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3T Raf/MEK/ERK 38 BERDTF- B 8 25 24 1L 15 X
MNNG 755 (1N B 26 55 Bz 4B 5 g6 e AL ) 52 1

ER, EWAR, R, BEN RR, 2250, ERE™
LB, HOAA M IETIARRE 355, 7300005 2. BORPEY SHACBEHTLASRE; 3. Hlt P IELRE R

[(FEZ] BB APk mik 4 4 05/ 5L R E 6 a0 SME 5 3R 0 8B/ 2 Je 5 Z 53R i B (Raf/MEK/ERK)
BRBIRITTF RIS T IREESEEE KA TRERANE ., Hik ISASDXAMASATEHAS R, FHK
FH1I0R, 2AARKAL T Iml/100 g AR ERER, FEREARALTFERERERO0. 63y (kg-d)
HE, B3R BRERE, RAN-FEN-AEE-TAH LI (MNNG) # -5 A § A58 % 29 )0 GES-1 2 5 %
Wom T eAR A AR mie s AT BAE (10% 064 k). ©ahFm (10% B F oiFx+10% = G &
F). ABhEs (FHRESHME), KA CCK-8:& kT § ik &4 kTR A, BAY
FEBEE R MM GES-1 A EF4, BMAM, TohFm, S5 hiFm, U064, BRA&M, FH3A4M870,
Thw G A B MR R T e, B AR M N F IR IS i, B hF A ANFRRG T
B i, A Th i L AN R R B IR R AR e T B IR A i, U0126 484 T 10 pmol/L #9 22 3L R 1L
o 2m fSME 5 R B 1 (MEKL) 494 7 U0126, BRA 14 T 54K Re9-F BIRE A2 o iF+10 wmol/L 4
U0126, 3% if e ke BT )5, ELISA sktbmlsmpe EF b @i 6 (1L-6) KT, %955 kibm e b
IL-6. MEK1 #9%3%, RT-qPCRZEA&M 282 1L-6, Raf, MEK1., ERK mRNA &i&, Western Blot 7% 4m it 1L-6 |
Raf. MEK1. ERKI12& & &L, R RI5.35% R BRo8., T8 hey-F § ik &4 2h b if 4705 48 &
I, H5EFAE, BAE, fOhiFmamie tiE P IL-64%, b IL-6. Raf. MEKl. ERK mRNA &
IL-6. Raf, MEK1. ERKIR2& & k&334 3 (P<0.01), HAR M, 4% aiFm, U064, BEomt
WEIARH TR (P<0.05P<0.01), 542 hiksarbs, BemiedIL-6. MEK1 &%, 1L-6, Raf, MEKI.
ERK mRNA &i%, IL-6. Raf. MEK1. ERKI1/2%& & & iz ¥ HA& (P<0.053% P<<0.01). 5 U012641k4x, K
S gm e b 11-6 £k A&, 1L-6, MEK1, ERKI12%& & &K KK (P<0.053% P<0.01). it FRKES
24 o & VT AL 18 AL 47 %) Raf/MEK/ERK i@ 3% 7 & GES-1 2068 X IR 340, Mm R ARG TR E %L E X e1ER
[X@EiF] BHESERTE; FRERE; ATGEBR LR, KB, Pk SR, 2R RELNY
m R IME 5 R BE AR SME SR e

12 P22 45 1 B R (chronicatrophicgastritis , CAG) ke, DRI CAG R 5 968 Ao A8 02 R 98 e A 1) 5%
Sl R R A2 B R B E, SR BB, MR, FECAGHI KRBT, R
JIRAAR A, ] IS AN 1 R Ji A A R AR A 1 E A A A R s . B s
e N R m . R DAL e IRESAEFH . TiHOE I SR 4 R (Raf) /22545
CAG AU Rl LECACIERUE TR g iy st 9 s (MEK) /05115
P IR AR CAG KA L R i (ERK) (i m i e VR AT 00

ESTR 15 1 RFIEHE 4 (82160883 ; 14 4 P EE 47K T4F SRR LR A R T 5 T P AR
AR H (B 2 R (2021)242745 ) s U R 22 S AV AR AL R 2 AE B 5 22 1 R 0 e 2 2 (]
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LB RH . G B A IR CAG By
EFRAIRHL . F H B LAG N A6, S
B CRFERAGR Y ) B RS FAE ok
L R 7 e B 24 2 B i = e e A i 50 0 1 1
IR, PREZARTIIOTSE ' K, F B IRBEREA AL
U CAG B H BRI AZE 2 . I b b S
R A, JfF HReue R4 BRI . B H W he
P E R TRe . A0EI RS BR A T IRAT R, AT T TR
HRAS AR, (HEAARHLRIR I, . B, AL
i A3 AP N-F JE-N-fig JE- A 2K (MNNG) i
NS B R 4 BY GES-1 406, g HIE i1 Bz )
Tk, DAHEE B R e As g s A, Jf 22 3
JE 3 Ak 1 200 A 5 08 T B 1 (MEKL) 410 41 551
U0126 #EA7T 11, R0 B BE2E 5 25 M98 X GES-1
Y AR A SR, AT R A I R I FH B
WA . ASLIR 28 H ol B 25 K2R S0 0 sh ) A SR FE
Z R eitES T (bS5 2022-701)

1 R
1.1 hh5mp

SPF 2 SD K Rt 15 L, 6~8 JH iy, 1A &
(200+20) g, HiH M H B 24 K 27 S0 56 s Wy vpo 2
fit, SR HYSFIES . SCXK (H) 2020-0002,
TR HN PR R mshYbo, ARG,
I 22~25 °C, 12 ¥ 50%~70%. GES-140H (4%
5. FHO273) T i e A= YR A BR A
1.2 %4

- E R BAR12g, FEF12g, K
F10g, B5E12g, BRI 10g, dbSeil 12 g, oA
10g, HMI12g, =F10g, A 10g, FHFIER12g,
Witk 10g, #iESe, WAKISe, BHNE 15,
FEEHZR 10 g0 FHH A A B8 25 2 B e s o i 5 s
I A R e (BEGR, HEfEscs . H 2
712002224), FRIEHE ST H250.5 g0 F AR
ST NS T A = N 3 = o = e/ 8 S N 3 )
WA Z R S 2R AR K BC ) LR FE ol 4. 8 ¢/100 ml
HIETRI, PUKED 15 min G, RAE7E4 “CUKEE
1.3 EZRXABALE

H A0 6(IL-6) . Raf, ERK1/2 (BIOSS /2y
A, it 5 BC02286846 . AA03224578 . AH08292334) ;
MEK1 (Affnity/AH], 5 39m8074); & RNA $H)
A& (YESENZA A, b5 10606ES60) 5 38 5 5%
R & (45 R202-02) . 2xS6 Universal SYBR
qPCR Mix (#t5 Q204-01), #H 0l (L) HHE

FHAMRAF; WP I1gC (Immunoway 2 ), It
5 B0202); RIPA A%/ WK (Servicebio A ], it
5 CR2101120) ; MEK1 #l1il 5] U0126 (Beyotime 2
A, b5 022423230405) ; 11-6 ELISA it 5l & (ZF
Y TR A R H, HiE5 20230516) ; CCK-8
R & (APEXBIO A F] L it 5 K101811133EF5E) 5
etz (E25ER AR A RA R, #it5
WS20051230); MNNG (AEfERIHEABRAR, 5
C14606106) ; f2F il (KFFPEA DR AT IR
A, #t5 12B276); RPMI1640 (VT.78 4% R A
FRA ], 165 20220407-5); HER. BHE N
(#16°5-20221205) . —HFLWR(DMSO, 5 401Q0312) .
BCA # 1 5& it il50 & (1145 20220312) , AL 5T R K 5
B+ H R A Al s ECL (Servicebio 2y #] , it %
CR2012200) .

Wi (Olympus A \], IX514Y) 5 .00 #L
(Kendro 24 @), D-37520 %) ; JEHRIY (Thermo 2y
A, MK3#); lEdR G Ay (B v o i g
J7, WH-28); &R % e OHL (BECKMAN A4
A, Microfuge22RE§); S E R PCRAY (PH22K
TR B R AT, Gentier 96R ) .

2 Hik
2.1 AHhiFeh g

15 HSPF 2% SD K FUME 5% 3 K J5 FH Bl ML A 7 =
B hmEHEs B FEKREA 10N, SHAKK
AT 1 ml/100 g A BER KRS, FE RE4H
KRG TVEKRERBEWRO0.63 ¢ (kged) H#EH,
BRMEH 2K, L3R, i—WwWHEB2h 5, H
3% V248 0. 5 ml/100 g BRAE, 18 32 3 ik
BRSO, 4°C. 3000 r/min B0 (0127, 5 em)
10 min, 3RAEMIE . 56 ‘CAKIB T K 1 4L FH 30 min
i, H0.22 pm BALUE R BEBR A, %< T EPEIT
Fric, ®-80 CHR&H.

2.2 IR A G,

GES-1 40 s FH 7 10% fia 4 17 . 100 U/ml 5 %
. 100 pg/ml £ 75 F ) RPMI1640 35 3 3, F
37 C. 5%CO,EFFEh R . R, 1§
Y B 1% 7% 2 709%~80% i, FHBEEEN fL, &0 HE
&, AR
2.3 MNNG # % GES-1 28 JL 254 A 5 37 9% % 2a e

H4 21074 T X AR I % GES-1 248 g 22
TE6 e’ TR, HE 10% G2F 135 . 100 U/ml F%5F
% 100 pg/ml 55 2B RPMI1640 855535, T37 °C.
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5%CO, 5525 T EFR LR . MNNG L 2x10° mol/L
R B 1 i AE DMSO H 7R 781 i3 GES-1 41 e
24 h, E7 B A AR AL Y KBRS
MNNG 352, MAZ R FREIEF SR 14
PR AT LR A0 L VL R AE Y A A R K & 70%~
80% HFHEATAEAR . S HESCHk [12-14] $UERE ALY
knite: H RS M EE GES-1 4l 5 2/, A fil
fafid, aniAs R, HEFDREN, HOE M 2 R
R, MRz 2, AUl e, 2 AT
TR, DMRIEANMIIRSE; ELISA K [ IR sk
FRf-3K 1A (PTEN) FiRBF T IER4, &
PEDSOCRTI IR A BT (Ki67) 3Rk 3T
EHH, ZRAGIEE L, WHEHEBED) .
2.4 CCK-8 % i it 425 ofu 75 04 T T o] BARAR 53k

FHBEATLERC T 22 1 K 2 5 B g A 40 6 4 Sy %o R
(10% ME 4= 17 ) . 25 FIME 4 (10% 6 4~ 17 +
10% %5 L) . S5l (F B IR %% 2510
)0 YA A N 70%~80% B, i % B 40 i =
W, 96 FL AR 42 Fh 4 ML, KF 96 fL Ak T 37 °C .
5%CO, AN FRAR Th Ak LR 92 12 h s, 58 LR
FEW, MA10.0%. 5.0%. 3.3%. 2.5%. 2.0%.
1.7%. 1.4% . 1.2% RFR 0 5007 5 B 5% 5 245 1M
T AIZS LTS COF B B3 5 24 1003 28 11 0038 AE
A RRR ) 100 wl, EANRERSE R E 34 E
fL, F37°C. 5%CO, MR F=AH Ak LE R 55 24 h
48 h, 72 hJ5, F CCK-8iK7| &/ . & LA
CCK-8 I 10 wl, WEE 1 him, FHEERCRI A5 fL
WOGRE, THRAETE R . FAiEH= [ (I35 41 0D
{H-725 41 OD A )/ (R FR 41 OD i —25 4 2 OD {H) ]
100%, Wil Z=1-fF5 %
2.5 @fenas T

FHBENLER 722029 GES-1 4l 7y Jg E a4,
R ZSHIMEL] . F25MiE4l. vo12e64l. B4
H (FIME+U0126), HHEEIANE. BRIE
WA, HAKHAMET MNNGIE S 24 h 3 7 B
FERTRAS OB RS SRS, IEEAINA 10% /Y
G IME, BRI A 10% IR 4R M, & 251
THALINA 2. 4 058 1 S AR AR 40 B0 1 15 e 28 1% 24
M3, 25 10 20 A [RS8 AR 3 500 25 F LT
U0126 2 45T 10 wmol/L [ U126, kA 4145 T Wi
TE 1) SR AR AR TR 3 B0 7 B B 5 25 1ML +10 wmol/L
A U0126, FEEFFENLELA 37 °C. 5%CO, A 40 i 1s
P TR (KRR IR S 2. 4 06k 0 A a] ) .

2.6 MIERIGARE Ty ik
2.6.1 ELISA ix#m) 2w it £ % P IL-6 K-+ U5
HANME B W, T ELISA KB AR e , 2 BB
HI-EALBREAT, D8 A0 A b 3 P TL-6 7K.
2.6.2  FJE KA M fe P 1L-6. MEKI1 #9 &
BB [ SE B A0 M A PBS YRR 3 UK, 30%H,0, .
KR A, ZER 10min DLKTE NV, 280Kk
3o TN AEE 1L S T A . BEAR 37 CIRE
35 min, JEAMHEEE A1 : 200 1 IL-6, MEK1 —¥T,
WU RN 4 CORFEIR . JeRe Ul 8T 37 "CHEHE
W 40 min, PBSWEMVE3 K. N =Ht, 37 °C
JEE 1 h, HIPBSYE3 WK, TN DAPLE U] ' T
ECEIERE T, IRE N 37 °C. 10 min, $R)5 A PBS
VEAW . WIMPLIOEHEIGE R, mEOGLIRAE, A
IR-AE, HH Image pro-Plus6. 03R4 REE 45 2 9 IE
R RDEEEEE (10D).
2.6.3 RT-qPCR &4 28 e ¥ IL-6. Raf, MEKI .
ERK mRNA &% WAE4ML, A 1 ml & RNA $2
PO, $EHCRNA IR 55 5 i cDNA, SR J5 47 PCR
PRI . LAGAPDH NS, SR 27" LT 0
Mro Bl A TAY TRARA G, 1L-6:
1E 1] ACATAGACGGATCACAGTGC, [ [i] AAAAT-
GGGGGAGGATGGCTG, 1K J¥ 147 bp; Raf: 1E [A]
CAGGTGATGCTCCCACTCTG, J% [ TTGGAGGGG-
GATAAGGAGGG, K210 bp; MEKI: 1E[ TAG-
TTGAGTGTGACGGGTGC, J% [f] CTCCCACCTTCT-
GCTTCTGG, £J& 158 bp; ERK: I1E[m] CAGTTCTT-
GACCCCTGGTCC, S il TACATACTGCCGCAGGT-
CAC, K186 bp; GAPDH: 1E[1] ATGTTGCAAC-
CGGGAAGGAA, JZ[1] AGGAAAAGCATCACCCGGAG,
K 159 bp.
2.6.4 Western Blot FE#m 29+ 1L-6. Raf. MEKI.
ERK12 % & & & WESTHMM, FEMA
200 pl RIPA 24, RS G T oK 124k Bg 0 B E
i, HTBCARMER, A SXEN LR T
100 “C. 10 min 55/ F A A EME, 10% SDS-PAGE
Mk FREJS, BB E PVDF IR . 5% BiIS 05k 2k
B 2h, —Hr (1:1000) 4 CWHFER, —dt (1:
6000) BEE 1h, ECLAGER, HImage J 1.53 4K
PEHEATIE R 25 B 3BT
2.7 %hitFik

K HI SPSS 26. 0 AT HEATALRE, I TR AAT
BIES A DBE R ERE (3s) Fox, 24 L
BRI ZE I 22500, PR EL A 22 55 I AG
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LSD ¥ 56, 577 22 /A 550 G Games-Howella K 55
P<0.05 %R 2R HAGI = E L,

3 &R

3.1 A2 ik eh FIRE A BARRY K F LR

LR, SE—AHEXIEA S, 10.0%. 5.0%.
2.5%. 2. 0% ARBr B & 25 G 41 T 1148 h #1172 h
I 240 41 1 R W AR (P<<0.01) o R HE A ] s
(B, 10024 h B 5 AAFR 43850104 P 24 1 37 2 248 i 410
fil F 2R G2 X (P>0.05), T Hi48 h,
72 hB§10. 0%, 5.0%. 3.3%. 2.5%. 2.0%. 1.7%
PAHR BR324 100775 2 240 R ) S 34 45 24 h B AR
(P<0.058 P<<0.01); T 72 hif 10.0%. 5.0%.
3.3% . 2. 5% VRFR 3 5 245 10037 20 4 M40 i 2 3
348 hISFREAIR (P<<0.01).

T 1148 h #1172 hif, | H Graphpad $X 4%
HlPUSEA A M2, I i 2R 005k B 5 ] R
B RE, TN R A 30% i 30 e B, il
B R 30% - 15 BB E 24 1l AR B4 B 2
5.35%. 2.98%. % JEF| 548 h IL#, 72 h Tl
(]t 4 AT e B A M S 3 A FRACEE R BT A TR
At T 5 M) = 48 S 4 v i g R A o A
DR M7 I 2 S 36 TP 3k 48 WA SR T iR E] . WEK 48 h
AN TRV ARFR A B 2H 25 2 17 XM A R, 40
HIFII IR E 30% B, E 2 IMIEIABU 4R 5. 35%,
PRIHEIERR 5. 35% AR B R e S S Tk L
3.2 Bmmie bikik b IL-64 %R ¥ IL-6.
MEK 1 & iA Hbx

Fon, HSIEWHE, BRI, 25 A4
4B b3 TL-6 i A IL-6 . MEK1 k1Y
FhE (P<0.01). SHEERIA e, &25iE 4 .

U0126 41 . BXA 4140 i 13 P 1L-6 7 o K i g
IL-6. MEK1 ik FEAL (P<<0.05 5 P<<0.01) .
H5EHMEH L, BREHMM A IL-6. MEKI %
SRR (P<<0.058;P<<0.01), 40l FiEHIL-6
TERBEFTHITFEEL (P>0.05). 5U0126
I, B MM T TL-6 Rk (P<0.05),
T2 L3 v TL-6 75 i M 4 MEKT 2352 %0
Gt L (P>0.05),
R2 KA EFDIL-6 58 LA IL-6,
MEK1 53k FL
Table 2 Comparison of IL-6 content in cell supernatants and

expression of IL-6 and MEK1 in cells of each group (xs)
IL-6/° 755 MEK1/TH15E

28 51 #ZF IL-6/pg-ml™

4 SR S
EH 4 3 1.768+0.958 1.000+0.225  1.000+0. 124
AL 3 5.356%0.576" 3.229+0.196”  3.313+0. 186"
MM 3 5.053+1. 521" 3.267+0. 157" 3.132+0. 180"
FEMIEA 3 3.28420.520" 2.517+0. 188" 2.357+0. 262
U01264 3 3.157+0.720" 2.235+0.199°  2.197+0.317°
S| 3 2.147+0.999” 1.619+0. 138" 1.603+0.221°

T 16, FIANAE6; MEKL, 2224505 (LA oM 2
I 1

a) HSIEWA i, P<0.01; b) SEMA L, P<0.05;
¢) AR LR, P<0.01; d) S&Z5MiEH E, P<0.01;
e) SEMEALLE:, P<0.05; ) 5U01264 L%, P<0.05.
3.3 Aafmie P IL-6. Raf. MEKI. ERK mRNA
koik ek

R3IR, SIEWHK, BRI, HIMEH
JHMIH 11-6. Raf. MEK1. ERK mRNA Fik¥ 7}
(P<0.01), SERIZ i, FAMEL . V0126
4. AN IL-6. Raf. MEK]. ERK mRNA
FRIRBFER (P<0.01). SEHMIGFHILE, V0126

Rl A AN ) s 5] 40 B 00 1) 3% L%

Table 1  Comparison of inhibition rate at different times in each group of cells (x+s)
24 5 IRFRIYE % FEAEL 48 h 72 h
X} HEZH — 3 1. 000+0. 038 1. 0000. 060 1. 0000. 096
28 L 2H — 3 1. 080+0. 068 1. 02420. 043 0.991+0. 077
eI A 10.0 3 0. 9060. 056 0. 598+0. 030" " 0. 348+0. 010" » ¥
5.0 3 0.921+0. 092 0. 690+0. 046" 0. 442+0. 0277 » ¥
3.3 3 0. 955+0. 027 0. 7360. 053" " 0. 558+0. 055" »
2.5 3 0. 961+0. 048 0. 794+0. 059" 0. 615+0. 029V » ¥
2.0 3 0. 976=0. 008 0. 828+0. 044" 0. 787+0. 005"
1.7 3 1. 028+0. 036 0. 937+0. 030" 0. 9200. 005"’
1.4 3 1. 037+0. 089 0. 985+0. 009 0. 960+0. 060
1.2 3 1. 062+0. 017 0. 993+0. 048 0. 999+0. 011

H: a) S —HRXRA L, P<0.01; b) SFE—EBSE24 0k, P<0.01; o) SHRE—EBUME24 h LE, P<0.05; d) H[Fl—

WU E048 h L#, P<<0.01,
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R3 KAMMPIL-6. Raf. MEK1. ERK mRNA %35 LR

Table 3 Comparison of IL-6, Raf, MEKI and ERK mRNA expression in cells of each group

(272547 xzxs)

2H 5 FEAZEL IL-6 Raf MEK 1 ERK
EH# 4 3 1.0010. 133 1. 0100. 180 1. 009+0. 165 1. 0060. 141
L IES) 3 2. 108+0. 060" 3.017+0. 080" 2. 046+0. 080" 3.402+0. 117"
25 LA 2 3 2.137+0. 011" 2.985+0. 551" 1. 994=0. 073" 3. 476+0. 237"
T 3 1. 587+0. 084" 1. 838=+0. 072" 1. 3860. 055" 1. 804=0. 054"
U0126 41 3 1.29620. 086" *! 1.55120. 068" *) 1. 20020. 037" 1.51420. 045"
Bl 3 1.175+0. 037" *) 1.34520. 072" *) 1.128+0. 034" ¥ 1. 37420. 046"

e 16, HAIIEAZE6; Raf, PLBindf4E AR ; MEKL, ZZE0EAANIEIME ST 30 1; ERK, 4IHAME S 0855 ot .
a) HIEW4IHE, P<0.01; b) SHEAI4E, P<0.01; ¢) SEHEAMBLAILE, P<0.01; d) S5&25ME4 E, P<0.05,

HARMI P IL-6. Raf mRNA FRIKFRAK, BE42H 4000
1 1L-6. Raf. MEK1. ERK mRNA YJIEAE (P<<0. 05
1, P<<0.01),
3.4 K#mie P IL-6. Raf. MEK1. ERK12 % &
Fak i

T4, SIEWH R, BRI, 2 AimiEd
AP IL-6. Raf, MEKI1 M ERK1/2 % H £ AT &
(P<<0.01), SR E, FZMiE4 . V0126
4, BESHMME P IL-6, Raf, MEK1 M ERK1/2 %
HEBHEM (P<0.01)., 54154,
U0126 4121 il fr Raf 85 [ 3RIAREAL, BXE 440 frh
IL-6. Raf. MEK1 } ERK1/2 & 1 £ (P<
0.05 8% P<<0.01)., 5 U0I264H b4, BEA2H 400
HIL-6. MEK1 & ERK1/2 8 H AL (P<0.01),
HHAMMI AP IL-6, Raf, MEK1, ERK1/2 £ FH Hi 7k &
TLIE 1,
4 it

HRYE CAGIEIREIL, nlHE THhE2E “JEi"
“HRT M ARG, ME sk R SR
Wi WEER L RIR . KB B IR — RS B
By, N —E 5 S, WG, R
PREZE, AR IR IR . S . A IR

A B C D E F
L6 | s QIS G S b | 3D

Raf | i S S S e | 651D

MEK] | seee SN SN Swem sl & | 46kD

- e— a— —
42kD
ERK1/2 — Q-ﬂ— -

GAPDH |(pe WS SIN iy Salin i | 57D

e A, IEH4L; B, BUR4L; C, = HME4l; D, &2l
W4 E, U0I2641; F, BeA4dl; 1L-6, HAIMAZE 6; Raf,
PN LT A IR s MEKT, 22245054 A A A e 58 3 3%
[t 1; ERK1/2, AHAEAME5 I8 0% 172,

Bl ZA4NHH 1L-6 .Raf MEK1 . ERK1/2 25 4 B Pk [&]
Figure 1 Electrophoresis of IL-6, Raf, MEK1, ERK1/2

proteins in each group of cells

J& CAG AR ML . 1 B e SRR 1 5 1= Ui JA]
fFHESR “BIr2ik. Gaia il BRI i
AR, DUG AN AR 2, 207 SRR
L 1 5 £ N N G (N 1R o) B S 17
i, PEEARINTOGANAR, SFRERLRETT, ARG
W, AR S, AU IR N s 2
T I B LR S eS8, TR 21 2

T4 FUHMMPIL-6, Raf, MEKI Fz ERK1/2 81515 LA
Table 4 Comparison of IL-6, Raf, MEKI and ERK1/2 protein expression in cells of each group (/GAPDH, x+s)

4151 FEAEL 1L-6 Raf MEK]1 ERK1/2
EH A 3 0. 5930. 026 0. 565+0. 057 0. 3570. 030 0. 865+0. 049
EAIZH 3 1. 0850. 023" 1. 035+0. 020" 0. 804+0. 025" 1. 400+0. 047"
25 IR 2 3 1. 044+0. 032" 0. 957+0. 035" 0. 722+0. 036" 1. 309+0. 020"
e IR 3 1. 0000. 043" 0. 906+0. 029" 0. 532+0. 024" 1.2210. 038"
U012641 3 0. 938+0. 035" 0. 693+0. 030" ! 0. 587+0. 030" 1. 1240. 062"
S 3 0. 795+0. 060" * ! 0. 622+0. 031" ) 0. 450+0. 026" ¥ 0.958+0. 058"

W 1L-6, HAMMEANFE6; Raf, PLHEUMBRLAERT ; MEKL, 2224000 MAME SR80 1; ERK1/2, AU0AME5 01 3 172,
a) SIEWAILE, P<0.01; b) SEAIILE, P<0.01; ¢) S&AMBEALE, P<0.01; d) SHFAMFLALLLE, P<0.05; ) 5
U0126 4 4%, P<<0.01,
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Exploring the Effect of Medication-Containing Serum of Pingwei Capsules (V& jii4) on MNNG-Induced
Inflammatory Cancer Transformation of Human Gastric Mucosal Epithelial Cells Based on Raf/MEK/ERK
Pathway

WANG Xia'?, WANG Lijuan', NIU Xiaoying', FAN Zekun', NIU Yuanyuan', MAO Lanfang’, WANG Longde’
1. Gansu University of Chinese Medicine, Lanzhou, 730000; 2. Key Laboratory of Dunhuang Medicine and Translation Department,
Ministry of Education; 3. Affiliated Hospital of Gansu University of Chinese Medicine

ABSTRACT Objective To explore the possible mechanism of Pingwei Capsules (°F-& 14 ) for chronic atrophic gas-
tritis from rapidly accelerated fibrosarcoma/ mitogen-activated protein kinase /extracellular-signal-regulated kinase
(Raf/MEK/ERK) pathway that influences the activation of fibrosarcoma protein/mitogen. Methods Fifteen SD rats
were randomly divided into 5 rats in the blank group and 10 rats in Pingwei Capsules group. The rats in the blank group
were given 1 ml/100 g of saline by gavage, and the rats in Pingwei Capsules group were given 0. 63 g/(kg*d) of Pingwei
Capsule suspension by gavage, and serum was collected for 3 consecutive days. N-methyl-N'-nitro-N-nitrosoguanidine
(MNNG) was used to induce human gastric mucosal epithelial cells GES-1 to establish a precancerous lesion cell
model. The successful cells were divided into control group (10% fetal bovine serum) , blank serum group (10% fetal
bovine serum plus 10% blank serum) , and medication-containing serum group (serum with medication of Pingwei
Capsule) , and the volume fraction and time of intervention of Pingwei Capsule-containing serum were screened by
CCK-8 assay. Human gastric mucosal epithelial cells GES-1 were divided into normal group, model group, blank serum
group, medication-containing serum group, U0126 group, and combined group, with 6 replicate wells in each group.
After successful modelling of the cells in all groups except the blank group, an equal volume of fetal bovine serum was
added to the normal and model groups, an equal volume of blank serum was added to the blank serum group, a screen-
ing volume fraction of Pingwei Capsule-containing serum was added to Pingwei Capsule group, a 10 pmol/L mitogen-
activated extracellular signal regulated kinase 1 (MEK1) inhibitor U0126 was administered in the U0126 group, an
equal dose of Pingwei Capsule-containing serum plus 10 pwmol/L of U0126 was administered to the combined group.
After the selected incubation time, the level of interleukin 6 (IL-6) was detected in the cells by ELISA, the expres-
sion of IL-6 and MEK1 was detected by immunofluorescence, and the expression of 1L-6, Raf, MEK1, and ERK
mRNA was detected by RT-qPCR, and the expression of IL-6, Raf, MEK1, and ERK mRNA in the cells was detected
by Western blot. Results
selected for subsequent experiments. Compared with the normal group, the I1.-6 content in cell supernatants and the
expression of 1L-6, Raf, MEK1, ERK mRNA and ERK1/2 proteins in cells increased in the model group and blank

serum group (P<<0.01). Compared with the model group, all of the above indexes were improved in medication-

The 5. 35% volume fraction, 48 h intervention of Pingwei Capsule-containing serum was

containing serum group, U0126 group, and combined group (P<<0.05 or P<<0.01). Compared with medication-
containing serum group, the expression of 11.-6, MEK1 expression, the expression of 11.-6, Raf, MEK1 and ERK
mRNA, and the expression of IL-6, Raf, MEK1 and ERK1/2 proteins reduced in the cells of combined group (P<<
0.05 or P<<0.01). Compared with the U0126 group, IL-6 expression reduced and 1L.-6, MEK1 and ERK1/2 protein
expression reduced in cells of combined group (P<<0. 05 or P<<0.01). Conclusion The Pingwei Capsule-containing
serum may play a role in the treatment of chronic atrophic gastritis by improving the inflammation-cancer transforma-
tion of GES-1 cells through inhibiting the Raf/MEK/ERK pathway.
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cancer transformation; rapidly accelerated fibrosarcoma; mitogen-activated protein kinase; extracellular-signal-regulated

chronic atrophic gastritis; Pingwei Capsules (¢34 ) ; human gastric mucosal epithelial cells; inflammation-
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