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IL-4 contributes to malignant FcyRIlb upregulation in Bcr-Abl* cells. CML KCL-22 cells were
treated with 2uM Imatinib, 100ng/ml IL-4 or the combination. mMRNA expression of FcyRIlb was
evaluated by gRT-PCR. Data are shown as mean £ SD. *p<0.05, **p<0.001, ***p<0.0001
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Clonogenic potential of malignant but not normal Hoxb8-immortalized FcyRIIb”- cells is impaired.
2000 HoxB8-immortalized FcyRIIb**:ev, FcyRIllb”:ev, FcyRIIb**:Bcr-Abl and FcyRIlb”:Bcr-Abl BM cells

were seeded in methylcellulose with and without cytokines and analyzed for colony formation after
7 days.
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BM cell proliferation is not affected by FcyRIlb depletion. Proliferation of FcyRIlIb**:ev (empty
vector) and FcyRIIb’- :ev transduced cells was analyzed using trypan-blue exclusion method.
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Cell cycle phase is not affected by FcyRIlb depletion. Cell cycle analysis of FcyRIIb**:ev and
FcyRIIb”’:ev BM cells was performed by propidium iodide method using FACS analysis. Data are shown
as mean + SD; ns= not statistically significant

Supplementary Figure S5

ev Bcr-Abl
+/+ -/- +/+ -/-
---- GAPDH

Increased expression of negative cell cycle regulator p27 in Bcr-Abl* cells upon FcyRllb
depletion. p27Crl protein expression was analyzed by western blot in FcyRIIb** and FcyRIlb”- Ber-Abl*
and empty vector (ev) cells.
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Elevated mRNA levels of negative cell cycle regulators in Bcr-Abl* cells upon FcyRIlb depletion.
MRNA expression analyses of p16"k4A p19AT p21CiPlWaill gnd p27<irl ysing qRT-PCR. Data are shown
as mean + SD. n=3 each; **p<0.001, ***p<0.0001; ns= not statistically significant, ne= not expressed.
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Decreased WBC in Bcr-Abl* mice upon FcyRIlb depletion. Peripheral blood (PB) was analyzed for
white blood cell count (WBC) in transplanted recipients receiving FcyRIlb**:Bcr-Abl (n=3) or FcyRIlb"

:Bcr-Abl (n=5) BM cells. Data are shown as mean = SD; *p<0.05
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FcyRIllIb mRNA and protein expression are significantly reduced by shRNA targeting. Three
different shRNAs targeting FcyRIlb were retrovirally introduced into C567B/L6 lin- BM cells. (a) FcyRIlb-
expression was analyzed using gRT-PCR in FACS sorted infected C567B/L6 lin- BM cells. (b) FcyRIIb
cell surface expression was analyzed by FACS using CD32b-APC antibody or IgG control. (c)
Quantification of FcyRIIb surface expression. Data are shown as mean + SD; ***p<0.0001
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Cell proliferation is decreased in malignant cells upon FcyRIlb targeting. 3x10° cells/ml were used
to assess proliferation of immortalized transgenic Bcr-Abl BM cells transduced with shRNA targeting
FcyRIIb or scr control (n=3, each).
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Imparied clonogenic potential in malignant cells upon FcyRllb targeting. 2000 cells/ml of
immortalized SCLtTA/Bcr-Abl cells transduced with shRNA targeting FcyRIIb or shRNA:scr control were
seeded in methylcellulose containing cytokines. Colony formation was analyzed after 7 days of culture
(n=3, each).
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Malignant colony morphology is restored upon FcyRIllIb re-expression in malignant cells. CFU
morphology of FcyRIIb**:ev, FcyRIIb’:ev, FcyRIllb**:Bcr-Abl, FcyRIIb7:Bcr-Abl, or FcyRIllb”’:Bcr-
Abl:FcyRIlIb colonies.
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Combined inhibition of Bcr-Abl
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and BTK reduces cell division in
CML CD34* cells (patient CML#4).
Evaluation of cell division upon lbr
and IM treatment using CFSE
staining. Data are shown as mean +
SD. **p<0.0001; for a clear
presentation, the level of significance
is given for lbr+IM vs. IM only.
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Combined inhibition of Bcr-Abl
and BTK reduces cell division in
CML CD34* cells (patient CML#4).
Evaluation of cell division upon lbr
and IM treatment using CFSE
staining. Data are shown as mean +
SD. **p<0.0001; for a clear
presentation, the level of significance
is given for lbr+IM vs. IM only.
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Combined inhibition of Bcr-Abl and BTK enhances apoptosis in non-dividing LSCs of patient #7.
AnnexinV* staining of undivided CFSEMa cells of treated CML CD34* cells. Data are shown as mean =
SD. **p<0.0001; ns= not statistically significant, lbr= ibrutinib, IM= imatinib.
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Combined inhibition of Bcr-Abl and BTK enhances apoptosis in non-dividing LSCs of patient #6.
AnnexinV* staining of undivided CFSEMa cells of treated CML CD34* cells. Data are shown as mean =
SD; **p<0.001, ***p<0.0001, ns= not statistically significant, Ibr= ibrutinib, IM= imatinib.
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Volcano plot showing gene expression in total BM and pB unfractionated leukocytes in
cytogenetic responders compared with non-responders (GSE2535) using non-adjusted p-value.



