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Acute lymphoblastic leukemia (ALL) is the most common malignancy diagnosed in
children, representing nearly one third of all pediatric cancers. About 30% of the
children with ALL have a gene marker. The most frequent abnormality is in TEL-
AMLI gene rearrangement and this marker can be detected in 20-30% of the cases
with ALL. In this paper the survival analysis is used to determine the prognostic
significance of TEL-AML1 and to models the time it takes for relapse or death.
The data are from 160 patients, observed in Specialized Children’s Oncohematology
Hospital — Sofia, Bulgaria for a time of 8 years. The gene marker TEL-AML1 is
detected in 33 of the patients. For estimating event (relapse or death) free survival
rate the Kaplan-Meier method is used. Time to event (in months) is calculated
as the time from study entry to first event or data of last contact. The log-rank
test is used for comparison of survival curves between two groups (with and without
TEL-AML1). Multivariate analysis is conducted using Cox proportional hazards
regression. Cox regression gives a simple model to describe the survival between two
groups The prognostic significance of TEL-AML1 is investigated with Proportional
Hazards Model for the first time in Bulgaria.

1. Introduction. Annually, around 13000 children in the world are diagnosed with
acute lymphoblastic leukemia. White children are more frequently affected than black
children, and there is a slight male preponderance [9]. The two most important factors
are reported to be predictive of greater risk of relapse are age and presenting white blood
cell (WBC) count at diagnosis [9,10]. The National Cancer Institute (NCI)/ Rome crite-
ria stratify patients into subsets based on age 1 to 9.99 years and/or WBC < 0,5.10°/L
(standard risk), or age > 10 years and/or WBC > 50,000/ uL (higher risk) [13, 14]. These
variables have consistently emerged as independent predictors of outcome in almost all
therapeutic studies. The obvious advantage of this system is that these variables can be
measured reliably in almost all circumstances, and therefore these criteria can be applied
to children worldwide The purpose of this article is to prospectively determine the prog-
nostic significance of marker TEL-AML1 in Bulgarien children with acute lymphoblastic
leukemia, to estimate event (relapse and death) survival time. Clinical prognostic risk
factors as age, gender, WBC count at diagnosis, risk-type group are taken as a predictors
(covariates) of multivariate analysis by using Cox proportional hazards regression. The
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comparison of the survival characteristics between two groups of patients: with TEL-
AML1 and without this marker using the Kaplan-Meier estimator and Cox model is
made. The software package STATISTICA 10.0 is used [12].

2. Measurements. We describe the models in this paper using a cancer survival
data set on 160 individuals from two groups: with Marker TEL-AML1 (33 patients) and
without this marker (127 patients). The explanatory variables (covariates) are:

e Sex — takes the values “1” for male or “0” for female;

e Risk_Group — coded : “0” for standard risk, “1” for middle risk, and “2” for higher
risk;

AGE in years;

WBC — white blood cell count at diagnosis;

M_Event — the survival time (in months);

M _Letal — the survival time (in months) for death ;

Event and Lethal — coded by “1” if event(s) happened or “0” if no event at the end
of the study, i.e. “right censored”.

e Marker — coded by “1” if the patient have TEL-AML1 and “0” if not.

For the group without marker TEL-AML1 the minimal value of variable AGE is 3
months (0.25 years) and the maximum is 18 years, the median of the AGE is 7 years.
62.2% of the patients are male, 78.74% of the patient have no marker at all, an relapse
occur for 25.98% of the patients, the median for M_Event is 37 monts and for M_Letal
is 37.4 months. The minimum value of Leukocytes is 0.5.10° /L. The censored cases for
relapse are 75.21% and for death 71.65%.

For the group with marker TEL-AML1 the minimal value of variable AGE is 2 years
and the maximum is 16 years, the median of the variable AGE is 4 years. 60.6% of the
patients are male, an relapse ocur for 6.06% of the patients, the median for M_Event is
37.70 months and for M_Letal is 37.67 months. The censored cases for events are 93.75%,
and for death 90.91%.

3. Statistical methods. One of the oldest and most straightforward methods for
analyzing survival data is to compute the Life Table [1] The Life Table method worked
well for a homogeneous sample, but it did not address a primary goal of cancer research,
namely to determine whether or not certain continuous and/or categorical variables are
related to the survival times [7]. This need led to the application of regression methods
for analyzing survival data. Two important developments that have greatly enhanced
survival analysis methods are the derivation of a nonparametric method for constructing a
survival curve from censored data by Kaplan and Meier [3], and the Proportional Hazards
model proposed by Cox [4,5]. The Cox model, a multivariate semi parametric regression
model, is the most widely used in clinical studies to characterize disease progression on
existing cases by revealing the importance of covariates [1-10].

Kaplan-Meier estimator of survival function. For real data the survival function
S(t) is unknown but can be estimated from a sample. The estimation of the survival
function can be realised nonparametrically by Kaplan-Meier estimator. If the data were

not censored, the obvious estimate would be the empirical survival function [3]: g'(t) =

1 n
— Z I (t; > t), where I is the indicator function that takes the value 1 if the condition in
n

i=1
braces is true and 0 otherwise. The estimator is simply the proportion alive at . Kaplan
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and Meier [3] extended the estimate to censored data. An observation is right-censored
if the subject leaves the study or is alive when the study ends. Let t; <t < -+- < t,
denote the distinct ordered times of death (not counting censoring times). Let d; be
the number of deaths at ¢;, and let n; be the number alive just before ;. The intervals
between each time typically will not be uniform. The Kaplan-Meier or product limit
estimate of the survivor function isS = [] (1 —d;/n;). In case of discrete covariates,
ity >t

survival curves for different factor levels can be calculated and compared by log-rank test
[4, 5] which gives an indication of the relevance of the factor, i.e. whether survival in
the groups significantly differs. If the two groups have the same survival function, the
logrank statistic is approximately standard normal.

Proportional Hazards Model. Let T represent survival time. T is regarded as a
random variable with cumulative distribution function P(¢) = P(T < t) and probability
density function p(t) = dP(t)/dt. The survival function S(t) is the compliment of the
distribution function S(¢) = P(T > t) = 1 — P(t). A fourth representation of the
distribution of survival times is the hazard function, which assesses the instantaneous
risk of demise at time ¢, conditional on survival to that time [4], [5], [7]:

h(t) = lim Plt<T<t+ At)|T >t]
At—0 At

The hazard is sometimes referred to as the “force of mortality” or the “conditional
failure rate”. Survival analysis typically estimates the relationship of the survival dis-
tributions to covariates. Most commonly, this estimation entails the specification of a
linear-like model for the log hazard. A parametric model based on the exponential dis-
tribution may be written as log h;(t) = A + 121 + - - - + Bpxip, where ¢ is subscript for
observations, and z’s are the covariates and 3 = (31, B2,..., )" is a vector of model
parameters. The Cox Proportional-Hazards Model leaves the baseline hazard function
A(t) = log ho(t) unspecified. This model relates the hazard function of an individual at
time ¢, with a vector X = (X1, Xo,. .., Xp)T of p covariates, to a baseline hazard function

P
ho(t) via a log-linear function: h(t; X) = ho(t) exp (Z ﬁjXJ). An important conse-
j=1

quence of this formulation, and the reason for the name “Proportional Hazards Model”,
is that the hazard ratio-HR (also called relative risk — RR) for two individuals does not
depend on time. The proportional hazards model [4] is a simple model to describe the
survival between two groups having hazard functions hi(t) and ho(t). The proportional
hazards assumption is that ratio of these hazard functions does not depend on time:
b= ha(t)
hi(t)
on time, it does depend on the explanatory variables in the model. A convenient and
readily interpretable linear expression for the logarithm of 1 is obtained:

log = 1 * (Sex) + B2 x Age + B3 * MARKER + (4« WBC + (35 * Risk_Group,

where the 3’s have been subscripted to reflect there role in the hypothesized causal mech-
anism. The hypothesis of no association of one or more of the p independent variables
with survival can be tested by the likelihood ratio test [4] or Wald test [11, 12].

4. Models derived from the experimental data. For estimating event free
survival rate the Kaplan-Meier method is used. Time to event (relapse or death) in
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months is calculated as the time from study entry to first event or data of last contact.
For the both groups (with and without TEL-AML1) resulting Kaplan—Meier estimators
built from the data of relapse in M_Event_33, Event_33 and M_Event_127, Event_127
are plotted in Figure 1(A). Log-rang test is used for the test of the null hypothesis
Hp : S1(t) = Sa2(t) at the level of significance av = 0,05. The obtained test statistic for
survival function for relapse is Z = 2,31588 > 1,645 and Hj is rejected. The same type
of analysis is made for survival functions if the event is a death. For the both groups
resulting Kaplan—Meier estimators built from the data of relapse in M_Letal_33, Letal_33
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Fig. 1(A). Comparison of the survival functions of Kaplan-Meier estimate using data
for relapse in the groups of patients without marker TEL-AML1 (solid line) and with
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Fig. 1(B). Comparison of Kaplan-Meier estimate for the survival function using data for death
in the groups of patients without TEL-AMLI (solid line) and with TEL-AML1 (dotted line)
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and M_Letal 127, Letal 127 are plotted in Figure 1(B). The obtained test statistic for
survival function for relapse is Z = 2,09335 > 1,645 and Hj is rejected.

To describe the effect of other variables, such as age, sex, white blood cell, risk-
type group (Risk-Group), on survival it is convenient to use the hazard function. The
coeflicients in a Cox regression relate to hazard — a positive coefficient indicates a worse
prognosis and a negative coefficient indicates a protective effect of the variable with which
it is associated.

The fit of the data to the proportional hazard (Cox) regression model for data of
relapse is given in the Table 1:

Table 1. Estimated parameters of Cox model using data for relapse

Dependent Variable: M_event (TEL_AMI_.sta) Censoring var.:
Event = 0 Chi2 = 15.7582df = 5 p = 0.00758
Beta Standard tvalue Exponent Walc.i - »

Error Beta Beta or HR | Statist.

Sex 0.08202 0.370231 0.221537 1.085477 0.04907 | 0.824676
Age —0.1170 | 0.157110 —0.42523 0.19166 —0.742 0.5507

Marker 0.86504 0.326319 2.650910 2.375108 7.02732 | 0.008031
WBC 0.00359 0.001468 2.448091 1.003600 5.99315 | 0.014367
RISK_Group | 1.01665 0.330834 3.073019 2.763943 9.44344 | 0.002121

Table 2. Estimated parameters of Cox model using data for death

Dependent Variable: M_letal (TEL_AMI_.sta) Censoring var.:
Letal-0 Chi2 = 12.5435 df = 5 p = 0.02807
Beta Standard tvalue Exponent Wal(.i - »

Error Beta Beta or HR | Statist.
Sex 0.03964 0.343430 —0.11542 0.961135 0.013323 | 0.908109
Age —0.01337 0.035184 —0.37999 0.986719 0.144395 | 0.703953
Marker 0.79678 0.319194 2.49623 2.218387 6.231165 | 0.012557
WBC 0.00392 0.001339 2.93284 1.003935 8.601565 | 0.003361
Risk-Group | 0.91166 0.299497 3.04398 2.488457 9.265851 | 0.002337

The results of this multivariate proportional hazard regression are the following. The
variable Sex is not significant prognostic factor for the relapse. The other covariates are
prognostic factors for the relapse (p < 0.05). Expressed in terms of HR, exp(0.865) =
2.375 indicates that the rate of relapse for the group without TEL-AML1 is 2,375 times
the risk of relapse for those with TEL-AMLI1. From looking at the hazard ratios the
model indicates that if the Risk-Group (84 = 1.0166 ~ 1.017) is altered from standard
to higher risk, while holding all other variables constant, the rate of relapse increases
by 1.7%.

Resulting proportional hazard (Cox) regression model for the data of death is given in
the Table II. The results of this regression are the following. The variables Sex and Age
are not significant prognostic factors for the death (p > 0.05). The other covariates are
prognostic factors for the death (p < 0.05). In the terms of HR, exp(0.796781) = 2.218387
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indicates that the rate of death for the group without TEL-AML1 is approximately 2.2
times the risk of death for those with TEL-AMLI.

5. Conclusions. These data support that the presence of TEL-AMLI1 at diagnosis
is an independent favorable prognostic indicator in patients with ALL in Bulgaria. The
conclusions derived using Kaplan-Meier estimator for the group of patients with TEL-
AML1 are the following: the most critical of relapse is the month’s interval [0,48) and in
the month’s interval [48, 58) the probability decreases. For the group of patients without
TEL-AML1are the following: The month’s interval [0, 30) is the most critical of relapse
and after 50-th months the probability for relapse free time is a relatively high (0.68).
For the lethal outcome in the group of patients with TEL-AMLI the derived conclusion
is that the most critical period is till the end of the first month. In the group of patients
without TEL-AML1 the month’s interval [1,50] is the most critical of death. After that
the probability for a live time is a relatively high (0.65). Similar results, using Kaplan-
Meier estimator, are published in [9], [10] and [13].

The 3-year event-free survival (EFS) varies considerably dependin on risk category,
from 95% (low risk) to 30% (very high risk), with infant leukemia having the worst
outcomes: 20% for patients younger than 90 days. Overall, the cure rate for childhood
acute lymphoblastic leukemia (ALL) is more than 80%.
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MOJEJINPAHE HA TTPE2KVBAEMOCT ITPU OCTPA
JINMM®OBJIACTHA JIEBKEMUA B JIETCKA BB3PACT

Kpacumupa IIpoganoBa, Hamexxaa FOpykosa

Ocrpara mumdobiacraa neskemust (OJLJI) e Hali-4eCTOTO 3JI0KAIECTBEHO 3a00JIsIBAHE
IIPH Jle1iaTa, KOEeTO Ce JUArHOCTUIMPA B €/[HA TPeTa OT CJIydanTe Ha PAKOBU 3a00IsIBa-
nus. Oxono 30% ot menara ¢ OJIJI umar remernder mMapkep. Haif-uecto cpemanoro
OTKJIOHEHHE OT HOPMAaJIHOTO Iperpynupase e B remernanns Mapkep TEL-AMLI u to
Mozxke na ce orkpue nipu 20-35% ot cayuanre nHa OJIJI. B tasu pabora ce m3monssa
aHaJIN3 Ha TMPEKUBSEMOCTTa, 3a Ja ce onpenenu 3Hadynmoctta Ha TEL-AMLI karo
IIPOTHOCTHYEH (DAKTOP U J1a Ce MOJE/INPa BPEMETO 33 HACTbIIBAHE HA PEIyIuB Ha 6o-
JectTa man 3a cMbpT. Jauuurte ca ot 160 marumenTn HabIIOMABAHN TIPE3 IOCTEIHNATE
8 rogunu B CrenpanusupaHara OHKO-xemaTosiorndta kinauka B Codust, Buirapus.
Tlenernmunusar mapkep TEL-AMLle orkpur y 33 or nanumenrture. 3a OleHsIBaHE Ha
CTEINEHTa HA NMPEKUBAEMOCT 6e3 cbburne (PeryuB WId CMbPT) € U3IOA3BAH METO-
na Ha Kaman u Maitep. Bpemero zo cbhburre (B Mecely) ce mpecMsiTa KaTo BpeMe
OT HAJYaJIOTO HA M3CJIEBAHETO JIO I'bDPBOTO IOsBSIBAHE WJIU JI0 JATaTa Ha IIOCJIEJCH
KOHTAKT C HAI[MEHTa. 3a CPABHEHME Ha KPUBHTE Ha IPEKHUBSIEMOCT 3a JIBETE I'DYIH
(¢ u 6e3 TEL-AML1) e u3nos3BaH JIOr-paHr TeCTbT. MHOIOMEDHUSIT CTATHCTHYEC-
KM aHaJIM3 € OCBINECTBEH C ITIOCTPOsIBaHE Ha perpecrHoHeHHH Mozesan Ha Kokc, kouro
OIKMCBAT IMPEKUBsIeMOCTTa B JiBe rpynu. 3uadnmocrra Ha TEL-AMLI1 ¢ usnonssane
Ha [IPOINOPIMOHAJIHIAST PUCKOB MOJIEJI Ce M3CJIeBa 3a IPbB I'bT B Bbirapus.
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