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effects of GRN163L on malignant MK from patients with MF and ET. Unlike normal CD34* cells, treatment of Figure 5. MPN CFU-MK formation is more sensitive to Imetelstat treatment than 5
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in CFU-MK formation) as compared to PB-MNCs treated with an inactive form of the drug (p value= 0.00473).
Of note, in two out of 5 patients in which the total number of CFU-MK was not affected by GRN163L
treatment, the drug decreased the size of the CFU-MK colonies formed. The ability of MPN PB-MNCs to
differentiate into MK was next assessed. Although the total number of cells in PB-MNC liquid cultures exposed
to GRN163L was decreased as compared to those treated with the inactive drug (n=6; p value=0.03204), the
proportion of CD34*/CD41* MK precursors generated was not significantly affected. We then evaluated the
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Figure 2. Treatment with Imetelstat during MK differentiation of CD34*
cells results in accumulation of immature CD34*/CD41* MK and
reduced number of mature CD41*/CD42* MK suggesting a delay in MK
maturation. (A) Flow cytometric analyses of day 7 and day 14 MK
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propensity to induce thrombocytopenia in patients with normal marrow. By contrast, GRN163L treatment
inhibited the ability of MPN CD34* cells but not normal CD34* cells to form CFU-MK colonies and drug
treatment reduced the numbers of malignant MKs generated. We propose that the amelioration of fibrosis
observed in a clinical trial of MF patients treated with GRN163L might be due to, at least in part, two potential
modes of action: 1) inhibiting malignant MK progenitors cells and 2) preventing terminal MK maturation thus
depleting the pool of mature MKs which are the major source of fibrogenic cytokines in MF.

Figure 6. Imetelstat impairs MPN megakaryopoiesis by reducing the number of MK generated and by preventing their terminal
maturation. (A) and (B) PB-MNCs from MPN patients (n=8) were plated in liquid culture in the absence (untreated) and in the presence
of inactive (MM1) or active drug (GRN163L). After 7 days, viable cells were enumerated (A) and the percentage of CD34*/CD41* MK
precursors (B) was determined by flow cytometry. (C) Representative examples of dot plot analyses of mature MK (CD41*/CD42%)
generated after 14 days in culture by PB-MNC from two MPN patients.

Figure 3. Imetelelstat treatment impairs MK
polyploidization and morphological maturation.

(A) Representative DNA content histograms of
immunomagnetically isolated CD61* MK (day 11) allowed
to undergo polyploidization in the absence (Untreated) or
presence of GRN163L or its active form (MM1). (B)
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Sz:‘lltfﬁ'leld GRN1TG3E | } Figure 4. Imetelstat inhibits telomerase expression (hTERT) and activity (TA) and induces DNA damage in HEL JAK2V617F cells. We propose that the amelioration of fibrosis observed in a clinical trial of MF patients treated

(A) Western blot analyses of protein lysate from HEL JAK2V617F cells untreated (Un) or treated with GRN163L or with its inactive form (MM1).
(B) hTERT mRNA expression and telomerase activity (TA) in untreated and treated HEL JAK2V617F cells. TA was evaluated by a PCR-based assay in
which the relative enzymatic activity is determined based on the enzyme’s ability to synthetize telomeric repeats which were quantified by PCR;
the higher the number of PCR cycles (C, SYBR) required for telomeric sequences amplification, the lower the TA.

with Imetelstat might be due to, at least in part, two potential modes of action:

1) inhibiting malignant MK progenitors cells

2) preventing terminal MK maturation thus depleting the pool of mature MK which are the
major source of fibrogenic cytokines in MF

14-16 days with TPO, II-3&IlI-6

Conflict-of-interest disclosure: C. lancu-Rubin: research support, R. Hoffman: consultancy, C. Parker and K. Eng: employment; Geron Corporation




	Slide Number 1

