5530 % 2 1 AR EHKEFR Vol. 30, No. 2
138 2024 43 A Journal of Tianjin Medical University Mar. 2024

DOI:10.20135/5.1ssn.1006-8147.2024.02.0138

WEAEE 2 MMHIF parecoxib X C2C12 B85 HLLH A
L B9 5 R R AL IR 5

1RERRE, B3E, X E
(CRHREERIR IR PR A B e & , KHE 300070)

¥
L

HE BRI IRAACHEE 2 7 K b4 3% A7 (parecoxib ) 5t C2C12 s RF #IL4a B AL B B H 4 F Auh) o Fik: CCK-8 %
o) 7R Bl R #9 parecoxib 2L FJE C2C12 48089 7E 15 S ALIEHRAFF C2C12 DR B HBILL 48 h j&, 2min s h st R4
(control 48 )Fe parecoxib Z8 4k £: 4% 48 h, Jo 95 5 A WU 2 it AL s 34 09 47 & & & LI K & £ 4% (MyHC) ,, qPCR #= Western
PP i o A A MyHC WUR &7 4 1 2 (Myh7) . [Ta 2 (Myh2), I[b 7 (Myh4) . Il x % (Myh1) U4 & 2 % B -F (MyoD ) WL 4 5%, B
F 5(Myf5) LA &2 (myogenin) & & B Fo 8 & K ik . £558:0.100.,150,200.250.300 wmol/L # parecoxib ¥ R ¥ ampiE 5. 5
*} FEZHAR VL , parecoxib 21 MyHC FRMEAULT 23, ) L RR &2 B, 5L A2 84K, MyHC \MyHC [l a.MyHC [l b.MyHC Il x.
MyoG MyoD #= MyfS # mRNA 7K -F BA&(1=19.04.53.93.72.38.33.72.15.32.3.061.18, 35 P<0.05),MyHC I # mRNA K -F5+ 35
(1=17.12,P<0.01 ), Western ¥F i £5 R % 7, 5 3 B 2048 L , parecoxib 28 MyHC \MyHC I a . MyHC Il b MyHC I x\MyoG #= MyoD %&
& R A% (1=7.297.7.852.11.43.227.80.14.11.76, 3 P<0.01),MyHC 1 & @K-FH % (1=5.891,P<0.01), Z5if:Parecoxib T4k
i@ id T A MyoG MyoD Fe Myf5 &9 &3k, ¥4 C2C12 B REML4a FL ey 512

KRG IREACEE 2 B A ;B REIL; LR 47 2 5 2 e 54K

FESES R392.1 XHEARERD A XEHE  1006-8147(2024)02-0138-06

Study of effect and mechanism of cyclooxygenase—2 inhibitor parecoxib on the differentiation of C2C12
skeletal muscle cells

NI Yuge,SHENG Fei, NIU Wenyan

(Department of Immunology , School of Basic Medical Sciences, Tianjin Medical University , Tianjin 300070, China )

Abstract Objective:To investigate the effect of parecoxib,a cyclooxygenase—2 inhibitor,on the differentiation of C2C12 skeletal
muscle cells and its potential molecular mechanism. Methods: The Cell Counting Kit-8( CCK-8) was used to detect the viability of
C2C12 cells treated with different concentrations of parecoxib. C2C12 mouse skeletal muscle cells were incubated with differentiation
medium for 48 hours. Then the cells were divided into control group and parecoxib group for further differentiation for 48 hours. Im—
munofluorescence was used to detect myosin heavy chain(MyHC ), a marker of differentiation and maturation of myotubule cells. The
mRNA and protein expression of MyHC, MyHCI(Myh7), Il a(Myh2), Il b(Myh4), II x(Myhl),myogenic determinant (MyoD ),
myogenic factor 5(Myf5) and Myogenin were detected by ¢PCR and Western blotting, respectively. Results: 0, 100, 150,200,250 and
300 pwmol/L parecoxib did not affect cell viability. Immunofluorescence data showed that compared with the control group,the number of
MyHC—positive muscle fibers in the parecoxib group was reduced, muscle tube fusion was impaired, and the degree of differentiation was
reduced. The results of (PCR showed that compared with the control group,the mRNA levels of MyHC,MyHC Il a, MyHC Il b, MyHC Il
x, MyoG,MyoD and Myf5 in the parecoxib group were decreased(:=19.04,53.93,72.38,33.72,5.32,3.061,18,all P<0.05) ,and the mRNA
level of MyHC I was increased(t=17.12,P<0.01). Western blotting results showed that compared with the control group, the protein
levels of MyHC,MyHC I a, MyHC Il b, MyHC Il x, MyoG and MyoD in the parecoxib group were decreased(1=7.297,7.852,11.43,227,
80.14, 11.76,all P<0.01),and the MYHC I protein level was increased (1= 5.891,P<0.01 ). Conclusion: Parecoxib may inhibit the dif—
ferentiation of C2C12 skeletal muscle cells by down—-regulating the expression of MyoG, MyoD and Myf5.
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PIEEFR . A BRI, COX=2 TEREIE VAT 3k
SRR A Ak 25 I A PRI B AR I 2 B AiE i 5
B o ITAERFGE & B, COX-1 Al COX=2 X}
WU LA B v 7 %) JUL PR 52 0 P2 o i 2P
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Tab.1 Primer sequences for amplification reaction

51 (5'— 3") 74 (bp)
% AGCGAATCGAGGCCCAGA 199
T TGTCGTACTTGGGAGGGTTCA
¥ GCCAACTATGCTGGAGCTGATGCCC
T GGTGCGTGGAGCGCAAGTTTGTCATAAG
% CCAAGAAAGGTGCCAAGAAG
Myh2 . 147
i CGCGGAGTCTTGGTTTCATTG
¥ ACGCTTGCACACAGAGTCAG
T CTTGGACTCTTCCTCTAGCTGCC
Myhi % ACCAAGGAGGAGGAACAGCAGC 144
Ui GAATGCCTGTTTGCCCCTGGAG

i GTGGCAGCGAGCACTACAGT

LR R

MyHC
Myh7 136

Myh4 139

MyoD i ACACAGCCGCACTCTTCCCT 177
s E3% CTTTCTGTGAGAAACTGGACCG s
Tl TCCTTTCTGAGGTCTGGCTCT
o LliF GCACTCGAGTTCGGTCCCAA b
Y% R TATCCTCCACCGTGATGCTG
I AGCGAATCGAGGCCCAGA
B-actin 192

Tl CCTGCTTGCTGATCCACATC
VE : MyHC : JUER B 1 T54% ; MyoD : LA iRz IR 7 5 MyfS « ILAE B

AT 5;MyoG: A s Myh7: T BIUURZF4E; Myh2: 1 a BINUGELF4HE

Myhd: I b BIRUELF 2 Myh 1« 1T x BIPURLF4E ; B-actin : NZSIEH
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Fig.1 Effect of parecoxib on cell viability
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Fig.2 Effect of parecoxib on differentiation of C2C12 cells
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Fig.3 Effect of parecoxib on the expression of MyHC 1 ,MyHC Il a,MyHC I b and MyHC Il x
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Fig.4 Effect of parecoxib on the expression of Myogenic

regulatory factors
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