(b@ZAER L) 20234E5 335551200 oLk
CHINA ONCOLOGY 2023 Vol.33 No.12 VDL EATFIAHRE 1065

it &

RAE TR 18 K B 4T 4R 20 Al v 5 45 B R I Al ReL T 2
HIHL I BF 33

gRE Y, KEWC, T K, BNE, B ¥
1

. B R 2y KA M E P B B AN RE, I 200062
2 AR R 222, LRk 200237;

3. BRI R E ISR RO IR IR 2= BE, ik 2000625
4. [ EE 2y KA RSP B W ERL, I 200062

(WHE] EE5HM: 258 (colorectal cancer, CRC) J&% IWLATHIL RGUEMERR 22—, {HUH A Bilvgd il 24 (4 L1
AR . M ROAE (tumor microenvironment, TME ) , JUHJEH A IR ALEF 4E4NI ( cancer-associated fibroblast,
CAF) , TEMIEM AR . K Mo 250 B R AR SR o ABSE B TERIT R AECAF (inflammatory CAF, iCAF ) Xt
CRCAUMLIT 25 1 8200 K vl RERY 73 THLH] . ik $RIBOR A B rh B 25 R s S PE B Bt ( 20224F8  ——20224E9) )
BIRMCRCEF I A FRUIBRHFICRCHLI ARG FACCAF [ BA5 11 B2 25 K= s 5 Pe B B AR B 22 01 254t s
PTEC-A-2023-5 (S) -1 ] , $&MRCAFRR MR M/ M IR K T2 ko (platelet derived growth factor receptor alpha,
PDGFRA ) X JEURAIMIIEAT o0k, TiLE tHiCAF o s AN AN 135 3538 70 50 %) N 251 AT 4E 40 ( human intestinal
fibroblast, HIF ) FlICAF#F TSR LARIHIF 54455575 ( HIF-conditioned medium, HIF-CM ) FHiCAFZ&M15375E (iCAF-
conditioned medium, iCAF-CM ) o AR¥EALHTT XM LE M e 4N 70t B CONARER) | SR a1 CIRAHIF-CM) HISEE:
42 (IMAICAF-CM ) o WEZLHIFEGCAFRIFS CRCAEIFAERE . TR EAKFE . mRNAKFAEAL X Wt/
B-cateninf{s S SR AR . R . LICAFRIE)S, CRCAMMEAYEEINHIMEEE (half inhibition concentration, IC,) &
Xt R0 FTHIF-CMZ1 T (P<<0.05) . S IR FIHIF-CMAIAH L, iCAF-CMA g 4 i T2 0 | T R%, AT
caspase-3fFRIAE NI, PLMT - FBcl-2, Bel-xLAlsurvivingEikim) T+ (P<<0.05) . iCAF-CMZH Wnt/B-cateninfi 544 5
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[ Abstract | Background and purpose: Colorectal cancer (CRC) is one of the common malignancies, but the mechanism by
which it develops resistance to drug remains unclear. The tumor microenvironment (TME), especially cancer-associated fibroblast
(CAF), plays an important role in the occurrence, development and drug resistance of tumors. This study aimed to investigate the
effect of inflammatory cancer-associated fibroblasts (iCAF) on drug resistance in CRC cells and its possible mechanism. Methods:

The primary CAFs were collected from CRC patients underwent surgery in Putuo Hospital, Shanghai University of Traditional
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Chinese Medicine from Aug. 2022 to Sep. 2022, and the primary cells were sorted according to the surface marker of CAF [ approved
by the Ethics Committee of Putuo Hospital Affiliated to Shanghai University of Traditional Chinese Medicine: PTEC-A-2023-
5(S)-1 ] , platelet derived growth factor receptor alpha (PDGFRA), to screen iCAF. Human intestinal fibroblast (HIF) and iCAF cells
were cultured using serum-free medium to obtain conditioned medium. According to the treatment method, colon cancer cells were
divided into control group (no treatment), experimental group 1(treated with HIF-CM) and experimental group 2 (treated with iCAF-
CM). We observed the changes in the survival rate and apoptotic rate of CRC cells, the changes in protein and mRNA levels and
the effect on the Wnt/B-catenin signaling pathway after stimulation with HIF-CM or iCAF-CM. Results: After iCAFs stimulation,
the half inhibition concentration (ICs,) of CRC cells was higher compared with the control group and HIF-CM group (P<<0.05).
Compared with the control group and HIF-CM group, the apoptotic rate of tumor cells in iCAF-CM group decreased significantly,
the expression of caspase-3 was decreased, and the expressions of Bcl-2, Bel-xL and survivin were increased (P<<0.05). The Wnt/
B-catenin signaling pathway was activated in the iCAF-CM group. Conclusion: iCAFs can mediate drug resistance in CRC cells, and
the mechanism is related to the activation of Wnt/B-catenin signaling pathway.

[ Key words ] Colorectal cancer; Inflammatory cancer-associated fibroblasts; Drug resistance; Wnt/B-catenin signaling pathway

725 H 9% (colorectal cancer, CRC) &%
ULET AL RGeS b L A R S
(BT 25 AN B, (LTS 24 1 ] 4T3 AR 2 12 S 35
g — APk o UTAERE, R MRS (tumor
microenvironment, TME ) FEALIT i 24 (¢ B2 5
P2 B AR AT 44 ( cancer
associated fibroblast, CAF ) J&TMEHRY) E 24 A,
gy, HArm M AniEE . e T ES 5
MRA . WETE . (228, HRAIm 2 fE . CAFR
AR, 2 MIUSEF4ECAF ( myofibroblastic
CAF, myCAF) . RJECAF (inflammatory
CAF, iCAF) M¥tJi4t 2 CAF (antigen-
presenting CAF, apCAF) '*' . CAFHHRY
MRS Z R AL A eI DhaE, ok
HITMEZEAL 725 T /R AT B0 AL ) iCAF
YERCAFRYRAEN Y, 382 7 A= 40 DX S 4 i
S5 25 0 . BRI, iICAFXFCRCIiH
LSRG R E . AWFFE LLCAF LI i 5%
FIGCAF 3 Wb 5GE IR 7 LAARAR SR R 92 3, F
PICAFEM1: 355 (iCAF-conditioned medium,
iICAF-CM ) il CRCAL, #RiTiCAF5CRCHH
TR 25 A 2R

1 MRS

1.1 #
111 Az
A& ERKOYIAE . HCT11640 i [ 2%

] AR B FE W AR 9 0 ( American Type Culture
Collection, ATCC) 4iff/E, AW a4t 41 i
( human intestinal fibroblast, HIF ) Iy H 3 H
ScienCellfF5¥ 545 % , CRCAIZURIE I CAF M
CRCH#H (F20224FE8 H—20224F9 A 7E I ifg
P& 25 K22 B T A5 B R Be 22 F R UIBR ) )9 4 21
Ty AR IR ARIE3T C L COMR A
BON5% . LR A R RS B3 A A5 17
Al o ASBIFSE RS LT v B 2 K2 B R = B 12
PR B i [ B S5 . PTEC-A-2023-5
(S)-1].
1.1.2 KA

DMEM#; #3 . RPMI-164057 373 . M
U, B A 2 E Gibco AR, FAEZE K
RIPAZ R 3 A 2 ECSTA R, 4014
i) £ -8 (cell counting kit-8, CCK-8) I H
H A [F b2~ #F 55 F; Annexin V-EGFP/PI4
Mg TR IR & A A 2 X e AEYEAR A
PR F], TritonX-100, 4',6- k-2 FEms|
( 4',6-diamidino-2-phenylindole, DAPI) . |} —
LEFERRIREN ( sodium dodecylsulphate, SDS) .
B BE gL B [ W . AR A B 4R ) S A
H L Beyotime/N ], SEHS 2 AE 7 A Wik [
W ( real-time fluorescence quantitative polymerase
chain reaction, RTFQ-PCR ) i3] & W H 3 &
EZBioscience’/A ),
1.1.3 ME

filibRA . PCRAYIINA | 22 [E Thermo Fisher/A
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A, BERCHLIKAUE H € E Bio-Rad/A A, LR
WA AT E Zeiss/A ], CytoFLEX it =4 i
S A 5 E Beckman/A ] .
1.2 XWHZE
1.2.1  @mpedzsr

3 BIHRPMI-1640 HIDMEME; 3558 [ fin A
100 ULHFHRHEERER, 10%64F M7 (fetal
bovine serum, FBS) ] X[ZRAFHIHCTI16, RKO
FHIFA M EFT R 75, LA X 1074 /em’ BE 47 55
F%, BETAMEEFRFET (37 C. COMRFUMECH
5%) o FRANMEECE K EXEORT, M1,
122 RIJZKCAF

BB F CRCAHARAS, RITAH A PSSR
257 B FRCAF,
123 HZERA

CAF (2X10%) 7E R ilBins i L35
. FPBSYESL 2K, WEEMEE 15 min, 0.2%
TritonX-10012 %S5 min, 7EE R N HS%4- 175
%1 (bovine serum albumin, BSA ) M1 h
Ja, 4 CF—¥r [FAP (1 : 100%BE, i) |
/NP AE K P F 32K o (platelet derived
growth factor receptor alpha, PDGFRA ) (1 : 500
ke, i) JIREEHR, RES P [
/NIgGH&L ( AlexaFluor®488 ) 1 1 [ 124t
IgGH&L ( AlexaFluor”594) | 72 h. FIDAPI
HATAZE AL PEAG
1.2.4 i i%iCAF3 % fFiCAF—CM

MZ%3cHk 7 AT, PDGFRAJ&iCAFAR
B, PIAHESEfd FHPDGFRAE M i i i1CAF Y
PRaEW), IS, MCAF I H & &k
PDGFRAFJCAF, BEJI2AiCAF,
125 FRAFHIERA

B R FRHIFFICAF, 44004 K 280%
B, R FRE O AN S FBSI R IR 3 . b B
48 hfm, WM B AR A . R s
DS SR, FH0.22 umflFL I g
T20 CUKFEIRLT -
1.2.6 %o

B AN o R X BR AL (SUMARE TR ) |
SEUSZHT [ I AHIF&FE5 324 ( HIF-conditioned

medium, HIF-CM) | FISZE2H2 (JIAICAF-
CM) . HHYEEHCTI16HRKOF F i
4
1.2.7  CCK-83k il i 75 40 it 75 7& 5

PA2 X 10*A4~ /AL 43 I 3E R HC T 116 FIRK O 4
M 96fLA TP 153524 h, B 0 8 FH 70 )
1 (oxaliplatin, OXA ) FI5-FUZ¥IEM24 h,
PA%EAL100 uL CCK-8IMMAALT, HiFRlaE
30 min, F450 nmPE AR (D) .
SIEE A3, BOFAE.
1.2.8 AR 2w A A I I 2 iR = 5

VRS20 b X BRZH A0 1/2 2B R BF - ( half
inhibition concentration, ICs,) 1E 5T T-/Y
YT, 452524 hn, {8 Annexin V/PTX Yt
AU 200 L T, AR R A AN [ A A i
K, A I A AT () S SR DO R
( fluorescein isothiocyanate, FITC ) FIPE:# i X}
FE A TR
1.2.9 ZEGFm¥ikik ( Western blot ) #&m|
caspase—3. Bcl-2. Bel—xLArsurvivin 6 /K-

53 FHHIF-CM AT C AF-CM Xt b 98 240 fifd
HEAT I . 48 him, FIXHRALIC W A OXA
H5-FU 53 51 % i g 40 L #E A7 40 3 . 24 h)s
PBS ik HAEVK &G, 4 CHEE.L,
eI EWEW, Es. BEEPKTP RS min, &
SDS- RN EE e K ( polyacrylamide gel
electrophoresis, PAGE ) B0, % 5|E
i — 9 M (polyvinylidene fluoride, PVDF )
b, TES%IBAR Wk b BT 1.5 hJE A 4T
FlPrp-actin (1 :5000) . Hedhicaspase-3 (1 :
1000) . F#iBcl-2 (1:1000) . %PiBel-xL
(1:1000) . fptsurvivin (1 :500) F4 C
TR E LB, & A kR -20 = 2 1 e 2% we
sk (tris-buffered saline Tween, TBST )
BVEE, AR AP (horseradish
peroxidase, HRP) Frict iy 1L=F40 B e ie sk 8
G (immunoglobulin G, IgG) (1 :20 000) #1
W EHRIgG (1:20 000) FIRIEE h, G
FTBSTEBE, RHH 2% (electrochemical
luminescence, ECL ) ¥, FEBEME A% 2 50 i



1068

K8, F NEBBRNSEARN SESERBARTANINGIHAR

e, HImage J AR 1FXF Western blot4
SE =T
1.2.10  JARTFQ-PCR &4 M| caspase—3. Bcl—
2. Bel—xLAnsurvivin# mRNA & i K -F

LR AR AN, T RNAPHE SR BOK
AR B RNA, A icDNA, Kl
Ji FIRTFQ-PCRA; M caspase-3 . Bel-2, Bel-xL
MsurvivinfymRNAE L, VLR 95 C
WASPES mindE AJEER, 95 CAEPE4S s, 54 CiR
k45 s, 72 C 1 min, FE30PPEI, 72 CHEf
5 min, PiB-actinyNZIEN, 24 4B B
FIFEN B AT, A Ct=Ctyumm— Ct pysmmo
SIYEITEE, B-actint) LUES 1975 R5'-CCC
AGCACAATGAAGATCAAGATCAT-3', TFiif
SIS M5 -ATCTGCTGGAAGGTGGACAG
CGA-3'; Caspase-30 L5149 F 5 N
5'-CCAAAGATCATACATGGAAGCG-3', Fiif5l
Y1751 M5 -CTGAATGTTTCCCTGAGGTTTG-3';
Bel-214 B35 191751 85 -GACTTCGCCGAGATG
TCCAG-3', TUHsl¥IFs Hh5-GAACT
CAAAGAAGGCCACAATC-3'; Bel-xLi 514
41 45 -GCATATCAGAGCTTT GAACAGG-3',
TSI FES) N5 -GAAGGAGAAAAAGGC
CACAATG-3"; Survivin®y 5|19 F 51N
5'-CCGCATCTCTACATTCAAGAAC-3', Riif5|¥)
41 }5'-CTCCTTGAAGCAGAAGAAACAC-3',
1.2.11 B it Western blot#k £iCAFX Wnt/
B—cateniniz 5 #5318 3569 3 v

SR A A 85 3R NS AL TC 5016 BE I O X A FN
S-FULLFRZRME, {7 20 A% A il aslh) & d e
BN, K Western blot#:i fifyeg 4 il 555 1
IR K- DU S A A% i B-catenin Al Lamin B14g
F IR K-
1.3 SGit=atiE

45l GraphPad Prism 7HISPSS 25.0% 1k
it mtr. s RHx£sRR, HBEREIT
#Zr#1 (one-way ANOVA ) FTukey’s multiple
comparisons test#Ff T [H] [LEL, P<0.05MZESAH
it .

i)

2 5 B

21 FERCAFIREIRITRLE
B 5EM FHCRCHLURAFE IR AL CAF,  XT4H
kR Ay 4 JCAF-7T1HICAF-95, 55 N WMELHIE &
ER®RIE (E1) o R EEIACAFE
W R FRE Y FAPFHIPDGFRA, B HEHUT JFAL
i LR AT AR AR, HP CAF-95XPDGFRA
#ik, NiCAF, HILBEFHCAF-9SHIMudElTHE 7
IR ST (95-CM ), DU 5 225250 1Y
AT,
Merge

FAP PDGFRA DAPI

CAF-71

CAF-95

(CAF immunofluorescence confocal microscope, X 400)
E1 ERCAFRIER Mk
Fig. 1 Primary CAF verification and screening

2.2 CRCHMMIC,HE

BEHEOXAMS-FUZy ¥ ik 1y LI,
HCT116HRKO 4L Y 77 36 2 A W T [
i E/R, HCTI1I640MEH, X4 0XA
BIIC,~10.701 4 pmol/L, HIF-CMZOXA
HIICs, A~ 12.972 2 umol/L, 95-CMZHOXAHY
1C,,}30.380 4 umol/L, ZRASi¥E X
(P <0.000 1) ; RKOZHMIH, XFHEZHOXA
MIC5,°29.785 5 umol/L, HIF-CMZI0XA
AIICs,H32.536 8 pmol/L, 95-CMZHOXAM
1C,,55.690 8 umol/L, ZRAHi¥E X
(P<0.000 1) . HCT11640f ., XFHR4H
5-FUFJICs,~87.531 2 umol/L, HIF-CMZ
5-FUIJICs, ~86.861 9 umol/L, 95-CM#H5-FU
MIC, A 135.781 0 pmol/L, Z R AGi¥E
X (P<0.01); RKOZHMdr, XFHEZH5-FU
AIICs,~18.235 5 umol/L, HIF-CM#5-FU
HIICs, H21.732 0 pmol/L, 95-CM#H5-FUHY
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IC,H36.817 9 umol/L, ZRASGIT¥E X
(P<0.001, K2) ., 95-CM¥55%)5, HCT1167H1
RKOAH X OXAFIS-FURYIC, W i THis, FEiE %
Ther, BHZCAFRISS , CRCAAAIRE™ 4 T
it 24
2.3 iCAFHIHICRCHRIAT
VR 240 B AR PR R T R 24 0 1 il A T
T, AT A4 FMHIF-CMZ, 95-CMZ )
YT AR TR (EI3)

REIELA EEER, AT PR TiCAF

R Mg A i TR A ST E A RE
KA (E4) o S5 RAURHIF-CMALAH L,
95-CM41H, AT I caspase-3 Rk /K- i
TF&, MmPtdAT-8E EHBcl-2. Bel-xLAlsurvivinf)
LIk AKEHA T EFF (P<0.05) . FHRTFQ-
PCREZI T LA LA F B mRNAZKE-, e
25 . 5 Western blot—3, ZR A% ¢=E X (P
<0.05, KI5) o LR RUIHZICAFRIS ,
s 4 i A PR T 2D, B IEHICAFREE A
CRCHAIIN 2

HCT116
116-OXA-Ctrl 116-OXA-HIF-CM 116-OXA-95-CM 40 sk
- 1201 - - 1201 20 =
< 1009 < 10 < 100¢ £
£ 80f = 80f = 80P < 20
S 60f IC5=10.701 4 um g 60t 1C5=12.972 2 um g 60f 1C5=30.380 4 um © I
> 40f = 40f = 40f i 10
& 20f 8 20f & 20f 0
0 . L ] 0 L . ] 0 . L ] 95-CM - - +
0 20 40 60 0 20 40 60 0 20 40 60 WM -+ -
Concentration/pm Concentration/pm Concentration/pm OXA + + o+
RKO
RKO-OXA-Ctrl RKO-OXA-HIF-CM RKO-OXA-95-CM 80 I
< 1207 < 120p < 120p 6 —
< 100 < 100§ < 100 £
= 80r = 80f = 80f S0 L
5 60f 1C5=29.785 5 um g 60t 1C5,=32.523 8 um g 60f 1C5=55.690 8 um © 0
= 40r o N DL R e
3 20¢ 8 20¢ 3 20p 0
0 95-CM - -+

0 L L L L L 1
0 20 40 60 60 100 120

Concentration/pm Concentration/um

0 L L L L L 1
0 20 40 60 60 100120

0 40 80 120 160 200
Concentration/pm

HIF-CM - + -
OXA + + +

200 HCT116
116-5-FU-Ctrl 116-5-FU-HIF-CM 116-5-FU-95-CM ok
- 120 - 120 - 120 150 F
S, 100 < 100 S, 100 g
= 80 = 80 = 80 2100
< 60 1C5,=87.531 2 um < 60 1C5,=86.861 9 pm < 60} 1C=135.781 pm S 5%
Z 40 #_"“‘n. Z 40 > a0f \-\__\___-‘
820 8 20 8 20t 0
© 0 L L L | © 0 I L L L | © 0 L L ! s | 95-CM - - +
0 100 200 300 400 0 100 200 300 400 500 0 100 200 300 400 500 HIF-CM - + -
Concentration/pm Concentration/pm Concentration/um S-FU 4 + +
RKO
3k ok
RKO-5-FU-Ctrl RKO-5-FU-HIF-CM RKO-5-FU-95-CM 40 X
- 120 - 120 - 1201
<, 100 S 100 <. 100 g 0 1
£ 80 £ 80 = 80 % 20
S 60 1C5,=18.235 5 um £ 60 1C5,=21.732 um < 60} 1C5,=38.817 9 um S
Z 40 Z 40 > a0f 10
8 20 3 20 8 20F 0
0 . . . . . 0 . . . . ) 0 . . . . ] 95-CM - - +
0 30 60 90 120 150 0 30 60 90 120 150 0 30 60 90 120 150 HIF-CM - + -
Concentration/um Concentration/pm Concentration/pm 5-FU -+ + +

E2 CCK-8#&illinA95-CMBI = MR T iE R
Fig. 2 Cell viability of tumor cells treated with or without 95-CM tested by CCK-8

**, P<<0.01, compared with control group (Ctrl) and HIF-CM group; ***: P<<0.001, compared with control group (Ctrl) and HIF-CM group; ****: P<<(0.000 1,

compared with control group (Ctrl) and HIF-CM group.
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5
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:IE i
m
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102 Q7—L]-u_{5.6.68u- ‘07-LR§9A94%)
10° 100 10 100 10° 10
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b glO—LR(ﬂJZ,lO%)
100 10° 10 100 10° 10
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E3

116-OXA-HIF-CM: All events

116-OXA-95-CM: All events

10° 10°
Q2-UL (0.44% Q2-UL (0.60%) Q3-UL (0.78%) Q3-UL (0.56%)
10" 10*
T T
m m
W Ay
10° 10°
10 QLY | QLR GT90) 2 [QEILO362d) Q3 TR 25.04%)
10° 100 10° 100 10° 10 100 10° 10 100 10° 10
FITC-H FITC-H
RKO-OXA-HIF-CM: All events RKO-OXA-95-CM: All events
10° 10°

Q5-UL (0.92%)

Q5-UR (0.96%)

, | Q5-LL (66.26%

Q6-UL (0.66%

Q6-UR (0.20%)

5[ Q6-LL(80329%) Q6-LR (18.82%)
AP s T Al

10 inlo R GL36%) LL0328) |l
10° 100 10° 100 10° 10 100 10° 10° 100 10° 10
FITC-H FITC-H

116-5-FU-HIF-CM: All events

116-5-FU-95-CM: All events

10° 10°
Q8-UL (0.52%) Q8-UR (0.76%) Q9-UL (0.74% Q9-UR (0.76%)
10 10
T =
m m
=9 ~
10° 10°
10° Q8. LI;-(GS 229 _Q8-LR (35.50%) 10° QY- LLJ%& 10% LQ9-LR (22.40%)
10° 100 10° 100 10° 10 100 10° 10° 10° 10° 10
FITC-H FITC-H
RKO-5-FU-HIF-CM: All events RKO-5-FU-95-CM: All events
5 S5
10 Q11-UL (0.40%) QI1-UR (0.78%) 10 Q12-UL (0.84%) QI2-UR (0.28%)
10
T
m
A
10°
5 | QII-LL (69.425) QII-LR (29.40%) 5 Q12'—L.117.(81.0.8 %) QI2-LR (17.80%)

100 10° 10° 100 10° 10
FITC-H

100 10° 10 10° 10° 10
FITC-H

IR B AR A& N N 95-C M J5 By 2 B o -7k SF 354k
Fig.3 Apoptosis rate of tumor cells treated with or without 95-CM tested by flow cytometry

HCT116

sk

Apoptosis tate/%
—_ (353 W P w
o o & & S S

95-CM - - +
HIF-CM - + -
OXA + + +

RKO
50
ok
2
£ 30
£
z
< 10
0
95-CM - - +
HIF-CM  — + -
OXA + + +
HCTI116

Apoptosis tate/%
—_ 1] o = W
o o & & S &
|

%

? *

95-CM - - +

HIF-CM - + -

5-FU  + + +
RKO

Apoptosis tate/%
—_— %3 “ &
o o oS & &S
|
%
? *

95-CM - - +
HIF-CM - + -
5-FU  + + +

**: P<<0.01, compared with control group (Ctrl) and HIF-CM group; ***: P<<0.001, compared with control group (Ctrl) and HIF-CM group.

HCT116
Caspase-3 E
pot. -

95-CM - -+
HIF-CM -+ -
OXA + o+ o+

Caspase-3

RKO
ok2 [ S |
BebL

95-CM - - +
HIF-CM - + -

OXA + o+ o+

HCT116

Caspase-3
Bel-2
Bel-xL

Survivin

it

B-actin

95-CcM - -+
HIF-CM -+ -
SFU ¢+ o+

RKO

Caspase-3
Bel-2
Bel-xL
Survivin E

95.cM - -+
HIF-CM -+ -
SFU + o+ o+

&4 Western bloti&fllp-actin, caspase-3. Bcl-2. Bcl-xLFAsurvivinfj3Rix

Fig. 4 The expressions of -actin, caspase-3, Bcl-2, Bel-xL and survivin tested by Western blot
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HCT116-OXA RKO-OXA

8 - ECtrl @HIF-CM M 95-CM @ Ctrl @HIF-CM W 95-CM
N e

Relative expression of mRNA
Relative expression of mRNA
S = N W ks W

HCT116-5-FU

RKO-5-FU

5 B Cul @HIF-CM, B 95-CM

Relative expression of mRNA
Relative expression of mRNA

El5 RTFQ-PCR#&illlcaspase-3. Bcl-2. Bcl-xLFAsurvivinBImRNA7K F

Fig. 5 The mRNA expressions of caspase-3, Bel-2, Bel-xL and survivin tested by RTFQ-PCR

**, P<<0.01, compared with control group (Ctrl) and HIF-CM group; ***: P<<0.001, compared with control group (Ctrl) and HIF-CM group; ****: P<<0.000 1,

compared with control group (Ctrl) and HIF-CM group.
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