Supplementary Materials

A 45 . B .«
L e O
40 70 1M
35
x 30 . 300 M
55 P )
T L , z
£20 / . g
z 15 § g0
0 1.0 + E2 _
05 1 .
00 st sy
05 1 ' " - o
- subGo GoG1 s Gom SubG0 G061 s Gam
0.0 10.0 20.0 30.0 40.0 50.0
Time (in Hour)
ouM 0.5uM 1uM 2uMm 4um 8uM
D g T E:to;::np e —_ - . oo mmens__ g oTOS o _ . AOPTOSIS FROFILE ) romrom PRORLE
i IDeac ea ateApop./Dea ead ate Apop IDeac ea ate Apop/Dead  *TDead Late Apop.Dea: i
0.30% 495% 385 % 1250 % 1990 % 36.30 % 15.85% 5415%| 1565 o Dexd Late Apop.Dead
3 * 3 3 3 sl . '
z z z |
32 32 32
s s ES
i e i
' 1 1 1 " h
8485 + 9.90% 19.95 % 3105% 12.75 % 9.15% 2085%|  1590% 1155 9 %
o Live Early Apop.| | Early Apop|  , |Live Early Apop. o |Live Early Apop. ILive [‘52 & Eamf ifm;
o 7 AR 7 3 H I T 7 3 3 S 3 3 109 T 7 T 1 p: T 3 7 7
AN Y v ANNEXIN V g e ANEAN Y g e ANNEXIN Y s e ANNEXINY [ ey i
opM 0.5uM 1uM 2uM 4uM 8uM
. APOPTOSIS PROFILE . APOPTOSIS PROFILE . APOPTOSIS PROFILE . APOPTOSIS PROFILE . APORTOSIS PROFILE . APOPTOSIS PROFILE
E Dead Late Apop. Dea Dead Late Apop /Dea Dead Late Apop /Dea Dead Late Apop /Dea Dead Late Apop /Deat Dead Late Apop /Dea
140% 1360% 145% 15.70% 250 % 14.25% 1850 % 5930 % 1050 % 8250 % 605 % 9040 %
3 . . 3 . 3 L4 3
H H z: ER
E £ 2 z
' .
54.05 9 13.90% 8.30 % 4.15% 285% 240 %
Live Eary Apop| |Live Early Apop| , [Live Early Apop| |Live
T El 3 P T 3 7 FE T 3 3 To 7
ANNEXIN Y s e ANEXINY s e ANNEIN Y o= o
F 1.5 1.5
= *
T ns
g 1.0 g 1.0
g [
< 2
T 0s 5 o5
a a
ns
ns
0.0 0.0
0 4 0 4

1 2 1 2
SNG(uM) SNG(uM)

Figure S1: (A) xCELLigence Real-Time Cell Analysis (RTCA) based analysis of cell migration.
BCPAP cells were treated with indicated doses of SNG in CIM plates and cell index was monitored
as described in materials and methods. (B) BCPAP and (C) TPC-1 cells were cells were treated with
indicated concentrations of SNG for 24 hours and cells were processed for the cell cycle analysis
by flow cytometry as mentioned in materials and methods SNG treatment markedly enhanced
SubGoO fraction in PTC cells. (D) BCPAP and (E) TPC-1 cells were cells were treated with indicated
concentrations of SNG for 24 hours. Then, cells were harvested, washed and level of apoptosis was
measured on Mouse cell analyzer using Annexin V and Dead Cell Kit (Millipore, USA cat # MCH
100105) as per the manufacturer’s instructions. Densitometric analysis of p-H2AX in BCPAP (F)
and TPC-1 (G) respectively. Cells were treated with increasing doses of SNG for 4 hours as
indicated in the main text. After cell lysis, equal amounts of proteins were separated by SDS-PAGE,
transferred to PVDF membrane and immunoblotted with antibodies against p-H2AX, and
GAPDH. Data expressed as relative density normalized with GAPDH and represented as mean +
SD (*p<0.05).
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Figure S2: (A) Treatment of BCPAP cells with caspase-9 inhibitor Z-LEHD-FMK. BCPAP cells
were treated with treated with 30uM Z-LEHD-FMK and 4uM SNG alone and in combination for 4
hours. CCK-8 was used to determine cell viability as described in materials and methods. Values
are expressed as the mean +/- SD (standard deviation) of at least six replicates with p value
***p<0.001, **p<0.01 (n=6). (B) Treatment of BCPAP cells with caspase-9 inhibitor Z-LEHD-FMK.
BCPAP cells were treated with 30uM Z-LEHD-FMK and 4uM SNG alone and in combination for
4 hours followed by assesment of morphological changes by EVOS FLc Cell Imaging System from
Invitrogen (Thermo Fisher Scientific). (C) BCPAP cells were treated with 30uM caspase-9 inhibitor
Z-LEHD-FMK and 4uM SNG alone and in combination for 4 hours followed by cell harvesting,
lysate preparation, SDS-PAGE separation and immunoblotting with caspase-3, cleaved caspase-3
and GAPDH antibodies. (D) Treatment of BCPAP cells with caspase-8 inhibitor Z-IETD-FMK.
BCPAP cells were treated with 30uM Z-IETD-FMK and 4uM SNG alone and in combination for 4
hours and photomigraphs of cell morphologies were taken. (E) BCPAP cells were treated with
30uM Z-IETD-FMK and 4uM SNG alone and in combination for 4 hours followed by cell
harvesting, lysate preparation, SDS-PAGE separation and immunoblotting with caspase-3, cleaved
caspase-3 and GAPDH antibodies.
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Figure S3: Densitometric analysis of p-STAT3 in BCPAP (A) and TPC-1 (B) respectively. PTC
Cells were treated with increasing doses of SNG for 4 hours as indicated in the main text. After cell
lysis, equal amounts of proteins were separated by SDS-PAGE, transferred to PVDF membrane
and immunoblotted with antibodies against p-STAT3, STAT3 and GAPDH. Data expressed as
relative density normalized with GAPDH and represented as mean + SD (*p<0.05). (C). Time course
analysis of SNG treatment on PTC cells. BCPAP cells were treated with 4uM SNG and cells were
lysed at different time points as indicated. After cell lysis, equal amounts of proteins were
separated by SDS-PAGE, transferred to PVDF membrane and immunoblotted with antibodies
against p-STAT3, STAT3 and Actin. Densitometric analysis of cycklin D1 expression (D, E) in
BCPAP and TPC-1 cells treated with increasing doses of SNG for 4 hours respectively. After cell
lysis, equal amounts of proteins were separated by SDS-PAGE, transferred to PVDF membrane
and immunoblotted with antibodies against cyclin D1 and GAPDH. Data expressed as relative
density normalized with total STAT3, GAPDH and represented as mean + SD (*p<0.05). (F) TPC-
1 cells were cells were treated with indicated concentrations of SNG and cisplatin ~ for 24 hours.
Then, cells were harvested, washed and level of apoptosis was measured on Mouse cell analyzer
using Annexin V and Dead Cell Kit (Millipore, USA cat # MCH 100105) as per the manufacturer’s
instructions.



