Efficiency of nilotinib to target chronic phase-chronic myeloid leukaemia primary mature CD34- and immature CD34+ cells 
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Supplementary Figure S1: Measurement of nilotinib uptake by K562 cells using flow cytometry
A flow cytometer equipped with a UV-laser was used to detect the fluorescence emitted by nilotinib. K562 cells were first gated using a FSC-SSC dot-plot (A). Then, singlets were selected (FSC-H vs FSC-A) (B) before selection of propidium iodide-negative (live) cells (C). The difference in the fluorescence mean intensity (linear scale) between control (untreated) and cells incubated with nilotinib was used to quantify the amount of intracellular nilotinib (D). 
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Supplementary Figure S2: Relationship between intra- and extra-cellular amount of nilotinib in CML cell lines. 
Nilotinib accumulation was significantly different in the three CML-derived cell lines tested (K562, KCL22 and LAMA84). When incubated with low nilotinib concentrations (0.5 µM; extracellular nilotinib), nilotinib intracellular level was significantly higher in LAMA84 than in K562 cells (2.7x103 ± 0.8 x103 vs 1x103 ± 0.3 x103 AFU; p=0.05). Nilotinib intracellular concentration in KCL22 cells reached a plateau when cells were incubated with 2.5 μM of nilotinib, and in K562 and LAMA84 after incubation with 5 μM. Results are the mean ± standard deviation.
Supplementary Table 1: Patients characteristics
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Supplementary Table 2 : Relationship between intra- and extra-cellular amount of nilotinib in primary CML cells.
	
	0
	0.1 µM
	1 µM
	2.5 µM
	5 µM

	Ly
	0
	0.029±0.005
	0.031±0.005
	0.045±0.006
	0.011±0.01

	Mo
	0
	0.099±0.02
	0.13±0.02
	0.17±0.02
	0.33±0.03

	PMN
	0
	0.13±0.02
	0.20±0.02
	0.31±0.03
	0.54±0.05



Nilotinib uptake by primary cells was evaluated by flow cytometry after 2 hours of incubation with 0.1, 1, 2.5 or 5µM of this TKI (n=60 patients). Lymphocytes (Ly), monocytes (Mo), and polymorphonuclear cells (PMN) were identified on the basis of their FSC/SSC parameters. Data are expressed as the mean ± standard deviation
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Main patient characteristics at diagnosis
Number of patients

Median age at CML diagnosis, years (range)
Male/female ratio (n)

Leucocytosis (x10%L)

CD34" cells (%)

CD34" cells (/pl)

Sokal score at diagnosis

33
48 (25-78)
1.75 (21/12)
84 (13 — 488)
0.4 (0.1-7)

511 (9-11324)

Low 17
Intermediate 10
High 6
ELTS score at diagnosis
Low 13
Intermediate 17
High 3
Tumour burden at day 6+1 (n=21)
Leucocytosis (x10%L) 39 (3-197)
CD34" cells (%) 0.3 (0.03-5.5)
CD34" cells (/pl) 47 (0-3830)
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First —line nilotinib
Other first-line TKI
Median age at CML diagnosis, years (range)
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Leucocytosis (x10%L)
CD34* cells (%)

CD34* cells (/pl)

Sokal risk group at diagnosis

Low
Intermediate
High
ELTS risk group at diagnosis
Low
Intermediate
High

92
33 (35.9%)
59 (64.1%)
56 (25-86)
1.4 (53/39)

65.6 (3.65 — 488.3)

0.41 (0.02-9.1)

247.2 (2.44-11324)
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