morpholo-
gy, might help the physician by providing
objective diagnostic criteria for prognostic
subgroups unidentifiable by conventional me-
thods. Furthermore, this approach will help to
understand the underlying pathogenetic pro-
cesses leading to the clinical syndromes of
human leukemias and lymphomas.
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Quantitation of Chemotherapy-Induced Cytoreductionin A cute

Leukemia*

W. Hiddemann, M. Andreeff, and B. D. Clarkson

A. Introduction

In acute leukemia response to chemotherapy is
usually assessed by relative changes of the
percentage of leukemic blasts on bone marrow
smears. In contrast to quantitative evaluations
of cell numbers in peripheral blood which yield
a high accuracy, especially since the introduc-
tion of electronic equipment, similar approa-
ches have not been available for bone marrow
aspirates due to its variable cell and volume
composition of blood and bone marrow (bm).

We here report first results of a newly
developed technique which allows one to
accurately quantify the absolute number of
cells per mm? bm. This parameter was used to
measure treatment-induced cytoreduction ra-
tes during induction therapy of acute non-lym-
phocytic leukemia (ANLL) and was also app-
lied to a phase II study of high dose thymidine
(TdR) therapy in end stage acute leukemias
and lymphomas.

B. Materials and Methods

The principle of the method is as follows: Cell kinetic
differences between pure bm obtained by Jamshidi
biopsy and bm aspirate and blood as measured by
flow cytometry (Andreeff et al, 1980; Traganos et al.
1977) are used to identify the proportion of contami-
nating blood cellsin bm aspirates, which subsequent-
ly permits one to calculate the remaining proportion
of pure bm cells per mm? aspirate. Blood volume
contamination is determined by the ratio of red cell
hematocrits in aspirate and blood, as distribution
studies of radioactive labeled erythrocytes have
shown that mature red cells circulate exclusively

* Supported by grants DFG Hi 288/, ACS-CH
154, NCI-CA 05826

intravascularly and are not present in pure bm tissue
(Fauci 1975; Donohue et al. 1958 ; Holdrinet et al.
1980). The red cell hematocrit in bm aspirates,
therefore, represents the admixed peripheral blood
volume. Combining the two described procedures,
pure bm volume and bm cell number are determined
from bm aspirates, and thus the absolute number of
bm cells per mm?® bm volume becomes quantifiable.
The additional evaluation of the proportion of
leukemic cells on biopsy cytospin preparations
provides the means to determine the number of
leukemic bm cells per mm® bm (Hiddemann et al.
1980).

Leukemic cell number per mm? bm was measured
prior to and at the 2nd and 5th day of induction
therapy for ANLL in ten previously untreated
patients. The induction regimen consisted of dauno-
rubicin 60 mg/m? per day on days 1, 2, and 3 and
cytosine arabinoside started with an initial loading
dose of 25 mg IV, followed by a S day infusion of 200
mg/m? per day and 6-thioguanine 200 mg/m? per
day orally administered from days 1 to 5 (Arlinetal.
1979). In four patients with end stage acute leuke-
mias and non-Hodgkin lymphomas, therapy induced
cytoreduction was monitored during clinical phase I
evaluation of high dose TdR. TdR was administered
by continuous infusion over 18 to 28 days in a dose of
140 to 240 g/m? per day (Blumenreich et al. 1980).

C. Results

I. Induction therapy of ANLL

In nine of the ten patients a total cell kill of 2.0
to 3.9 log!® of leukemic bm cells was measured
during the 5 days of therapy as shown by the
examples in Fig. 1. In all nine patients less than
5% blasts were found on bm examinations
1 week after completion of chemotherapy. Six
of the nine patients subsequently went into
complete remission (CR), two died in bm
aplasia, and one developed an early relapse

73



e mekce Li1a
protocol

blasts / mm°

5>5° blasts

< 5% blasts

Fig. 1. Treatment-induced blast cell re-
duction in the bone marrow during in-
duction therapy in five patients with
ANLL. Open and solid stars represent
cytoreduction rates in one patient who
received two identical courses of the

4 weeks after completion of the first induction
course. In one patient leukemic cell mass in the
bm was only reduced by 1.4 log!® during
induction therapy and posttreatment bm exa-
mination still showed 60% leukemic blasts.
A second course of the identical regimen
resulted in a similar cytoreduction of 1.7 log!?
and 40% blasts were found on posttreatment
bm examination. The cytoreduction rates of
this patient are represented by the two upper
curves in Fig. 1.

I1. High Dose TdR

For three of the four patients cell kill rates of
0.17, 0.13, and 0.13 log!® per day were
measured and all three achieved bm aplasia as
documented by bm biopsy. The one patient
who was treated over a period of 28 days
achieved a total reduction in the leukemic bm
cell mass of 3.6 log!® and went into CR. The
fourth patient did not respond to TdR as
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induction regimen

judged by morphologic examination of bm
aspirates and biopsies, and a total blast cell
reduction of only 0.9 log!'? (0.05 log!®/d) was
found after 25 days of TdR therapy.

D. Discussion

Quantitation of chemotherapy-induced cyto-
reduction by monitoring the absolute number
of leukemic cells per mm3 bm provides a new
quantitative determinant to evaluate treat-
ment efficacy in acute leukemia. This parame-
ter complements and facilitates clinical trials
with new drugs such as high dose TdR, as the
sensitivity of leukemic cells to the applied
therapy is quantifiable in vivo and after short
periods of drug exposure, which allows one to
detect response or nonresponse at an early
stage of treatment.

For induction therapy of ANLL quantita-
tion of therapeutic response not only permits
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Fig. 2. Treatment-induced blast cell reduction in the bone marrow during high dose Thymidine therapy.
Dotted lines represent cytoreduction rates after the end of TdR infusion

one to discriminate responders and nonre-
sponders. The present data indicate that even
in the group of responders different blast cell
reduction rates were achieved. They ranged
from a total of 2.0 to 3.9 log!® during the 5 day
treatment period, suggesting that different
amounts of residual leukemic cells may remain
after therapy within a group of patients who all
fulfill the hematologic criteria for a complete
bm response. Quantitation of therapeutic re-
sponse may therefore result in a quantitative
assessment of remission status which may
become a determining prognostic factor for
remission duration, especially since increasing
evidence suggests that maintenance chemo-
therapy has a minor or even no effect on the
duration of complete remission (Lewis et al.
1976; Omura et al. 1977; Sauter et al. 1980;
Vaughan et al. 1980).
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Intensive Therapy and Prognostic Factors in Acute Lymphoblastic

Leukemia of Childhood:CCG 141

A report from Childrens Cancer Study Group*

D.R. Miller, S. Leikin, V. Albo, H. Sather, M. Karon, and D. Hammond

A. Introduction

Studies reported by CCSG (Miller et al. 1974;
Robison et al. 1980), other cooperative groups
(George et al. 1973), and independent pedia-
tric cancer centers (Simone 1976) have clearly
indicated that front-end prognostic factors can
be as important, or more important, than the
therapy itself in determining the results of
a modern clinical trial in previously untreated
children with acute lymphoblastic leukemia
(ALL). This effect becomes even more pro-
nounced as the majority of patients are survi-
ving free of disease for 5 or more years.
Definitive results of clinical trials may require
5 to 7 years of follow up to determine the
optimal duration of therapy or even longer to
determine the rate of long-term survival.

Treatment strategies using multiple-drug
induction and maintenance therapy, central
nervous system (CNS) prophylaxis, and inten-
sive supportive care have resulted in complete
remission rates of 90%-95% or greater and
disease-free survival of 5 years or more in
50%—-60% of all patients. Because treatment
interacts with host and disease, this study,
CCG 141, was launched in 1975 to evaluate
prognostic factors that influence induction
rate, duration of complete continuous remis-
sion (CCR), and survival and to identify
subsets of patients with a high risk of early
failure or with a particularly favorable progno-
sis. The efficacy of more intensive induction
and maintenance therapy was evaluated in
patients with a poor prognosis based upon
initial white blood cell (WBC) count.

* Principal investigators of CCSG and their grant
support are listed in the acknowledgments

The purpose of this report is to present the
results of the treatment regimens and to
redefine prognostic groups based upon the
prospective evaluation of front-end factors.

B. Materials and Methods

I. Patients

Previously untreated children under 20 years of age
were eligible for this study. Informed consent in
accordance with institutional policies approved by
the U.S. Department of Health, Education, and
Welfare was obtained prior to entry on study.
Criteria for response to therapy and status of disease
were those used by the Childrens Cancer Study
Group (CCSG). Remission status of the bone
marrow was determined by the per cent of blasts
(<5%=M,, 6%-25%=M,, >25%=M,). The
prognostic groups, i.e., “low risk,” ‘“‘average risk,”
and ‘“‘poor risk,” are defined by age and WBC at
diagnosis as presented by Nesbit et al. (1979) and
currently in use by CCSG.

II. Special Determinations

Stained and unstained bone marrow slides or cover
slips were evaluated using a modification of the
FAB classification (Bennett et al. 1976; Miller et
al., to be published). Quantitative immunoglobulins
G, A, and M were performed by the methods of
Fahey and McKelvey (1965).

III. Therapy Regimens

The study schema is presented in Fig. 1, and the
dosage schedule in the treatment regimens is listed in
Table 1. Patients were assigned to two treatment
groups i.e. the “low” (initial institutional WBC less
than 20 X 10%/1) (LR,) or “high” group (initial WBC
equal to or greater than 20 X 10%/1, and/or mediasti-
nal widening on chest PA; and lateral, Bucky films
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CHILDRENS CANCER STUDY GROUP
SCHEMA CCG-18)
PROGNOSTIC FACTORS ALL/AUL

Phase | Phose I Phase I Phase 1V Phase V Phase VI
INDUCTION CNS Rx MAINTENANCE | MAINTENANCE H MAINTENANCE NI OBSERVATION
Day T 1o 28 or 42 to 27 or J months to 12 months to 36 months to 60 months
from completion from completion
of CNS therapy of CNS therapy
PDN
"Low" REG ! PON M, VCR
VCR -l or MTX (IT)
“LOW GROUP” L-asp M, 6-MP
wBC < 20,000 Cronial XRT DEATH
And no 2400r*
Mediastinal
widening M3
"High" REG | PON M' Cl()::
VCR o MTX (IT) REG A |0
R L-osp M, 6-MP+ R No Rx F
A Croniol XRT A F
N 2400r* MTX N REG B
D D —
0. 0 PDN No Rx S
M M VCR 1
! I L-asp
y4 Y4 V]
E E REG C
"HIGH GROUP* PR -1 0
wecC > 20,000 MTX Y
ond/or "High® REG 2 PON M
Mediastinal VCR !
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CTx M, 6-MP+
L-asp Cronial XRT
2400r*
\-—-—u~/
My day 28 x“

*Patients < |18 months = 2000r
See Table! for doses ond schedules

Fig. 1 Schema of CCG 141



Table 1. Dosage schedule of treatment regimens

Group Induction CNS-RX Maintenance I Maintenance
IIAND II1
Reg. 12 Reg. 12 Reg. 17
“Low”  PDN 40mg/m? PDN40mg/m?qdXx5 PDN40mg/m?qdx5  MTX 20mg/m? q wk
qdp.o. qmop.o. mo p.o. p.o.
VCR 1.5mg/m?*qwk VCR1.5mg/m?qmoIV VCR1.5mg/m?*qmolIV 6-MP 75mg/m?
“High” IV IT MTX 12mg/m? MTX 20mg/m? qwk gdp.o.for2yrs.
L-Asp 6000IU/m? qwkX6 p-o. (4 yrs in Maint.
IM tiw (9 doses) 6-MP75mg/m?qdp.o. 6-MP75mg/m?qdp.o. III,Reg.C)
+2400r Cranial XRT®
Reg. 2? Reg. 22 Reg. 22
“High” SameasRegimenl, POMP-I POCA MTX 20mg/m? q wk
plus Cytoxan PDN 40mg/m?qd x4 PDN 40mg/m2qd X 4 p.o.
100mg/m?qdp.o. p.o. p.o. 6-MP 75mg/m?
VCR 1.5mg/m? qmo VCR 1.5mg/m?q21 qdp.o.for2yrs.
IV)q div (4 yrsin Maint.
IT-MTX 12mg/m? ADR 40mg/m? q21 ITI, Reg. C)
d-1&4)14d d1v
6-MP 500mg/m?p.o. Ara-C 100 mg/m?
qgd4)x3 qdx41V,IM, SQ,q21
+2400r Cranial XRT?  d twice
After 42 days, Mainte- POMP
nance I therapy is PDN 40mg/m?qdp.o.
begun. VCR 1.5mg/m?qmo IV
MTX 5 mg/m?qd x4
p.o.

6-MP 500mg/m?qd x4
p.o. every 14 days twice.

2 Refer to Schema (Fig. 1) for group, phase, and regimen

b Patientss<months of age receive 2000r

and/or tomography). ‘“‘High” patients were random-
ly assigned to either “High Regimen 1” (HR,) or
“Regimen 2” (R,).

In May 1976 after the results of CCG 101
indicated that mediastinal mass was not an indepen-
dent prognostic factor, patients were no longer
stratified on the basis of presence or absence of
mediastinal mass. At that time five patients with
initial WBC <20 10°/1 had been randomized to
either HR, or R,. Patients with M; marrow on day 28
or M, or M, marrow on day 42 advanced to CNS
prophylaxis which consisted of 2400 rads to the
cranium and intrathecal (IT) methotrexate (MTX)
as 12 mg/m? weekly for 6 weeks (HR,) or twice
weekly for 3 weeks (R,). Pulses of vincristine (VCR)
and prednisone (PDN) were dropped during Main-
tenance II. At 36 months from completion of CNS
therapy, patients in complete continuous remission
were randomized to receive either no further thera-
py (Reg. A), a 4-week reinduction with PDN, VCR,
and L-asparaginase (LASP) (Reg. B), or continued
maintenance therapy with 6-mercaptopurine
(6-MP) and MTX for 2 more years (Reg. C). All

males underwent bilateral testicular open-wedge
biopsies prior to randomization to Maintenance III.

Patients were considered off study for the follo-
wing reasons: M, marrow on day 28 or any time
during CNS or maintenance phases, death, severe
toxicity, major protocol violation, or loss to follow-
up. Patients experiencing an extramedullary relapse
were reinduced with PDN, VCR, LASP, and IT
MTX and were restarted on maintenance at the
point of relapse. CNS relapse was treated with IT
MTX and an additional 2400 rads of cranial and
1200 rads spinal irradiation. Testicular relapse was
treated with 2000 rads bilateral testicular irradia-
tion.

C. Biostatistical Considerations

The log rank method of life table analysis (Peto
et al. 1977) was used to evaluate the relative
relapse rates or death rates for the treatment
regimens and to determine the importance of
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prognostic characteristics under investigation.
The Cox regression model (1972) for life table
data was used in the multivariate analysis of
prognostic factors determined to be of signifi-
cance in the univariate analysis.

Complete data required to redefine progno-
stic groups were available on 360 (40.8%) of
the 882 eligible patients. The age and WBC
characteristics of the patients with incomplete
data (59.2%) are similar to those for whom
complete data were available.

D. Results

L. Progress

A total of 911 patients were registered on
study, of whom 29 were ineligible (wrong
diagnosis-ANLL, prior antileukemic therapy,
clinical data and flow sheets never submitted).
Of the 882 eligible patients, 576 were entered
oni LR;, 151 on HR,, and 155 on R,. The
clinical characteristics of the patients entered
on study are presented in Table 2. The median
followup is over 36 months for all patients
entered on study.

II. Inductions

The rates of complete remission (M; marrow)
for all eligible patients entered on LR;, HR,,
and R, were 95%, 93 %, and 91 %, respective-
ly. A total of 827 patients (93.8%) completed
induction with an M; marrow by day 28 or 42,
and 832 (94.3%) were entered on the CNS
therapy phase, five of whom had M, bone
marrow ratings. Significant unfavorable fac-
tors of response to induction therapy, as
determined by univariate analysis, were age
>10 years, initial WBC >20 X 10%/1, presence
of CNS disease at diagnosis, L, and L; mor-
phology, decreased IgG, Down’s syndrome,
and <30% PAS positive lymphoblasts. Mar-
row status on day 14 of induction was also
a significant predictor in that 99.7 % (454/455)
of children with an M, bone marrow on day 14
were M, at completion of induction, and only
81.4% (57/70) with M; marrow on day 14
were M, on day 28 or 42 of induction. Children
over 10 years of age with initial WBC
>20% 10°%/1 and depressed IgG had a complete
remission rate of only 55 %.

Using multivariate regression analysis in
a subset of 319 patients in whom complete data

Table 2. Clinical characteri-

Characteristic % % stics of eligible patients ente-
red on CCG-141

Age, years FAB Morphology

<1.5 6 L, (>75%L,) 84
1.5-3 18 L,>25% L, 15

>3-10 54 L, 1

>10 22

WBC (X 10~ liter) Immunoglobulins

<10 53 Normal 82
10-49 30 Depressed (1 or more) 18

=50 17

Low Risk? 22.2 Hemoglobin (gm/dl)

Average risk 60.0 <7 43

High risk 17.8 7-10 45

>10 12

Sex

Male 57 Massive hepatomegaly 13

Female 43 Massive splenomegaly 14

Massive adenopathy 7

Race Lymphoma syndrome 5

White 89

Non-white 11 Down’s syndrome 2

CNS disease at diagnosis 4 M; BM, d14 10

Mediastinal mass 7

2 As defined by Nesbit et al. (1979)
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on all the selected prognostic variables were
available, age > 10 years (P=0.0008), CNS
disease at diagnosis (P=0.0007), and depres-
sed IgG (P=0.004) were the strongest predic-
tors of induction failure.

II1. Duration of CCR

Duration of CCR and hematologic remission is
longer and relative relapse rate is lower in
children entered on LR, than in patients
entered on HR, and R, in which no significant
differences are noted (Fig. 2). At 48 months,
65.2%, 48.1%, and 39.1% of patientson LR,
HR,, and R,, respectively, remain in CCR.
When HR, and R, are analyzed by average and
high risk prognostic groups as defined by
Nesbit (1979) no superiority of either regimen
is observed. Of the patients completing induc-
tion, 57.6% remain in CCR.

I'V. Maintenance II

During Maintenance II pulses of monthly PDN
and VCR were deleted. No significant diffe-
rences in relative relapse rates in the three
regimens were observed (0/E 0.91, 1.14,1.35
in LR;, HR,, and R,, respectively, P=0.16).
When compared to the previous CCG trial
(CCG 101/143) in which monthly pulses of
PDN and VCR were given throughout mainte-
nance, no significant differences are apparent
when data in comparable prognostic groups
are compared (Fig. 3).
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CCG 141
CCG 101143 Avg.Risk
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CCG

1.00 pr P=0.0001

C
ke
o)
R
£
&
2 0.75
°
©
= 0.50
£
[t
Ko
5 0.25|
Q
]
a.
0.0 | I L |
0 12 24 36 48
Months
4,80

1.00
S
O 0.75
£
C —
g o20r ‘--‘""' .......
6 Lo emam S _1_——
8 Low Reg1 n=550
. e Reg 2 n=141

0.25 ........... ngh Reg ] ﬂ - |4]

P=0.0001
0.0 | | 1 |
0 12 24 36 8
Months

Fig. 2. Duration of complete continuous remission
from start of CNS therapy by treatment regimen.
First events include bone marrow or extramedullary
relapses or death

V. CNS Relapse

The incidence of isolated CNS relapse in LR,
HR,, and R, is 4.7%, 8.5%, and 12.8%,
respectively. These differences are significant
(0/e=0.66, 1.46, 2.36, P=0.001). In all
patients successfully completing induction, the
overal CNS relapse rate is 6.7 %.

VI. Testicular Relapse

During maintenance therapy, testicular relap-
se has occurred in 44 boys, or 9.6% of 459
patients at risk. The testicular relapse is

n=235
n=194
n-= 424
n=501

Low Risk
Avg.Risk
High Risk n=144

Fig. 3. Rate of bone marrow
relapse by prognostic groups
in CCG 101/143 and CCG
141. The differences within
risk groups between the two
studies are not statistically
significant. The differences
between the risk groups are
highly significant
(P=0.0001)
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significantly higher in HR; (14.5%, 0/E 1.84)
than in R, (7.4%, O/E 0.98) or LR, (8.9%,
0/E=0.85) (P=0.047).

VII. Survival After First Isolated Relapse

Isolated bone marrow, CNS, and testicular
relapses have occurred in 204, 57, and 34
patients, respectively. Despite reinduction
therapy and prophylactic IT MTX in patients
experiencing extramedullary relapses, the me-
dian survival after isolated testicular and CNS
relapse was 19 months and 22 months, respec-
tively. Median survival after first bone marrow
relapse occurring predominantly in high risk
patients during the first 24 months of therapy
was only 10 months (Fig. 4).

VIIIL. Prognostic Factors

1. Disease-Free Survival (CCR)

Using the Cox regression model for life table
data, significant variables for predicting disea-
se-free survival were identified (Table 3). In
rank order these are:
.Log WBC
. Hemoglobin
.IgM
. Splenomegaly
. Age and age?
.Day 14 bone marrow and
. Sex

IgG and FAB morphology were of bor-
derline significance (P=0.07 and 0.09).
Platelet count, CNS disease at diagnosis,

N AW
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Fig. 4. Survival after first isolated relapse by type of
first relapse
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Table 3. Significant variables for predicting disease-
free survival in CCG-1412

Rank Variable Significance
Level (P-Value)

1 log WBC 0.002

2 Hemoglobin 0.005

3 IgM 0.005

4 Splenomegaly 0.007

5 Age and Age? 0.040 & 0.014
6 Day 14 marrow 0.029

7 Sex 0.036

8 IgG 0.070

9 Morphology 0.090

a Platelet count, CNS disease at diagnosis, nodal
enlargement, mediastinal mass status, race, IgA,
and hepatomegaly were not significant predictors
of outcome in a multivariate context

lymph node enlargement, mediastinal mass,
race, IgA, and hepatomegaly were not signifi-
cant predictors of disease-free survival. Using
this multivariate analysis, we established new
definitions of good, average, and poor progno-
sis (risk) groups (Table 4). Good prognosis
patients have all favorable factors; poor prog-
nosis patients have one or more unfavorable
characteristics. Average prognosis patients
comprised the remainder. Using these criteria,
good, average, and poor prognosis groups
comprised 28.1%, 50.8%, and 21.1%, respec-
tively, of the entire patient population. The
48-month CCR rates in the three groups,
excluding infants <1 year, are 92.1%, 55.4 %,
and 45.7%, respectively (Fig. 5). The
48-month survival rates for the three groups
are 93.9%, 61.6%, and 20.8% (not shown).

2. Survival

A different rank order of factors predicting
survival from entry on study was determined.
Log WBC, IgG, age (age?), and FAB morpho-
logy were significant predictors (P= <0.05),
and IgM, CNS disease at diagnosis, and hemo-
globin were of borderline significance (P
0.06-0.159) as predictors of survival (Table
5).

E. Discussion

Generally, the outlook in ‘‘high risk™ or poor
prognosis ALL associated with early relapse



Proportion in CCR

Table 4. Favorable and unfa-

Factor Prognostic group vorable characteristics
Good Average Poor
WBC X 10°/1 <20 20-100 >100
Age, yrs. 2-10 >10 <1
Lymphoma syndrome  (0) (<3) (3 or more)
Hgb, gm/d1 <10 >10
L,S,N Not Markedly
markedly enlarged
enlarged
Mediastinal mass Absent Present
CNS disease at Dx Absent Absent Present
FAB morphology =75%1L, =75% L, =25% 1,
Ig, depressed 0-1 0-3
BM di4 M, or M, M,,;

and death remains bleak despite efforts to
improve the duration of disease-free and
overall survival in this subset of patients
accounting for approximately 20%-25% of
childhood ALL. During the past 8 years the
duration of disease-free and long-term survi-
val has not changed significantly despite efforts
to increase the intensity and perforce the
toxicity of therapy. In this study more intensive
induction, CNS, and maintenance therapy in
poor prognosis patients, defined by initial
WBC alone, was no better than standard and
much less toxic therapy. Others have observed
that intensification of therapy did not achieve
better results in patients variously defined as
having a poor prognosis (Haghbin et al. 1974,
to be published; Aur et al. 1978; Sallan et al.

1.00 pm
0.75
050 - T
— G@Good Prognosis n=78
0251 ---- Average Prognosis n=190
"""""" Poor Prognosis n=77
P=0.0001
0.0 I - 1 ]
(0] 15 30 45 60
Months

Fig. 5. Complete continuous remission by newly
defined prognostic groups (see text). The differences
are highly significant (P=0.0001)

1980). Future directions in the treatment of
childhood ALL will be aimed at decreasing
morbidity and late effects of cancer therapy
through maximally effective and minimally
toxic regimens. This study has identified a sub-
set of patients, comprising 28% of the total,
with a projected five-year disease-free survival
of >90% (Table 4).

In addition to the important contribution of
leukemic thrust or burden as measured by the
degree of organomegaly and lymphadenopathy,
the hemoglobin level, and the presence of
mediastinal (thymic) mass and CNS disease at
diagnosis, this study also identified three addi-
tional statistically significant favorable prog-
nostic factors—L; lymphoblast morphology
using a modification of the FAB classification,

Table 5. Significant variables for predicting survival
from on study in CCG-1412

Rank Variable Significance
Level (P-Value)

1 Log WBC 0.001

2 IgG 0.009

3 Age and age? 0.038 & .003

4 Morphology 0.048

5 igM 0.067

6 CNS disease at 0.089

diagnosis
7 Hemoglobin 0.159

2 Platelet count, nodal enlargement, splenomegaly,
hepatomegaly, sex, mediastinal mass status, and
race were not significant predictors of outcome in
a multivariate context
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normal or elevated immunoglobulin levels,
and M; bone marrow status on day 14 of
induction therapy. Detailed accounts of the
prognostic significance of FAB morphology
(Miller et al., to be published) and immunolo-
gic factors (Leikin et al., to be published) are
presented in companion papers. Others (Jac-
quillat et al. 1974 ; Frei and Sallan 1978) have
found that rapid lysis of bone marrow blasts
and restoration of normal hematopoiesis are
associated with a good prognosis. Failure to
respond promptly to induction therapy implies
the rapid emergence of drug resistant cells,
misdiagnosis, or inadequate therapy. Monito-
ring of the initial response to induction therapy
appears warranted so that modification of
induction therapy can be introduced early in
treatment and assure the best possible chance
of complete remission. Despite the excellent
remission rates achievable with current thera-
py, the relapses occurring early in maintenance
suggest that the accepted definition of comple-
te remission requires revision and that more
accurate and quantitative methods to determi-
ne the residual leukemic population are nee-
ded. Techniques such as terminal deoxynu-
cleotidyl transferase, cytofluorometry, use of
monoclonal antibodies, and cytogenetic mar-
kers may be helpful.

Immunoglobulin G (P=0.009) and lym-
phoblast morphology (P=0.048) were signi-
ficant for survival but only marginally for
disease-free survival (P=0.07 and P=0.09,
respectively). This is probably because decrea-
sed IgG and L, lymphoblast morphology were
associated with a higher probability of induc-
tion failure and subsequent death. A similar
explanation could account for CNS disease at
diagnosis being a stronger predictor of survival
than of disease-free survival.

The beneficial role of monthly pulses of

Acknowledgments

PDN and VCR during maintenance therapy
has never been determined in a prospective
trial. Simone et al. (1975) suggested that
monthly pulses of PDN and VCR contributed
to immunosuppression and more infectious
disease complications without improving the
overall therapeutic results. In CCG 141 pulses
of PDN and VCR were discontinued after 12
months in all patients. When the data in
CCG-141 were compared to those obtained in
the two previous CCSG studies (CCG
101,143) no statistically significant differences
in duration of hematologic remission (Fig. 3),
disease-free survival or overall survival are
noted, suggesting that VCR-PDN pulses may
not be required during maintenance.

Patients experiencing an isolated bone mar-
row, testicular, or CNS relapse were at high
risk of early death with median survivals after
the first relapse of 10, 19, and 22 months,
respectively. The relatively short survival after
isolated extramedullary relapse occurred de-
spite reinduction with PDN, VCR, and LASP
and prophylactic or specific retreatment to the
CNS. These results suggest that more intensive
reinduction and maintenance programs are
required in patients experiencing isolated ex-
tramedullary relapses. Bone marrow trans-
plantation is an alternative approach for pa-
tients sustaining an early bone marrow relapse
and is now being studied by CCSG.

The data generated by this study have
defined new prognostic groups based upon
clinical, morphologic, and immunologic featu-
res and will be used to design the new
generation of ALL protocols. A key feature of
the new studies will be to reduce further the
acute and late toxic effects of therapy in
patients with a good prognosis and to improve
upon the 45 % disease-free survival of children
with a poor prognosis.
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Treatment Strategy for Different Risk Groups in Childhood A cute
Lymphoblastic Leukemia: A Report From the BFM Study Group*

G. Henze, H.-J. Langermann, J. Ritter, G. Schellong, and H. Riehm

A. Introduction

Development of effective treatment programs
for childhood acute lymphoblastic leukemia
(ALL) has led to marked improvement of
prognosis. The proportion of patients remai-
ning in first remission for at least 5 years is
generally estimated to be in the range of 50%
once remission is achieved (Frei and Sallan
1978 ; Riehm et al. 1980; Robison et al. 1980).
Since remission rates have been shown to be
90%-95 % with currently used induction the-
rapy, successful induction of remission is no
longer an essential problem. Nevertheless, the
quality of remission is apparently unsatisfacto-
ry in about one-half of the patients, eventually
resulting in recurrence of the disease. Predic-
tors of outcome have been defined and include
white blood count (WBC), sex, thymic invol-
vement, central nervous system disease at
diagnosis, immunologic markers, unfavorable
age, and blast cell morphology (Dow et al.
1977; Henze et al. 1979; Mathé et al. 1971;
Sallan et al. 1978 ; Simone et al. 1975 ; Wagner
and Baehner 1979; Working Party on leuke-
mia in Childhood 1978); but attempts to adapt
the therapeutic strategy to the presence of
factors associated with a poor prognosis have
not been able to enhance significantly thera-
peutic results. The approach of the BFM study
group with the concept of intensive multidrug
remission induction gives hope for an overall
75 % relapse-free survival in childhood ALL.

* Supported by the Stiftung Volkswagenwerk

B. Patients and Methods

Between October 1970 and March 1979, 277
children and adolescents were enrolled in sequence
in two BFM acute lymphoblastic leukemia therapy
studies. The treatment plans of study BFM 70/76
(Oct. 1970-Sept. 1976) and study BFM 76/79 (Oct.
1976—March 1979) are outlined in Figs. 1 and 2. All
patients received Protocol I (Fig. 3) for remission
induction. In study BFM 76/79 a risk index (RI) was
established for definition of high risk patients (Table
1). Children with RI =3 received a reinforced
reinduction protocol (Protocol II, Fig. 4) within the
first 6 months after diagnosis. These patients were
randomly allocated to either limb B1 or B2.

Diagnosis of ALL was made by morphologic
analysis of stained bone marrow smears. Only
children with a least 25 % blasts in the bone marrow
aspirate were diagnosed as having ALL; patients
with less than 25 % lymphoblasts were considered to
be cases of non-Hodgkin’s lymphoma and not
included in this series. Relapse was diagnosed by the
appearance of leukemic cells at any site. Patients
who failed to achieve complete remission after
4 weeks of therapy were considered therapeutic
failures and counted as relapses as were patients who
died during remission induction or in continuous
complete remission (CCR).

Methods of statistical analysis were the life table
algorithm (Cutler and Ederer 1958) and Cox’s
regression model (Cox 1972). The date of evaluation
for this report was 4 June 1980.

C. Results

Remission rates were comparable in both
studies. Two patients with B-cell leukemia,
one in study BFM 70/76 and one in study BFM
76/79, did not respond to therapy. Deaths
during remission induction (five children in
study BFM 70/76 and four children in study
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Fig. 1. Outline of study BFM
70/76. PRED, prednisone;
VCR, vincristine, 6-MP, 6-
mercaptopurine; MTX, me-
thotrexate; CP, cyclophos-
phamide
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Fig. 2. Outline of study BFM 76/79. Abbreviations as in Fig. 1
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Fig. 3. Induction therapy:
Protocol 1, PRED, predniso-
ne; VCR, vincristine ;
DAUNO, daunorubicin;
L-ASP, asparaginase; CP, cy-
clophosphamide ; ARA-C, cy-
tarabin; MTX, methotrexate;
6-MP, 6.mercaptopurine



Table 1. Determination of the risk index according to
findings at diagnosis

Findings at diagnosis Score
White blood count=25E9/L 3
Leukemic cells in the spinal fluid 2
Thymic enlargement 1
Positive acid phosphatase and/or

rosette formation test 1
Negative perjodic acid Schiff reaction

(PAS reaction)

Age<2 years or age=10 years 1
Significant extranodal mass 1

Risk index: = Score sum

BFM 76/79) were mainly due to infectious
complications.

Fourteen patients (eight in study BFM
70/76, six in study BFM 76/79) died during
remission. In 11 children death was related to
infectious complications. Another three pa-
tients died of toxic side effects of therapy
(pulmonary fibrosis caused by methotrexate,
vincristine induced encephalopathy, and brain
stem necrosis of unknown origin).

The probability of continuous complete
remission (life table analysis) for patient
groups with regard to initial clinical features is
summarized in Table 2. Cox regression was
used to estimate the influence of commonly

Table 2. Patient characteristics of studies BFM 70/76 and BFM 76/79 with corresponding probability of
continuous complete remission (p-CCR) calculated by the life table method after 117 and 44 months,

respectively
BFM 1970/76 BEM 1976/79
No. (%) p-CCR No. (%) p-CCR
After 117 MTHS After 44 MTHS

Boys 78 (65.5) 0.55 +/+ 0.06 89 (56.3) 0.74 +/+0.06

Girls 41 (34.5) 0.57 +/+ 0.08 69 (43.7) 0.78 +/+0.06

Age<2yrs 10 (8.4) 0.50 £/ 0.16 15 (9.5) 0.80 +/%0.10

Age 2-10 yrs 88 (73.9) 0.57 +/+ 0.06 107 (67.7) 0.85 +/+0.04

Age=10 yrs 21 (17.6) 0.52 +/+0.11 36 (22.8) 0.41 +/+0.14

Thymic mass 15 (12.6) 0.47 £/+0.13 14 (8.9) 0.74 +/£0.14

WBC< 25,000/mm? 79 (66.4) 0.63 +/+0.06 107 (67.7) 0.77 /% 0.05

WBC= 25,000/mm? 40 (33.6) 0.40 +/+0.08 51(32.3) 0.72 /% 0.07

Risk index<? 76 (63.9) 0.65 +/+ 0.06 103 (65.2) 0.77 £/+ 0.05

Risk index=3 43 (36.1) 0.39 +/+ 0.08 55 (34.8) 0.75 +/+ 0.07

Total 119 0.55 +/+0.05 158 0.76 +/% 0.04

RN Sera . DEXA (10,0 MG / M12+DAY )

| | I | VR (1.5 MG / NT24DAY )

| | l l AR 25.0 MG / MI2sDAY )

I I L-ASP ( 10000 U / M12sDAY )

cP ( 1000 MG / Mt2sDAY) |

WA-C ¢ 75.0 MG/ maoayy  HHTE I Fig. 4. Reinforced reinduc-
tion therapy: Protocol II.

MTX LT, ¢ 125 MG/ Mt2s0aY) | l DEXA,  dexamethasone;

6-Tc  ( B0.0 MG/ Mt2sDAY ) L2227 VCR, vincristine;  ADR,
adriamycin; L-ASP, aspara-
ginase; CP, cyclophosphami-
de; ARA-C, cytarabin; MTX,

1 8 15 22 29 36 43 methotrexate; 6-TG, 6-thio-

DAYS guanine
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Table 3. Influence of initial features on prognosis in
study BFM 70/76 obtained by Cox regression
analysis

Initial features P-values
for
significance

Peripheral blast cell count <0.001

Spleen enlargement (cm) <0.001

Liver enlargement (cm) <0.001

PAS reaction 0.17

Thymic enlargement 0.20

Hemoglobin (g/dl) 0.31

Platelet count 0.31

Age: 0-2, 2-10, =10 years 0.44

Acid phosphatase reaction 0.46

Sex 0.65

reported risk factors on prognosis. In study
BFM 70/76 one-parametric analysis (Table 3)
as well as multiparametric analysis revealed
the peripheral blast cell count and enlargement
of the liver and spleen to be significant. In
study BFM 76/79 only an age over 10 years
was found to influence prognosis (P<0.01),
even when adjustment was made for the
remaining features.

Remarkably, prognosis is independent of
the presence of T-cell characteristics. In study
BFM 76/79 the probability of CCR is exactly
the same for T-ALL patients as for non-T-
ALL cases (Fig. 5). Of note, however, is that
17/22 patients with T-cell characteristics re-
ceived therapy B1 or B2 because of their high
concomitant WBC.

The main reason for allocating patients to
the high risk group (RI=3) was the initial
WBC of =25,000/mm?3. Combination of initial
features other than WBC =25,000/mm? cau-
sed a score sum =3 in only three patients of
study BFM 70/76 and in four patients of study
BFM 76/79.

Life table curves correspond well for low
risk patients (RI<2) in both studies after
comparable periods of time (Fig. 6). In study
BFM 76/79 prognosis could be markedly
improved for high risk patients by the addition
of Protocol II early in remission (Fig. 7). No
significant difference was found between limb
B1 and B2. Figure 8 supports the assumption
that relapses in high risk patients are really
prevented rather than postponed. The proba-
bility of any first event was reduced by more
than 50% in BFM 76/79 compared to BFM
70/76 in every yearly interval up to 4 years
after onset of treatment.
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Fig. 5. Study BFM 76/79: Probability of continuous complete remission;/, Last patient of the group;

, rosette formation test positive (n=15); .....

, mediastinal mass (n=14); ————— , mediastinal mass

and/or positive E-rosette formation (n=22); and —.—.—, no mediastinal mass and E-rosette formation
negative (n=102). Thirty-four patients not investigated
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Fig. 6. Comparison of probability of continuous complete remission for low risk patients (RI<2).
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Fig. 7. Comparison of probability of continuous complete remission for high risk patients (RI=3).

D. Discussion

Currently used induction therapy for child-
hood ALL is capable of producing complete
remission in about 90%—95 % of patients after
several weeks. However, complete remission is
a very poorly defined condition with respect to
prediction of final outcome, since it merely
indicates that leukemic cells can no longer be

, study BFM 70/76 (n=43);...... , study BFM 76/79 (n=55)

detected. The number of residual leukemic
cells that might eventually cause recurrence of
the disease is unknown. Combination therapy
with vincristine and prednisone, for example,
produces remission rates that are similar to but
in a large series significantly lower than those
obtained with vincristine, prednisone, and
asparaginase (Ortega et al. 1977). There is
little doubt that multidrug combination che-
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Fig. 8. Probability of any first event during yearly intervals after onset of treatment estimated by life table
analysis (induction deaths, deaths in remission, and all sites of relapse included) for high risk patients. [J,
study BFM 70/76 (n=43), Protocol I plus maintenance therapy; A, study BFM 76/79 (n=1535), Protocol

I and Protocol II plus maintenance therapy

motherapy is superior to single or two drug
combination therapy, because rapid cytore-
duction lessens the chance for persistent leuke-
mic cells to develop drug resistance. It is more
likely, therefore, that the remission status
established after 4 weeks of intensive therapy
is “more complete’’.

Even though results with the original West
Berlin protocol were promising, it was evident
in 1976 that therapy was insufficient for
patients with high initial WBC, a strong
indicator of the total leukemic cell burden.
About 60% of these patients relapsed, most
during the 1st year after onset of treatment.
Since conventionally administered reinduction
pulses of prednisone and vincristine failed to
prevent early relapses, it seemed to be reaso-
nable to introduce a second intensive phase of
induction therapy at a time when the prolifera-
ting residual leukemic cells were not detecta-
ble by currently available methods. Hitherto
existing results in high risk patients support
this concept.

An unexpected finding was the compartati-
vely unfavorable result obtained in children
over 10 years of age in study BFM 76/79.
Despite a shorter observation period and
improved therapeutic strategy in this group,
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prognosis is worse than in the previous study.
One possible explanation might be that the
drug dosage was changed fro