===<= Invitro

a) b)
mATII
< 27 NFECVE
< 20047 ECVE 0.001
g -»- CSE A o017
= c e M
S 6 1504 R
3 2 3--3
e 9 -- - - == = - -
I R R
5E N
o 50
£
o
o 0 T —T———rm
1 25 5 10 15 50 100
Extract (%)
d e
) mPASMC )
~ 1000 -e- NF ECVE
s -»- ECVE
S 8004 CSE <0.001
ZE B
2 8 6001 <0.001,*
L2e <0001 __--&
S5 400 e
S0 <0.001 _-~
O
o 200 Lo
£ e --0----- o----- o--3
© 0 T —— —rrr
1 25 5 10 15 50 100
Extract (%)
f) 9)
mATII
< 400 - NF ECVE <0.001
ot - ECVE
© 300 -e CSE IEIN
@o e ‘ + <0.001
8 8 / ¢
G o 2007 J
<] ’
3 ,
<§ 100 .--.gsé';,.-===='::.
§
3] 0 T T T
1 25 5 10 15 50 100
Extract (%)
i) )]
mPASMC
~ 2000~ -~ NF ECVE
s -»- ECVE <0.001
© 1500~ CSE
o Lk
® O R
£ o 10004 AN
23 <0.001 »* '
<@ _ \
© 500 _-
& ¥ B
9 I e
o 0 T T T T T T T T T

25 5 10 15

Extract (%)

50 100

c)
A549 HBEpC
5007 ¢~ NF ECVE <0001 200 -e- NF ECVE
-~ ECVE h -e- ECVE ;0._0(11___:0.001
4001 o cSE ) 1504 - CSE R4 \~\;0.001
i ,’
300+ K L’
200, K 100 t::‘:::::‘:::::.::#
000
100 YRR Aoy 507
PN —-——e---o
0 ———r —rr 0 e —— —rr
1 25 5 10 15 50 100 1 25 5 10 15 50 100
Extract (%) Extract (%)
hPASMC
6001 -e- NF ECVE
- ECVE =0.001
-o- CSE R
400- ‘
<0.001,”
001 -7
200 Y2 i
®--@<---@----- o:C
0 T ———
1 25 5 10 15 50 100
Extract (%)
h)
A549 HBEpC
10000 -e- NF ECVE <0.001 1000 -e- NF ECVE
8000 -e- ECVE -~ ECVE <°-00; <0.001
60004 - CSE <0.001_.° 800- -»- CSE x--e
4000~ & K
2000 R4 600 K
300 T - ‘
<0.001 ~ 400 '/
200 - ,
N - -8z 200- 0.003 /
100- LR TR = -
i f . 0-- e e @ mm=z===20
0 - ————rrm 0 - ————
1 25 5 1015 50 100 1 25 5 10 15 50 100
Extract (%) Extract (%)
k)
hPASMC mPASMC
20000 -e- NF ECVE =  0.25q
16000 -e- ECVE 7o e < 500/: CSE
12000- -e- CSE ,i\ % = 0.20- “® 100% CSE
8000- , Se<0001 § 8
4000+ ’ o 2 9 0.15-
. 8_2
1000 . E
800 /! <5 0101
600 <0.001 g =
400 e £ 8 o0.05
__.::--':--".== g'
Q
< 0.0 1
1 25 5 1015 50 100 25
Extract (%)

Supplementary figure S2. Effect of in vitro ECVE or NF ECVE exposure on cytotoxicity and apoptosis.

a-e) Cytotoxicity assays of primary mouse ATIl cells (a, mATIl, n=3), A549 cells (b, n=3), HBEpC (¢, n=3), primary
mPASMC (d, n=3), and primary hPASMC (e, n=3). f-j) Apoptosis assays of mATII cells (f, n=5), A549 cells (g, n=4),
HBEpPC (h, n=4), mPASMC (i, n=4), hPASMC (j, n=4). Cells were either exposed to nicotine-free e-cigarette vapour
extract (NF ECVE), nicotine-containing e-cigarette vapour extract (ECVE) or conventional cigarette smoke extract
(CSE). k) Kinetics of apoptosis in mPASMC exposed to 50% and 100% CSE (n=4).
Controls were treated with medium without ECVE, NF ECVE or CSE. n for mATII cells, mMPASMC, and hPASMC repre-
sent independent cell isolations per group, n for A549 cells and HBEpC represent independent experiments per group.
Statistical analysis was performed by one-way ANOVA with Tukeys post hoc-test. Significant p-values in comparison
to CSE are presented. Data are presented as mean + SEM.



