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Fig, 1. Effect of Tinatinib analog (AN-015) on proliferation of D32p210 cells.
| D32p210 cells were grown in RPMI medium supplemented with 10% FBS in humidified
air at 5% CO, and 37°C, For MTT assay, 5 x 10° cells / well were seeded in a 96-well
~ plate and req\;ired drug (ANO15) concentration ranging from InM to 10 OM was added
gﬁd incubated for 24 hrs. Cell proliferation was assessed by incubating the cells with
‘50U1_ofM‘I"I‘ (Sméfml stock ) for additional 3 hrs followed by addition of lysis buffer to
~ dissolve the formazan cr'ys_ta_l's. After overnight incubation, the absorbance was Tecorded
using ELISA reader at a dual wavelength of 570-630 nm. After a series of such
' experiments, a narrower range of concentrations (5 nM to 10 nM) was selected and MTT

assay was repeated to determine the ICsp value . -
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Fig. 2, Effect of Imatinib analog (AN-019) on profiferation of D32p210 cells. "
D32p210 cells were grown in RPMI medium supplemented with 10% FBS in humidified
air at 5% CO, and 37°C. For MTT assay, 5 x 10° cells / well were seeded in a 96-well
plate. and reql_iired drug (ANO19) concentration ranging from 100pM to 100M was
added and incubated for 24 hrs. Cell proliferation was assessed by incubating .the cells
with 2001 of MIT (Smg/ml stock ) for additional 3 hrs followed by addition of Iysis
buffer to dissolve the formazan crystals, After overnight incubation, the absorbance was
recorded using ELISA reader at a dual wavelength of 570-630 nm. After a series of such
experiments, a narrower range of concentrations j(500 pMto 1 .nM) was selected and
MTT assay was repeated to determine the ICsg value . - |



WO 2006/027793 PCT/IN2005/000243
3/6

'Fig. 3 Agarose gel e!ectro horesis of DNA extracted from 1)32p2 10 cells treated

with"AN-015 and AN-019
After treatment cells were lysed and total cellular DNA was exiracted and

electrophoresed on a 1% agarose gel containing 0.05 mg/m! ethidium bromide at 5 Viem.
The gels were then photographed under UV illumination. Lane 1: Control cells; lane 2:
*.Dells treated with 10 nM, AN-015; lane 3: Cells treated with 700 pM, AN-019. '
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* Fig. 4 Flow cytometric analysis of the control and AN-015 and AN-019 treated

D32p210 cells.

© Cells exposed t010 nM of AN-015 and 700 pM of AN-019 for 24 h were fixed, and
stained with propidium iodide and the DNA content was quantified by FACS. The

-number of hypodiploid (sub-G0/G1 phase) cells is expressed as a percentage of the total
- number of cells. (A) Control cells, (B) AN-015, 10 oM, and (C) AN-019, 700 pM.
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" Fig. § Phase contrast microscopic studies of D32p210 cells treated with
AN-015 (10 M) and AN-019 (700 pM).

Cells were photographed under phase conirast microscopy (Magmﬁcaﬂon 400 X).

Arrows indicate a typical apoptotic cell with apoptotic bodies. . (A) Control cells, (B),
AN-015, 10 nM and (C) AN-019, 700 pM. _

stef C\\’)j

e\ = | Bxowyle~),

j .
pe~ O\ - Ee_lm'mﬂc-_ ~%



‘ WO 2006/027795
Sample IACH/RL/040205/001 |NIMS/YD/040205/002
|Imatinib
1M 6.1% 1.3% - -
" 100M 164% | 4o 19% | 4
. hrs hrs
100nM 19.0% 5.1%
| 1uM 20.0%- 20.8%
2uM 12.4% 19.2%
i : 72 72
C5uM 20.0% ¢ hrs 22.9% hrs
10pM 5.0% 19.2%
ANO15
. 1nM 9.0% . 3.8% :
10nM 10.0% L as 10.0% & 48
. hrs hrs }
100nM 20.7% | 20.7%
200nM 7.5% 21.0%
500nM 10.0% [ hrs 19.8% h':'s
1pM 11.6% 22.3%
ANO19
100pM 9.0% ) .8 4.5%
SQOP M _20.'7% " hrs .'.8'3.% hrs
InM 21.6% 9.5%
2nM - 372% _15.6%
. 72
5nM 315% [ b 155% hm
10aM 28.4% 15.4%
. w)
,c,,{a\g [Exq;»nﬂu-\ SGJi" ¢ j
Mool = [ 'G,)(qmiia_ -5, SG‘fC “@

PCT/IN2005/000243

50



