Figure S1. Chloroxylenol, but not other anti-microbial agents attenuates the Wnt/B-catenin signaling pathway in 293T cells.
The 293T cells were treated with (A) chloroxylenol, (C) benzethonium chloride, (E) benzalkonium chloride, (G) triclosan and
(I) triclocarban at the indicated concentrations for 24 h and the MTT assay was used to detect cell viability. The 293T cells
were transfected with the SuperTOPFlash reporter gene together with empty vector or expression vectors encoding Wntl and
LRP6 for 24 h. The transfected cells were treated with vehicle control DMSO or (B) chloroxylenol, (D) benzethonium chloride,
(F) benzalkonium chloride, (H) triclosan and (J) triclocarban at the indicated concentrations. Data are presented as mean + SD.
n = 3. "P<0.05 vs control (0 xM) group.
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Figure S2. Chloroxylenol has little effect on AP-1 or NFAT
reporter. The 293T cells were transfected with AP-1-Luc
reporter along with control vector or (A) a constitutively
active Rasvl2 expression plasmid or (B) a NFAT-Luc reporter
together with control vector or NFATc expression plasmid
before chloroxylenol treatment for 24 h. The luciferase activi-
ties were normalized to [3-gal signal. n = 3. AP-1, activator
protein 1; NFAT, nuclear factor of activated T cells.
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Figure S3. Chloroxylenol induces apoptosis in HCT116 and SW480 cells. Flow cytometry analysis of Annexin V-FITC/PI
staining in HCT116 and SW480 cells treated with different concentrations of chloroxylenol for (A) 24 or (B) 48 h which are
presented in Fig. 5. Data are presented as mean + SD. n = 3.

A

"o JatuLz.2s%) QI-UR(139%) "] Q1-uL(1.74%) Q1UR(53%)| o J Q1-UL(2.36%) Q1-UR(240%)| "5 JQt-UL(1.96%) Q1-UR(3.66%)
© © o
[=F [=F [=F
o o o 3
HCT116 ]
n n n
[=F [=F o
o s o] WS ol W= ° ;
Q1-LL(95.49%) Q1-LR(0.88%) Q1-LL(95.88%) Q1-LR(0.85%); Q1-LL(93.98%) Q1-LR(1.26%) Q1-LL(92.79%) Q1-LR(1.59%)
LA LR ; t L : . . 2 L8 ) | -LR(1. 59
o 105 1% 10 o 105 10% 107 o 105 10® 10 0 105 10 107
FITC FITC FITC FITC
~
‘C_>§ Q1-UL(2.82%) Q1-UR(2.41%) ':(2 E Q1-UL(2.66%) Q1-UR(2.75%) ’\52 3 Q1-UL(2.31%) Q1-UR(3.14%) ':(2 4Q1-UL(5.24%) Q1-UR(10.29%)
=3 =F S S
B by = TNy T3 -
T — e £ 508 =0 1 =
o O o5 E o LDO 4 o % >
sw4go| " " N
~_ 1 <1 p
=5 23 o E=F
o] W 1. 4 1 A F
Q1iLe120%) | QLLR(50%) Sloriisorsn | atLr@dsn) ©JatLieo.2% | Q1-LR@.73%) ©lariimsemm | atiressn)
0 10* 10° 10® 10’ 0 10* 10° 10% 107 0 104 10° 106 10’ "0 10 10° 105 107
FITC FITC ITC FITC
Chloroxylenol (uM) 0 62.5 125 250
B 3o N~ N N~
‘C_> b Q1-UL(1.74%) Q1-UR(1.99%) 9 4Q1-UL(3.14%) Q1-UR(2.99%) ‘O_ E Q1-UL(4.76%) Q1-UR(3.68%) e 4Q1-UL(5.46%) Q1-UR(18.20%)
© 1 © 3 © E ©
= = =3 =5
i i o 5
ols ; =4 =
HCT116 | <« 1 <+ ¥ <+ I°
29 2 24
o] ¥® . o] WY o113 :
; Q1-LL(94.55%) Q1-LR(1.72%) Qi -LL'EZ.OG%) Q1-LR(1.79%) ; Q1-LL(89.86%) Q1-LR(1.71%) Q1-LL(69.25%) Q1-LR(7.10%)
oI 4- T 5' TTTI™Y 6' '-r"v-7 T 7 m 5 T 5 vl T T T T T T T
o 10* 10® 10% 10 0 10* 10° 10° 10 o 10* 10° 105 10 0 10* 10° 10% 107
FITC FITC FITC FITC
N~ N~
©4Q1-UL(1.15%) Q1-UR(4.62%) S UL1T%) Q1-UR(3.98%) "57Q1UL(050%) | QiI-UR(.08%) "5 JQi-UL(T.47%) Q1-UR(11.55%)
© ] § ]
=} =g =} =p
—w ] :
E mo- o 9 3 EL?D 3 Emo E|
swago |~ : 21 o
B < 1 (6 <
k=F = 23 =
O e g P Q1-LR(7.06%) of " © Ju
Q1-LL(86.24% = Ao TGO L i L F 0 UL72.63%)] QTLR(1A.78%) JRULG8.020) | QI-LR(26.97%)
104 1 o 10* 10° 108 107 o 10* 10° 10% 107 0 10* 10° 10% 107
FIT FITC FITC FITC

Chloroxylenol (uM) 0 62.5 125 250



