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PURPOSE Despite the successes achieved in chronic myeloid leukemia (CML) with tyrosine kinase inhibitor (TKI)
therapy, resistance remains an obstacle. The most common mechanism of resistance is the acquisition of a
point mutation in the BCR-ABL kinase domain. Few studies have reported African patients with CML in regard to
such mutations. We here report the types of BCR-ABL mutations in Ethiopian imatinib-resistant patients with
CML and their outcome.

PATIENTS AND METHODS Patients with CML with a diagnosis of imatinib resistance who were tested for BCR-ABL
mutation between 2014 and September 2019 were included.

RESULTS A total of 962 cases of CML on imatinib therapy were reviewed and 164 cases of failure were found. Of
these, only 31 cases (19%) had mutation analysis performed. Most cases (94 %) were secondary failures. At the
time of CML diagnosis, the median age was 33 years and the majority presented with features of advanced-
phase disease. Of the 31 patients, 22 mutations were found (65%). The types of mutations detected were as
follows: non—P-loop mutations 36% (11), P-loop mutations 13% (four), and alternatively spliced BCR-ABL
variants 23% (seven). The splice variant frequently detected was BCR-ABL3*™S (20%). Twenty-six of the 31
patients (84 %) were switched to second-line TKls, whereas in four patients (13%), imatinib dose escalation was
done. Overall, the outcome revealed that 16 patients (52%) were alive with complete hematologic response,
whereas 12 patients (39%) had died. All patients who expressed BCR-ABL1%'™NS were treated with second-line
TKls, and two of them (33%) had died because of disease progression.

CONCLUSION In Ethiopia, CML affects the young and point mutations were frequently detected in imatinib-
resistant patients. BCR-ABL1 3™ was also prevalent and associated with disease progression.

JCO Global Oncol 7:1187-1193. © 2021 by American Society of Clinical Oncology
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INTRODUCTION

Chronic myeloid leukemia (CML) is a myeloprolifera-
tive neoplasm marked by the increased proliferation of
a granulocytic cell line that retains the ability to dif-
ferentiate. Greater than 95% of patients with CML have
cytogenetic evidence of the Philadelphia (Ph)
chromosome,'? a reciprocal translocation between
the long arms of chromosome 22 at the BCR gene and
chromosome 9 at the ABL gene ([9;221).2 As a result,
a BCR-ABL fusion gene is created that generates a
chimeric protein with constitutively active tyrosine ki-
nase activity.!

cases and a major molecular response (MMR) in 50%-
60% of cases, with overall survivals (OSs) of > 90%.
The second-generation TKls (dasatinib and nilotinib)
are significantly more potent than imatinib and thus
give higher MMR rates (70%-80%). However, the OSs
of patients with CP-CML treated with imatinib or the
second-line agents are similar. In Ethiopia, imatinib
has become the first-line treatment for CML since
2004 through a partnership program between Novartis
and The Max Foundation to provide free imatinib for
lower-income countries and patient outcomes have
since improved immensely.® Over the past 5 years,
second- and third-generation TKls became available

Tyrosine kinase inhibitor (TKI) therapy has revolu-
tionized the treatment of CML, giving patients with
chronic-phase (CP) disease a near-normal age-
adjusted lifespan.* For patients with CP-CML, the
first-generation TKI imatinib gives a complete cyto-
genetic remission (CCyR) in roughly 60%-70% of

as well by donation through The Max Foundation from
different drug manufacturers for imatinib-resistant
patients.

The estimated global incidence of CML is 0.6-2.0
cases per 100,000 individuals per year.® Little is
known about the incidence of CML in Africa, including
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CONTEXT

Key Objective

Imatinib has revolutionized the treatment of chronic myeloid leukemia (CML) in chronic phase. However, the emergence of
resistance mutations within the Abl kinase domain remains an obstacle to cure in some patients. Findings from several
studies in different populations indicate a wide variability in the frequency and type of resistance mutations. The aim of this
study was to identify the resistance mutations among imatinib-resistant Ethiopian patients with CML.

Knowledge Generated

The analysis demonstrated younger age and more advanced disease at presentation compared with North America and
European countries. The splice variant BCR-ABL13%'NS was frequently detected (20%) and appears associated with disease
progression.

Relevance

These findings could suggest a different disease biology of CML in younger patients and BCR-ABL13%'NS may play a role in
disease progression and affect outcomes.

in Ethiopia, with one report in 2017 estimating 0.4 cases
per 100,000 populations per year.” The difference in in-
cidences might be because of geographic and/or ethnic
variations.® Unfortunately, most CML cases occur in areas
of the world without access to the technology for the di-
agnosis and monitoring of CML. In 2018, among the es-
timated 503,000 prevalent cases of CML globally, 53%
were estimated to be living in resource-limited settings.®
According to CML patient registry at Tikur Anbessa Spe-
cialized Hospital, the only center in Ethiopia treating CML,
more than 1,800 patients with CML were diagnosed so far.
Despite its relatively low incidence, CML will become a very
prevalent oncologic diagnosis in the future because of
transformed survival by TKI therapy. Thus, it should be
expected that emerging resistance or progression is likely to
increase.*

In the developed world, the majority of cases are diagnosed
in CP, with a median age at diagnosis of approximately 65
years.* In low-income countries, the diagnosis of CML is
made more often in advanced-phase disease, with a me-
dian age at diagnosis of approximately 39 years.® In
Ethiopia, the median age is reported as 36 years, with more
than one-third (37%) in the age group of adolescents and
young adults (AYAs; 15- to 29-year-old), and the majority
were high risk based on European Treatment and Outcome
Study and Sokal prognostic scoring system (79% and 56%,
respectively).'© Little is known about the reason for these
differences in the natural history of the disease, whether it is
because of the pyramid of ages of the African people or
unknown environmental and/or genetic factors.!' Luckily,
survival for CP-CML in industrialized countries is similar to
that in low-income countries.*?

Despite the success achieved with imatinib, development
of resistance is an ongoing obstacle. The most commonly
described mechanism associated with resistance is the
point mutations in the BCR-ABL1 gene, although other
rarer mechanisms occur (eg, BCR-ABL gene amplification
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and clonal evolution and activation of alternative splicing of
BCR-ABL transcripts). Findings from several studies indi-
cate that BCR-ABL point mutations are detected with a
frequency ranging from 12% to 63% in imatinib-resistant
patients with CML. Although more than 90 different mu-
tations have been described, two third of mutated cases
involve mutations of amino acids in T315, Y253, E255,
M351, G250, F359, and H396.1%1° Emergence of new
mutations during imatinib treatment predicts loss of CCyR,
shorter progression-free survival, shorter time to BC pro-
gression, and shorter 0S.*® Moreover, certain mutations
may direct the pick of the TKI for salvage therapy.?®?!

The types and frequencies of BCR-ABL mutations reported
in different population studies have shown wide variability.
However, there are very few data regarding such mutations
in African patients and none reported from Ethiopia. The
aim of this study was to describe the BCR-ABL mutations
among Ethiopian patients with CML resistant to imatinib
therapy and to report on their treatment outcomes.

PATIENTS AND METHODS

We conducted a retrospective descriptive analysis of data
obtained from medical records of imatinib-resistant pa-
tients with CML at Tikur Anbessa Specialized Hospital in
Addis Ababa, Ethiopia. All patients who were tested for
mutation analysis in view of suboptimal response or loss of
response to first-line imatinib treatment between January
2014 and September 2019 were included. Imatinib failure
was defined as loss of CCyR, MMR, or complete hema-
tologic remission (CHR; secondary resistance), or failure to
achieve a CHR by 3 months (primary resistance).?®?!
Mutation screening test by Sanger method was carried
out at a private pathology laboratory in India on peripheral
blood samples.??

We used SPSS version 20.0 for data entry and analysis.
Descriptive statistics was applied to summarize socio-
demographic, clinical, test-related and treatment-related
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findings. Measures of central tendency, measures of dis-
persion, frequency distributions, and tables were used to
depict the major findings of the study.

RESULTS
Sociodemographic Characteristics

A total of 962 cases of CML on imatinib were reviewed and
164 cases of CML with imatinib failure were found. Of the
164 imatinib-resistant patients with CML, only 31 patients
(19%) were identified to have tested for mutation. This is
because mutation screening test is not available in Ethiopia
and only very few patients can afford to have it done abroad.
The median age at the time of CML diagnosis was 33 years
with interquartile range (IQR) of 23 years, and the male-to-
female ratio was found to be 2.9:1 (Table 1).

Clinical Characteristics and Laboratory Abnormalities

Thirty of 31 patients had their CML diagnosis year docu-
mented, which ranged from 2007 to 2019. The median
duration of illness before CML diagnosis was 5.0 months
(IQR, 4.3 months). The majority (28 patients, 90.0%)
presented in CP-CML, whereas the remaining (three pa-
tients, 9.7%) presented in accelerated phase (AP) CML.

All patients had splenomegaly with mean spleen size of
15.3 cm below the left costal margin (overall range: 3-26
cm). Among the 28 patients with CP-CML, baseline
prognostic scores were recorded for 27 patients, and it
revealed that 22 patients (81.5%) had Sokal high-risk
disease (Table 2). Comorbidity was identified in seven
patients (23.3%): HIV infection in three, HBV infection in
two, hyperthyroidism in one, and major depressive disorder
in one.

Analysis of baseline hematologic profile was done for 30
patients. Leukocytosis and anemia were the commonly
identified abnormalities. All the patients had leukocytosis
with mean WBC count of 380,618/uL (range: 75,000-
723,730/pL). Almost all patients (96.7%) had anemia
(< 13 g/dL for men; < 12 g/dL for women). None of the

TABLE 1. Sociodemographic Characteristics of Imatinib-Resistant
Patients With CML at Tikur Anbessa Hospital, Addis Ababa, Ethiopia
(n=31)

Patient Category Frequency Percent
Sex
Male 23 74.2
Female 8 25.8
Age, years
15-29° 10 323
30-59 18 58.1
> 60 3 9.6

Abbreviation: CML, chronic myeloid leukemia.
“This range is a predefined range. The minimum age found in the
study was 21 years.
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TABLE 2. Baseline Prognostic Scores of Imatinib-Resistant Patients
With CP-CML at Tikur Anbessa Hospital, Addis Ababa, Ethiopia
(n=27)

Risk Score Frequency Percent
EUTOS
High risk 18 66.7
Low risk 9 333
Sokal
High risk 22 81.5
Intermediate risk 4 14.8
Low risk 3.7

Abbreviations: CML, chronic myeloid leukemia; CP, chronic phase;
EUTOS, European Treatment and Outcome Study.

patients had thrombocytopenia; however, seven patients
(23.3%) were found to have thrombocytosis. The median
basophil and blast percentage in the peripheral blood was
found to be 6.5% (IQR, 8.0%) and 5.0% (IQR, 3%),
respectively.

Imatinib Initiation and BCR-ABL Mutations

All the 31 patients were initially started on imatinib treat-
ment, after a median time of 26 days from CML diagnosis
date (IQR, 15 days). The dose of imatinib was 400 mg/day
for CP patients and 600-800 mg/day for AP patients.
Hematologic response was assessed 3 months after the
initiation of imatinib, and 26 patients (84%) were found to
have achieved CHR. BCR-ABL1 transcript level at
3 months was checked only for two patients, one with
partial hematologic response and another with no hema-
tologic response, and their levels were 24% international
scale (IS) and 43% IS, respectively.

The median duration of imatinib treatment before resis-
tance was found to be 24 months (IQR, 45 months; range,
3-106 months; Table 3).

Of the 31 patients with imatinib resistance, two patients
(6.5%) were primary failures and 29 patients (93.5%) were
secondary failures. BCR-ABL mutations were found in 20
patients (64.5%).

The types of mutations detected in these 20 patients were
non-P-loop mutations in 11 patients (35.5%), P-loop
mutations in four patients (12.9%), and alternatively
spliced BCR-ABL variants in seven patients (22.6%).
Among the non-P-loop mutations, T315I was detected in
four patients (12.9%) and F317L, F359V, F359I, E453A,
M351T, 1418V, and L387M were detected in one patient
each (3.2% each). Among the P-loop mutations, G250E
was detected in two patients (6.5%), whereas L273M and
Y253H were detected in one patient each (3.2% each).

Regarding the types of the alternatively spliced BCR-ABL
variants, six patients (19.4%) harbored intron-derived in-
sertion or truncation mutation (p.C475fs*11; ¢.1423_
1424ins35),** whereas one patient (3.2%) had 185bp
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TABLE 3. Initial Treatment Response to and Duration of Imatinib in Imatinib- (G250E) and BCR-ABL1%'™NS whereas the second patient
Resistant Patients With CML at Tikur Anbessa Hospital, Addis Ababa, Ethiopia had non-P-loop (L387M) and BCR-ABL13*™S (Table 4).
Treatment Characteristics Frequency Percent
Interval (CML diagnosis to imatinib initiation) Response to Change in TKI Therapy and Overall Outcome
Within 1 week 10 333 As seen in Table 5, a total of 26 patients (83.9%) were
e A e mp—— 14 16.7 switched to second-line TKls, whereas in four of the

patients (12.9%) dose escalation of imatinib was done.

Ater 1 month 6 200 One patient with T315] mutation was treated with sal-
Hematologic response at 3 months vage therapy because ponatinib was not available at the
Complete response 26 839 time.
Partial response 3 97 Assessment of response in CML to TKI therapy is by he-
No response 2 65  matologic parameters and molecular test (BCR-ABL re-
Duration of imatinib treatment before resistance, months sult). But due to financial reason, only very few patients can
<12 9 290 afford the molecular test. Overall, the results revealed that
> 1210 < 24 7 oo 16 patients (51.6%) were alive with maintained CHR re-
> o4 15 184 sponse but unknown molecular or cytogenetic response,
whereas 12 patients (38.7%) had died, and the cause of
Abbreviation: CML, chronic myeloid leukemia. death in all patients was related to disease progression

(Table 5).

deletion  (p.R362fs*20/c.1086_1270del185) involving With regard to outcomes on the basis of mutation type, 15
exon 7 of the BCR-ABL kinase domain. Two of these pa- (75.0%) of the 20 patients with mutations were alive with
tients had double mutations: one patient had both a P-loop CHR (but unknown molecular or cytogenetic response),
whereas seven (63.6%) of the 11 patients without de-
tectable mutations had died. Among patients with muta-
tions, 75% of patients with P-loop mutations and T315I
mutations were alive with CHR, whereas only four of the
seven patients (57.1%) with splice variants were alive at the
time of data collection.

Among the 12 patients (38.7%) who had died, mutation
. was not detected in seven patients (58.3%), whereas five
Type of AKD mutations patients (41.7%) had mutation. The types of mutations in

TABLE 4. Type and Frequency of BCR-ABL1 Mutations Among
Imatinib-Resistant Patients With CML at TASH, Ethiopia
AKD Mutations Frequency Percent

Presence of AKD mutations
Yes 20 64.5
No 11 345

P-loop mutations 4 12.9 these patients were P-loop mutation (one patient), T315I
L273M 1 3.2 mutation (one patient), alternatively spliced BCR-ABL
V2534 1 3o  Vvariants (two patients; BCR-ABL1**"® and exon 7 dele-

" tion in each patient), and double mutation with non-P-loop
62508 ? ®° _ and BCR-ABL1®™ (one patient).

Non—P-loop mutations 11 35.5
F317L 1 30 The three HIV-positive patients were on first-line HAART
. . 129 treatment with undetectable viral load, and all were alive

: with a median follow-up of 10.3 months. Mutations were
F359v 1 32 detected in two of them (F3591 and M351T), whereas one
F359I 1 3.2 patient had no mutation. They were treated with dasatinib
E453A 1 3.2 (n = 2) and nilotinib (n = 1).
M351T ! 3.2 Analysis of Patients With Alternatively Spliced BCR-
1418V 1 32 ABL Variants
L38/M" 1 32 The median age of our patients with splice variants was 33

Frameshift mutations / 226 years (range, 24-54 years) with male-to-female ratio of 6:1.
BCR-ABL1®*™ 6 194 With regard to response to change in TKI therapy among
Exon 7 deletion 1 32 these seven patients, four patients with BCR-ABL13%'NS

were treated with nilotinib and two of them were alive with
CHR but the other two had died because of disease pro-
) . , gression. Two of the patients with BCR-ABL1®*™S were

@Two patients had double mutations each (one patient had both a P- treated with d tinib d-line th d both
loop and BCR-ABL1%*™S, and another had a non-P-loop and BCR- réa € ,Wl ,asa_ Inib as secon m,e ergpyan 0 W?re
ABLIZ5INS). alive with maintained CHR. The patient with exon 7 deletion

Abbreviations: CML, chronic myeloid leukemia; TASH, Tikur
Anbessa Specialized Hospital.
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TABLE 5. Treatment Type and Overall Outcome Among Imatinib-Resistant

Patients With CML at Tikur Anbessa Hospital, Addis Ababa, Ethiopia
Treatment Characteristics Frequency  Percent
Type of TKI therapy after IM resistance

Nilotinib 16 51.6
Dasatinib 22.6
Ponatinib 9.7
High-dose imatinib 4 12.9
Patient outcome at data collection time
Alive with maintained CHR but unknown molecular 16 51.6
or cytogenetic response status
Alive with maintained MMR 2 6.5
Alive without response 1 3.2
Died 12 38.7

Abbreviations: CHR, complete hematologic remission; CML, chronic myeloid
leukemia; MMR, major molecular response; TKI, tyrosine kinase inhibitor.

was treated with dose escalation of imatinib to 800 mg but
died because of disease progression.

DISCUSSION

In this study, we have analyzed patients with CML who had
suboptimal response or loss of response according to the
European LeukemiaNet and National Comprehensive
Cancer Network recommendations to first-line imatinib
treatment over the past 5 years and had documented
mutation analysis results.?®?! Hence, we found only 31
patients; of whom, two patients (6%) were primary re-
sistance cases and 29 patients (94%) were secondary
resistance cases. We found several features in our cohort
that were different than in cases from developed coun-
tries, but also some similar features. Our patients were
young (median age 33 years) and despite a short period of
disease symptoms (median 5 months), more than 80%
presented with high-risk Sokal score. A large percentage
of cases (49%) had point mutations, and 23% had splice
variants.

The median age is comparable with prior reports from
Ethiopia,'® other African countries, and Asia of patients
with CML,° but is lower than reports from Western
countries.* The association of young age with more ag-
gressive disease is counterintuitive but in keeping with
analyses from developed countries that compare AYAs
(they represent 8%-13% of the study patient population)
with adults and elders with newly diagnosed CP-CML.2*%°
In the German CML IV study group, AYAs had inferior
response rates with early molecular response at 3 months
but no differences in cytogenetic and molecular remissions
or progression rates. In comparison, other studies suggest
that AYAs have significantly lower cytogenetic and mo-
lecular responses and higher probability of transformation
compared with older adults.?>?® These findings could
suggest a different disease biology of CML in younger
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patients, with more aggressive disease characteristics,
lower response rates, and relatively higher probability of
early disease progression.!!2325

Since only few of the patients with imatinib resistance had
mutation analyses performed, there is a certain degree of
uncertainty as to the estimate of resistance mutations.
However, we found BCR-ABL point mutations in 15 pa-
tients (49%), which is similar to reports from Egypt (57%),2°
China (58%),%” and ltaly (43%)%® but showed higher fre-
quency compared with the frequency reported in study
populations from United States (36%),%° India (30%),%°
Nigeria (25%),3' Australia (19%),%? and United Kingdom
(12%).33 Similarly, the spectrum of types of point mutations
was similar to other reports, as was the response to sec-
ondary TKIs used once resistance occurred. Indeed, only
two of the 13 patients (15%) had died (one of them was a
patient with T315] mutation who couldn’t be initiated on
ponatinib).

Alternatively spliced BCR-ABL variants were detected in
seven patients (23%), two of them (29.5%) had additional
point mutations. The BCR-ABL splice variant frequently
detected from our cohort was BCR-ABL3®™S (six patients,
19.4%), whereas one patient (3.2%) had exon 7 deletion of
the BCR-ABL kinase domain. Among patients with the
alternatively spliced variant, five were in the CP and two in
the AP during initial presentation. Our finding of high fre-
quency of BCR-ABL*®™S among patients with imatinib
resistance is consistent with a large screening studies of
such mutations by Berman et al®* but quite higher than a
report from Laudadio et al (1.7%).2® The median age of our
patients with splice variant was 33 years (range, 24-54
years), which is consistent with case reports and clinical
studies, which also reported a lower median age.3**®

BCR-ABL®*™S is an alternatively spliced BCR-ABL mRNA
with a 35-bp insertion derived from intron 8 and positioned
between the junction of ABL exons 8 and 9, resulting in a
frameshift leading to the addition of 10 residues and
truncation of 653 residues because of early termination.*#>°
This premature termination induces a conformational
change of BCR-ABL protein, which hinders TKI to bind
BCR-ABL, such as BCR-ABL1 T315l mutation® and also
enhances genomic instability.3* Alternative splicing in BCR-
ABL, including BCR-ABL3®™S and exon 7 deletion, has been
implicated as the mechanism of TKI resistance, 430343742
although the contribution of this mutation to TKI resistance
is inconsistent.3>36:43:44

In our cohort, the splicing variants were associated with
imatinib resistance and disease progression. Thus, of the
seven patients with alternatively spliced BCR-ABL who
had begun imatinib as first-line therapy, one patient
(14%) had no response and six patients (86%) had a
response but then progressed while on imatinib after a
median duration of 27.5 months (range, 8-94). These
patients were treated with nilotinib (n = 4), dasatinib
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(n =2), and high-dose imatinib (n = 1). Despite change of
therapy, three of the seven patients (43%), who were
treated with nilotinib (n = 2) and high-dose imatinib
(n=1), had died because of disease progression. The two
patients who were treated with dasatinib were alive with
CHR. Dasatinib has been reported to overcome this re-
sistance in previous case reports.?”*® These findings
suggest that these mutations may play a role in disease
progression and affect outcomes; therefore, a prompt
change of treatment is essential.

Our study had several limitations. In Ethiopia, the struc-
tural and socioeconomic factors limit access to disease
monitoring, making the measurement of short- and long-
term response rates difficult. For example, > 80% of
our patients with imatinib resistance were not tested for
BCR-ABL mutation because of financial limitation;
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