HelLa Exo SiHa Exo

C33a Exo

HUVEC + Cervical Cancer Exosomes

pg/ml)

(50 pg/ml)

Count
150

(20

pecimen-1-4

30

250

200

190

GOJGL

50

G2fM

oy

Caunt

o 20 2q o m

0

100, 150 200 250
FE Texas Red-4 1,000

pecimen-1-B —_ 125
N 0G0/G1 mS mG2IM
: ~ 100
[Tl g m m m
75 10
S B B
- c_s 5
GZIM 3 72
Q 25 % 8
(@)
(ol
0
e IR N N C 20 50

Exo (ug/ml)

Count

125

190

75

5

GOfGL

G2M

Count
190

2p0

150

50

uJ‘A i -
100, 150 200 250
FE Texas Red-4 1,000

Specimen-1-F /a 125
> OGUG1 S BG2M
s ~ 10
c 18] 0] 14]
GjGL 9 - 10 m m
-
i g
G2 S 50
o 7 5 74
O =
(ol
“ 0
50 s ‘DDFE—TE)(ES Réﬁ;ElA 20'5 [xz‘Sf;\nn] C 20 50

Exo (ug/ml)

Caunt

Specimen-1-C

s

40

0

a0

90

G0/a1

()

Count

00 \S‘U
PE-Toxas Red-4 1 1.000)

pecimen1-D — 125
°\° 0G0/G1 mS mG2M
s N— 100
c 18| 18]
GojE1 O 75 10 m m
—
[ C_U 50
= > 72 70 70
Q 25
(@)
(ol
0
50 ‘WPE-T:X;S R;SdU-A = 200 [HZ‘?;!W] C 2 O 5 O

Count
3

Control HUVEC

=1-CONTROL

PPPPP

80

500

a0

1o

GOJGL

[e]

100, 15‘D
FE Texas Red-4 1,000

Exo (ug/ml)

Fig. S1: Effect of cervical cancer exosomes on endothelial cell cycle. Histograms
showing proportions of HUVEC incubated with indicated concentrations of cervical cancer
exosomes in different phases of cell cycle. Right panels show phase-specific changes in the
proportion of exosome-treated HUVEC. HUVEC cells (50,000 cells/well) were seeded in a
6-well plate in 10% exosome-depleted serum and cultured overnight. Next Day, cells were
treated with cervical cancer exosomes for 24 hours. Subsequently, cells were harvested
through trypsinization using 0.3 ml of 1X Tryipsin-EDTA solution (HiMedia) and fixed in 70%
ethanol for 5 min. Fixed cells were rehydrated in 1X PBS for 10 min at RT and pelleted at
1200 rpm. Cell pellets were then resuspended in 1X PBS and treated with RNase A (10
pg/ml working concentration) for 5 min. Finally, Pl (50 pl; 1mg/ml stock concentration) was
added and cells were kept for 10 min in dark. Data was acquired on a BD FACS LSR
Fortessa instrument (BD Biosciences; New Jersey, USA) using a 488 nm excitation laser.
Cell cycle analysis was performed by BD DIVA software. A total of 10,000 events were
acquired for each sample. For analysis, the cells were gated to exclude cell debris, cell
doublets and cell clumps to identify the single cell population first using Pl width vs. Pl area.
The gates were applied to the PI histogram plot.



