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LETTERS TO THE EDITOR

Open

Retention of CD34" CML stem/progenitor cells during imatinib
treatment and rapid decline after treatment with second-generation

BCR—ABL inhibitors

Leukemia (2012) 26, 2142-2143; doi:10.1038/leu.2012.73

ABL-tyrosine kinase inhibitor (TKI), imatinib (IM) is suggested
to be effective for proliferating leukemic cells, not quiescent
chronic myeloid leukemia (CML) stem cells." Recent clinical
trials suggest that CML treatment can be improved with more
potent BCR-ABL inhibition during the second generation of
ABL-tyrosine kinase inhibitors (2nd-TKls) such as dasatinib and
nilotinib.* To comparatively examine the effects of IM and
2nd-TKIs on the BCR-ABL-positive hematopoietic stem cells
(HSC) and progenitors, we investigated 47 CML-chronic phase
cases using methods previously reported with FACSAria and
quantitative real-time-PCR of BCR-ABL among each sorted
population: total mononuclear cells, HSC/Thy-1", HSC/Thy-1",
common myeloid progenitors, granulocyte macrophage progeni-
tors and megakaryocyte erythroid progenitors (detailed in
Supplementary Materials and Methods).>® By using this method
in the HSC population, more than 30% of cells are supposed to
have7stem cell potential, probably as long-term culture-initiating
cells.

In optimal responders to IM therapy, BCR-ABL transcripts in the
HSC population tended to be more retentive than other
populations, while a gradual reduction was observed during the
first 12 months in all populations (Figure 1a). After 2- or 3-year
of treatment, BCR-ABL transcripts in the total mononuclear cells
continued to decrease, but were more retentive in the HSC and
progenitor populations showing a greater discrepancy (about
2log difference) (Figure 1b). After longer treatment with IM,
even when BCR-ABL transcripts were undetectable in total
mononuclear cells, residual transcripts were observed in the HSC
population with around 2-log discrepancy of the averages
(Supplementary Table 1). There was no significant difference
between Thy-1" and Thy-1~ in the HSC population, and among
the progenitor population common myeloid progenitors were
most retentive.

We also prospectively investigated BCR-ABL transcripts in each
population of 27 IM-resistant or -intolerant cases during treatment
with the 2nd-TKIs, dasatinib or nilotinib. In optimal responders
to nilotinib therapy for IM-intolerance, BCR-ABL transcripts in
total mononuclear cells after 6 to 12 months decreased to the
equivalent level after 2-, or 3-year IM treatment (Figure 2a). In this
situation with IM therapy, retention of BCR-ABL transcripts in the
CD34" populations was observed. However, there was no
significant difference in minimal residual disease among each
population. Also in optimal responders to dasatinib therapy for
IM-intolerance, we observed a rapid decline of BCR-ABL transcripts
even in the CD34"38~ population (Figure 2b). Although we
continued to examine with longer-treated patients, there was a
methodological limitation in subtle quantitative evaluation around
the complete molecular response during 2nd-TKI treatments (data
not shown).

For deeper interpretation of our results, we collaborated with
mathematicians. Based on the pivotal IRIS (International Rando-
mized Study of Interferon and STI571) trial involving 1106 patients
with CML-chronic phase, they made a standardized formula about
the manner of decline of BCR-ABL transcripts, consisting of
bi-exponential phases: a-slope with initial rapid decline and B-slope
corresponding to kinetics of more residual cells® Our results were
similar, with biphasic decreasing in the CD34138~ population.
Combined with the results, we developed a hypothesis that the
[-slope corresponds mainly to the partial (quiescent, IM-insensitive
stem cells) CD34 138~ population, not the entire one. Our results
showed treatment with 2nd-TKI induced at least steeper a-slope in
comparison with IM treatment. To evaluate the -slope properly,
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Figure 1. Retention of BCR-ABL transcripts in primitive populations

during optimal response to imatinib. (a) Imatinib-treated cohort
(h=10) for the first 12 months. (b) Imatinib-treated cohort for
2 years (n=9) and 3 years (n=7).
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Figure 2. BCR-ABL transcripts during optimal response to 2nd-TKI

therapy for imatinib-intolerant CML-chronic phase patients.
(@) Nilotinib-treated cohort (n=6). (b) Dasatinib-treated cohort
(n=6).

examination of 2nd-TKIs as 1st-line setting and development of a
more accurate gPCR method are also warranted.

Our results implied that treatment with 2nd-TKI was more
effective even on populations with more quiescent property.
Transient potent BCR-ABL inhibition is sufficient to commit CML
cells irreversibly to apoptosis.”™'" Such pro-apoptotic effects due
to more potent BCR-ABL inhibition during treatment with 2nd-
TKIs might work even on the reduction of BCR-ABL-positive
primitive cells. Future efforts toward cure in CML patients who are
responding well to kinase inhibitors, but continue to show
evidence of minimal residual disease, should focus on under-
standing the mechanisms of proliferating arrest and dormancy on
oncogene inactivation in the CML stem cell population and also
aim to target BCR-ABL kinase-independent survival pathways that
remain active in these cells or are activated on kinase inhibition.

In conclusion, 2nd-TKl therapy can be a more promising
approach than IM treatment for early reduction of CML stem cells.

CONFLICT OF INTEREST

Dr T Naoe received research grants from Janssen, Novartis, Kyowa-Hakko Kirin,
Bristol-Myers Squibb and Chugai. They did not in any way influence the content of
the paper. The other authors declare no conflict of interest.

Letters to the Editor

ACKNOWLEDGEMENTS

We thank Ms Y Nomura and Ms A Watanabe for their technical assistance. This study
is partly supported by Grants-in-Aid from the National Institute of Biomedical
Innovation and from the Ministry of Education, Culture, Sports, Science and
Technology on Scientific Research.

Y Minami', A Abe'?, M Minami', K Kitamura®, J Hiraga®, S Mizuno®,
K Ymamoto®, M Sawa®, Y Inagaki®, K Miyamura’ and T Naoe'
'Department of Hematology and Oncology, Nagoya University
Graduate School of Medicine, Nagoya, Japan;

Department of Hematology, Fujita Health University,

Toyoake, Japan;

3Department of Hematology, Ichinomiya Municipal Hospital,
Ichinomiya, Japan;

“Department of Hematology, Toyota Memorial Hospital,

Toyota, Japan;

*Department of Hematology and Cell Therapy, Aichi Cancer Center,
Aichi, Japan;

Department of Hematology, Anjo Kosei Hospital, Anjo, Japan and
’Department of Hematology, Japanese Red Cross Nagoya Daiichi
Hospital, Nagoya, Japan

E-mail: yminami@med.nagoya-u.ac.jp

REFERENCES

Corbin AS, Agarwal A, Loriaux M, Cortes J, Deininger MW, Druker BJ.
Human chronic myeloid leukemia stem cells are insensitive to imatinib despite
inhibition of BCR-ABL activity. J Clin Invest 2011; 121: 396-409.

Chu S, McDonald T, Lin A, Chakraborty S, Huang Q, Snyder DS et al. Persistence of
leukemia stem cells in chronic myelogenous leukemia patients in prolonged
remission with imatinib treatment. Blood 2011; 118: 5565-5572.

Hamilton A, Helgason GV, Schemionek M, Zhang B, Myssina S, Allan EK et al.
Chronic myeloid leukemia stem cells are not dependent on Bcr-Abl kinase activity
for their survival. Blood 2012; 119: 1501-1510.

4 Shami PJ, Deininger M. Evolving treatment strategies for patients newly diag-
nosed with chronic myeloid leukemia: the role of second-generation BCR-ABL
inhibitors as first-line therapy. Leukemia 2012; 26: 214-224.

Jamieson CH, Ailles LE, Dylla SJ, Muijtiens M, Jones C, Zehnder JL et al.
Granulocyte-macrophage progenitors as candidate leukemic stem cells in blast-
crisis CML. New Engl J Med 2004; 351: 657-667.

Abe A, Minami Y, Hayakawa F, Kitamura K, Nomura Y, Murata M et al. Retention
but significant reduction of BCR-ABL transcript in hematopoietic stem cells in
chronic myelogenous leukemia after imatinib therapy. Int J Hematol 2008; 88:
471-475.

Sloma |, Jiang X, Eaves AC, Eaves CJ. Insights into the stem cells of chronic
myeloid leukemia. Leukemia 2010; 24: 1823-1833.

Stein AM, Bottino D, Modur V, Branford S, Kaeda J, Goldman JM et al.
BCR-ABL transcript dynamics support the hypothesis that leukemic stem
cells are reduced during imatinib treatment. Clin Cancer Res 2011; 17:
6812-6821.

Hiwase DK, White DL, Saunders VA, Kumar S, Melo JV, Hughes TP. Short-term
intense Bcr-Abl kinase inhibition with nilotinib is adequate to trigger cell death in
BCR-ABL™ cells. Leukemia 2009; 23: 1205-1206.

10 Shah NP, Kasap C, Weier C, Balbas M, Nicoll JM, Bleickardt E et al. Transient
potent BCR-ABL inhibition is sufficient to commit chronic myeloid leukemia cells
irreversibly to apoptosis. Cancer Cell 2008; 14: 485-493.

Snead JL, O'Hare T, Adrian LT, Eide CA, Lange T, Druker BJ et al. Acute
dasatinib exposure commits Bcr-Abl-dependent cells to apoptosis. Blood 2009;
114: 3459-3463.

This work is licensed under the Creative Commons Attribution-
HITEAIEGTRE] - NonCommercial-No Derivative Works 3.0 Unported License. To view a

copy of this license, visit http://creativecommons.org/licenses/by-nc-nd/3.0/

—_

N

w

w

(=)}

~N

<]

O

Supplementary Information accompanies the paper on the Leukemia website (http://www.nature.com/leu)
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