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Research of Inducing Mouse Embryonic Stem Cells Differentiate

into Skeletal Muscle Cells in vitro

Ye Feng, Tong Huili, Du Wei, Yan Yunqin*
(College of Life Sciences, Northeast Agricultural University, Harbin 150030, China)

Abstract Mouse embryonic stem cells are separated from the inner cell mass of embryo, with the abilities of
unlimited growth, self-renewal and differentiation potential when cultured in vitro. Mouse embryonic stem cells can
be induced to differentiate into muscle cells, which can be used in treatment of muscle degenerative diseases and is
becoming a research focus of the field. The aim of this study was to obtain the effective conditions of inducing mouse
embryonic stem cells differentiate into skeletal muscle cells. Results showed that 10®* mol/L retinoid acid (RA) and
0.5% dimethyl sulfoxide (DMSO) could induce mouse embryonic stem cells differentiate into skeletal muscle precur-
sor cells with the highest efficiency, and the skeletal muscle precursor cells purified to differentiate into multinucleated
myotubes. It provided cells for the treatment of muscle degenerative diseases and also can be beneficial to the study of
the mechanism about mouse embryonic stem cells differentiate into skeletal muscle.
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TERARE LR, RS ER D, A
FOIN ] RESE BT T B PR s, 7R B B UL
AV Bl R AR B B LR AT MR i sy, TR A B X
BEILE E R A RS, Br ATk, AR 205
K HAm S Y i A 5 5 0 A B B L4 i, e e
AN RS R AN B Z I WL A ZH 2R . B FE 15 LU 1)
A& 5 BE 8] 78 5T 41 g (bone mesenchymal stem cells,
BMSCs). BMSCsfi4rfLig 1R 58, BEif 3 bk %
Bt L DR

JA G- 41 Y (embryonic stem cells, ESCs)2 A 47
)2 RetE, FEARSMRE F7 554 T 0] BLIn) =N IR =45
P B LR B, BRI G T 40 Mk N UE 5
ASRANERE B, 8 ILAESH AR N B R i m) B i
LT 11 o0 A 5 R P A 22180, F o 3 e st B R [T
AR, ¥ Pax3FE KT N2/ R IG T4 f5, A2
5 3 Gk i) 1A 4 B 1) o0 A RS B LA,
B8RRI INA L= (7 PN e 917 Y e 1) P S SR
FE AR fS, P AR R AT 15 AT AR 3
L4 ™

BRI Ak, r] U0 A A s ARG B 110 245 4 an 4
FF 2 (retinoic acid, RA). — H & iV A (dimethyl sul-
foxide, DMSO). HiZEKFALLKbFGF. EGF. PDGF
SOV i DR - 0 e AR 2 B LA I R T B 0 4
HIRE B B VLA S S 0 TN H 2 e F IR 2
A, T AR SR I — LR A AR B, IR IEZ9°80.5%
() = F AR AR A5 TR B0 55 5 3 i B LT B
AR B I RV B ) KA A ] DA B AR T
90 A o B B ULAE R, 724k S Rl e OV 1
L2 i b R A L3R B i R

HAT, B TSI T 40804 & 8L
RITIE I 2, (BRI A IR E . AR SEES
16 R L N B 5 R (1) /)N BRUVE I T 48 B S I TR
B, T 2EF R AN — 3R A4 H R i S AR AR A
AN E RS WLRT A A0, AR AL T FEAR 775 /N BRI

520 it v 2K 2 A A i B UL R P 35 75 2k A, RIS
WA T/ RV IR 40 B 204 D i B LA P R L
FRAL T — P I AT B

1 MR55E%

1.1 FS/EIERT RSB BB BT 20
i HR 22 1 SCHRAROE 1) 7 VAN, o IR G T 40

FR1x10%/4L 11 %5 FE B 4 M e A 0.1%B Ik 116

FLEGFRIR b, FH B % T ARS 97 92 MG BE 1% 77 (0 IR iR
T4 . 15 7 A% HDMEM high glucose. 15%
FBS. 0.1 mmol/LIE % 75 & FEE 0.1 mmol/L B-i
£ W, 2 mmol/L L-4 Z Mk iz 10 ng/mL EGF
KA K 2 R 1D IR B 4B P 12 M 108, 107, 10°F,
10° mol/LPY A4 . 71 5 = G BE 5% 77 1) /1N B JIG F
YA R 3R S, 1 B IR R 0 A DY AN [
WP I 4E FR R, JE AN TS N 4 HP IR 1) A0 A Dy xof
A, B G Western blotS2 56 6 46 I 2 it H
a-actin. Desminfl NestinZ: R 1315, BGEE 541 4 i
Z IR A1 Do

i 30 44 B R 15 5 VR T 40 v UL T A 2
JEL o0 A 1 o A VR B, P A R R P ) 4 R R 5 VR
H0.5% ) — R ARG & AF T4, DL R e A iR
f) 4k B R 5107 mol/L M 2 K kA O BB & 16 FH 41, &
5T B AR A BB 30K IR B G B R R 1 /) BRUIR
JETF 4. 751X — B B 400 72 vp i RE 97 W
B(/% %> ~: DMEM high glucose. 10% FBS. 5%
MiE 0.1 mmol/LIE LA FHEEL . 0.2 mmol/L L-%5%
ZMENZ. 0.1 mmol/L -5k £/, 10 ng/mL EGFLA
FRHT)o TE AL I 55 10K 38 1o 50 7% 9% 6 FlT Western
blots2 548 # M a-actinflDesmin 4 1A 1 0, ELE I iR
T4 L A0 PR SUR

e, RS /N ROV IG T4 B o0 4 i B UL
FIT A 200 MO TR 40 FF IR e A IR B AL S A TR 4 R
+0.5% — HH 35 I A ZH A A £ A B 4 H R 10 mol/L
Hby S KA ZH X — 4 22 BB UL A B R R
K, WH R M. 162 Bt rh 43 201 i
oA, TR FRIEBIY I 58 i 5 R IR - 4
Ak, R AT B A0 B R I A P A R 97, 1%
RIGFEA-61K 5, ML A K EPIRAS FRAS I B AL
b G VEBE DN 1) I I L, TEDGEE NS 7049 1 1)
H RS UURT AR AN A TEAS, ol i S 2 1) 5 1A
W28 ff h a-actinf) FRIA G L. I B8 %% 526
Western bloth Il & 8% L HT 420 730 55 1 LA 4 P
HMyoG Ik, Sk % B R JG T-40 i 7 1k 15 21
(1) BF B JUL R 4 M T o 2 P A KR 5 5 oy
W IRE ST
1.2 BRRIEN

V4 IR 6 T 4 ) 4 8 v DA 1< 10/ 4L 11 2%
MR 0.1% AR B3 b, Frdi K 2280%
Fe A mE, NEEFRAE P ECH, ZBR B IR, FIPBSTE3
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Ko MMAN4%% 5 FEE [ 72 15 min, FIPBSHE3IX,
&5 min, 285 1% BSAZ A1 h, IIA$1:50HBSA
FRE—41, 37 °CHE A 1 h, —Hu N B BRI v b
FHo-actin AR #H 22 Hil A4 40 il A5 E Nestine  FHPBSTE3
U, BRRS min, JIAZ1: 10056 1 38, 37 °CiH B
1 h, ZHUAFITCECY3brid . 7RG 26 1F T,
FIPBSYE3¥X, BERS min, 5 I ADAPIf & 10 min,
FHPBSHE3 K, &FXS min, IIABLZ A KFE ) 7
GBS FE IR A
1.3 RT-PCR#&N

A% 00 4 P AR, LA 3 72 2 B Trizol
Reagentiit B 5. 2 5 FIRNA i T id& & FIDEPC
K (Z110~20 pL). 7E20 uLi Ak &b, In 44
4 LRNA 50 ng~5 pg. TransScript™ RT/RI Enzyme
Mix 1 pL. 2xES Reaction Mix 10 pL. Anchored
Oligo(dT) 18 Primer(0.5 pg/puL) 1 pL. RNase-free
Waterfh 2220 pL. FE30/N5 30 . = Mk 4F N
42 °C 30 min, 85 °C 5 min, 2<% EsayScript™ RT, 4%
SEPERNIRAE-20 °CIRAFE . BIWI T 553 3 N: a-actin
1E X% 5'-ATC TCA CGT TCA GCT GTG GTC A-3,
% X E: 5'-ACC ACC GGC ATC GTG TTG GAT-3/,
Y18 BCK 182 bp; DesminlE X5E: 5'-CGC TTC
GCC AAC TAC AT-3', x X #: 5-CGC TCC AGG
TCA ATA CG-3', ¥4 7 Bt K 5249329 bp; Thni2 ik X
4 : 5-AGA GGT ACC GGA GAT GAG GAG AAG
CG-3', Jx X ##: 5-AAG GAA TTC TAG GAC TCG
GAC TCA AA-3', ¥ 14 v Bt K F£ 4220 bp; GAPDH
1E X #%: 5'-AGC CTC GTC CCG TAG A-3', xS k:
5'-CGC TCC TGG A AG ATG G-3', ¥ ¥ BLKJE R
253 bp. fiHLA Taq¥ 14 3E ], ) MAK 2 N: LA Taq
0.1 pL. 10xLA Buffer 2 pL. dNTP mix 1.6 pL.
cDNA 1 pL. sense primer 1 pL. antisense primer
1 puL. H,O 13.3 pL, FE30MEHJE #4416
594 °C 405, 55 °C 40's, 72°C 60 s. F =1 1.5%
T W R AT Bt W g o PR IS DU, I FH 8 B R AR
GLHEH .
1.4 Western blotf&;M|

PEIAH L 1) 8 S N SRR AR 2% A Buffer,
TN ¥ 7K R 283 10 min, K7 2R U HUCHE, TN VKA FRAT
SDS R T4 45 Bk e e B vk« 6 M, FH S % 10 st i 0
H A1 hJE1%1:500 N —#, 37 °Cli taF2 IR FE1 h, H
PBST¥E3K, XS min. $%1:1 0001 Lt 45 in A\HRP

FRICH 3T, 37 °CIREREIRTEL h, FIPBSTHE3X,
RS mine N ER G, TERE = RO, SRR .
1.5 BRSO

Xof G BE 9 I 5 BBEAT TR M, A — N4y
AT 2 = AN R ALET 10 BH A 40 B 2R 34T St
=P 31E, o Hr xR . FIFHSPSS 11.5%K
, F 7 Z AT 0 2 F 1 0 B, P<0.05% s 2%
2R, P<O.01RRNEREEZER .

2 HFHR
2.1 ARIKE R4 BERIE SRR T4 4L
CY3hric I B 88 WLURr 53 P bR Ea-actinf) 5 2%
e g gt F(EDE R, B2 0 IR iG T 40 i
Wi, —/INER 4y g B R A A B B LR AR 0, S
1k 3R N9.40%+1.34%; fE44L 73 BN T W E N
10, 107, 10, 10° mol/L4E H |2 1) 4> 1k 41+, Ik
1 = &1 0 1 2 UL AT 200 B o A TR KR AR IR
21.70%%1.56%- 40.30%+2.03%. 62.40%=+1.75%.
29.30%+2.28%, MEHE b DLE H 4k B R 1) iRk B
910 mol/LINF, 73 AR R B i, % 2H 2 [B) 22 53 b
F(P<0.01)(FE1).
i 22 41 H b i Nestin ) G 7% ¢ e et 48 B B
R, X AN A T (BI2A-EI2E), IR S T4 i ) p
2R AH IR 7 W) 43 Ak ) 0 DR R A T GBI
9.03%=1.12%- 68.20%=£0.74%- 43.20%=£1.29%-
15.20%+1.15%. 11.80%+0.98%, M##k a7 LA H
W N10° mol/LIY 4k FRIAE S T #h & 40 it K &4
B, 21 2 1) # A W IR 2 5 (P<0.01)(82).
Western blot3L 56 45 B 5 7R, M10°mol/L RAZH
F110* mol/L RAA 1) & % WL br 7 M K Fa-actin
Desmin[f] 25 [ % 18 &7 7+ 5, 10 mol/L RAZ Y]
FiE T, 10° mol/L RAZ [ IE &4 BT AL, M
10 mol/L RAZL F10° mol/L RAZH () 4 £ 41 i b5 &
Nestinff] 8 H R IB BIKKPEME. thoh, RAGIEH T
B % LR 75 255 DR R e 5 20 i s 7 DR 1 R P Rk
AL S T G T4 A B AR o) FRZEL(B13) .
RT-PCR&E IR 2 7R, M10°mol/L RAZH 3110* mol/L
RAZH 1 & 88 UL br & A To-actine Desmin il Tnni2
FImRNA A B 5, 10° mol/L RAA )R IE &
5% 1, 10° mol/L RAZH 1) 18 & AT 4 fik. RAKLHE
Y ) BE AR 6 2 PR (I mRNA ik B #0251 E G
-4 H SR A HEZH (K14)
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A: H*H“‘FQEH@Eéﬂﬂjfitﬁﬁxtﬂﬁﬁa B: 10 mol/L4E H FR AL FLA ; C: 107 mol/L4E I ER AL FEZH; D: 107 mol/L4E H R AL FE4H.; E: 10° mol/L4E FH g b ¥

A. ESCs differentiation control, B: 10"’ mol/L RA treated group; C: 107 mol/L RA treated group; D: 10® mol/L RA treated group; E: 10° mol/L RA
treated group; F: negative control; G: nucleus with DAPI tagged of negative control.

Bl BERAATEAI P o-actin e E R E(100%)

Fig.1 Immunofluorescent staining of skeletal muscle progenitor cells with a-actin(100X%)

A: ESCS differentiation control, B: 10° mol/L RA treated group; C: 107 mol/L RA treated group; D: 10 mol/L RA treated group; E: 10° mol/L RA

treated group; F: negative control; G: nucleus with DAPI tagged of negative control.
&2 ARSI Nestin G E 5 2 (100%)

Fig.2 Immunoflurescence staining of Nestin in neural progenitor cells(100%)

FEEHRRITE ST, KMo T &
LRI 17 40 e 26 A4 40 B, L 4 PR TR 6T 40 D )
A GE A P, 2 R Ak B 2 f 4 AR 4 B RE 7 RA
S Bl T BEZH AT 1 G B 55
22 HERBRASANSZBHETN, hERDEESE
FHiBESESCs 1t

FoFE T4 R B IR, 10° mol/L RAALE S8
H&JULHT 17K 40 B 1R T 1 2% v T A RAIK BE 4, ik
10®* mol/L RA%} 11 50.5% — FF FL W AKAT 10 mol/L

HZERRA B EER T/ N RIR e T4 5, & 88 UURE
SEMEbr Ea-actin KERIE(ES). 10° mol/L RA% )
1550.5% — H JE AR ZH H VR i T 48 e 1) B 8 UL 1
Y L) 43 AL I B T 82.50%+2.21%; 10 mol/L RA
L5 Hb FE KA BB A 35 20 11 B UL T A4 40 i 43 4 2
NT3.20%+1.87%, IX P41 2 [7] 22 57 i i 3% (P<0.01)
(#3).

Western blotf& il i 755, 10 mol/L RA+0.5% DM-
SOZH 110" mol/L RA+10 mol/L i1 2& K # 28 ) & %
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R1 TREIKERHERERS SRR TAIES LA
B KA ZH AR S L 2R (X+5)
Table 1 Differentiation rate of ESCs-derived skeletal
muscle progenitors cells induced by different
concentrations of RA(X+s)

R2 NEIRERHERRIE SR THEBS L ARE
BIRZBBREY 53 L ZE (x+s)
Table 2 Differentiation rate of ESCs-derived
neural progenitors induced by different
concentrations of RA(X+s)

He  HEY KE (%) ik Vi KA I (%)

Group  Inducer Days Differentiation rate(%) Group Inducer Days Differentiation rate(%)
A Control 10 9.40+1.34% A Control 10 9.03£1.12*

B 10°mol/L RA 3+7 21.70+1.56%* B 10°mol/L RA 3+7 68.20+0.74*

C 107 mol/L RA 3+7 40.30+2.03* C 10" mol/L RA 3+7 43.20+1.29*

D 10*mol/L RA 3+7 62.40+1.75* D 10*mol/L RA 3+7 15.20£1.15%*

E 10°mol/L RA 3+7 29.30+2.28%* E 10°mol/L RA 3+7 11.80+0.98*

3+TARERESCANNE B 287 3R G B INZG 5 3 /3L TR . *P<0.01.
3+7 stands for ESCs differentiate naturally for 3 days and induced with
the drugs for 7 days. *P<0.01.

*3 TEAIBETE SR AR L BB
BIAARERY 53 LR (Rs)
Table 3 Differentiating rate of ESCs-derived skeletal muscle
progenitor cells induced by different conditions(xX=£s)

e B KE e

Groups Inducer Days  Differentiating rate
A 10*mol/L RA 3+7 62.40%=1.75%*
B 10*mol/L RA+0.5% DMSO 3+7 82.50%+2.21%*
C 10*mol/L RA+10*mol/L DEX  3+7 73.20%=+1.87%*

3+7TRKRESCHINL F IR M K3 R G FERINZA 3 LT R . *P<0.01.
3+7 stands for ESCs differentiate naturally for 3 days and induced with
the drugs for 7 days. *P<0.01.

1 2 3 4 5

1: 10° mol/L RAALFEZL; 2: 107 mol/L RAKLEEZH; 3: 10 mol/L RAAL
FEZ; 4: 107 mol/L RAKLFRAL; 5: 1EH -4k IR iG T-41 i
1: 10° mol/L RA treated group; 2: 107 mol/L RA treated group; 3:
10" mol/L RA treated group; 4: 10° mol/L RA treated group; 5: normal
ESCs.

[#]3 a-actin. DesminFINestinBYRIEE N
Fig.3 The protein expression of a-actin, Desmin and Nestin

3+TACRESCANNE A R L3R5 A I 255 5 2 TR . *P<0.01,
3+7 stands for ESCs differentiate naturally for 3 days and induced with
the drugs for 7 days. *P<0.01.

GAPDH o-actin
2 3 45 2 3 45
253 bp
182 bp
Desmin Tnni2
M 1 2 3 4 5 M 1 2 3 4 5

- o -220 "’

M: DL2 000 DNA marker; 1: 10° mol/L RAZLEEZ; 2: 107 mol/L RAKL
HIZH; 3: 10" mol/L RAALFEZE; 4: 10° mol/L RAALHEL; 5: 1IEF 4411
fif 4t o
M: DL2 000 DNA marker; 1: 10°mol/L RA treated group; 2: 107 mol/L RA
treated group; 3: 10® mol/L RA treated group; 4: 10 mol/L RA treated
group; 5: normal ESCs.
&4 a-actin, DesminF1Tnni2 BImRNAZRIEIE N
Fig.4 The mRNA expression of a-actin, Desmin and Tnni2

VLR &M E Kl a-actinfl Desmin [ 85 H R 1A &84 T
10° mol/L RAZL. 10®*mol/L RA+0.5% DMSOZ Ho-
actinfllDesmin ) & [ &1 & i = (K6).
RT-PCRA M 25 R & 7R, 10 mol/L RA+0.5% D-
MSO4L A1110°* mol/L RA+10 mol/Lh JE K 4 41 i 1
B AR &M Z Rlo-actin.  Desmin 1 Tnni2 ) mRNA
ik B # T 10° mol/L RAZL. 10° mol/L RA+0.5%
DMSO%H Fa-actin. Desminl Tnni2 f(FImRNA R 1% &
B (E 7).
2.3 RERETLmREKIRHY B BEAI BT LERE R R X iFiE
10 mol/L RA+0.5% DMSO4LH £ /155 5 T i
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Ar-As: 108 mol/L4E HRANFEA . Ay B FRIULETARZH I CY3FRic M a-actinff) 235 Ay DAPIA A4 I As: Ay AIA B Bi-Bs: 10 mol/L
TR H0.5% — MHTRAL A . By B HULATALN I F CY3bRid Ma-actinf1#15; By: DAPIA (UM 4HEAZ; Bs: Biv BofJ& MUEl; Ci-Ca: 10 mol/
L4 2+10° mol/Lih ZEKFA AL . Cy: B B IULHT RS AR P CY 34512 (M a-actinff) 3R 1A Co: DAPTH AL, Cs: CiCoftI & BEL D: BT HE
E: BITEXT BRDAPIG t 1 4 o

Ai-As: 108 mol/L RA treated group. A;: the expression of a-actin in skeletal muscle progenitor cells, with CY3-antibody tagged; A»: nucleus with DAPI
tagged; As: merged figure of A; and A; B1-Bs: 10®mol/L RA+0.5% DMSO treated group. B;: the expression of a-actin in skeletal muscle progenitor
cells, with CY3-antibody tagged; B: nucleus with DAPI tagged; Bs: merged figure of B, and B,; Ci-Cs: 10 mol/L RA+10"* mol/L DEX treated group.
C;: the expression of a-actin in skeletal muscle progenitor cells, with CY3-antibody tagged; C,: nucleus with DAPI tagged; Cs: merged figure of C, and
C,; D: negative control; E: nucleus with DAPI tagged of negative control.

El5 B8R e-actin e E R AL E(100%)

Fig.5 Immunofluorescent staining of skeletal muscle progenitor cells with a-actin(100%)

B B LT (A 40 i, 7255 JR B 4 Bk — P [ 1%
A%, A AR4-6 105 T 15 2 LE B 1B i L AT A4 240

M. G B N AT RALEE R, RG240 i Sk U
1 B JULHT P4 PR TR 25 5 2T 4R 40 AR B, KD

GAPDH o-actin
M 1 2 3 M 1 2 3
1 2 3

GAPDH S ——

253 bp 182 bp

- ,.,!
a-actin L e—— 1 Desmin Tnni2

Desmin

329 bp

220 bp

1: 10 mol/L RA4; 2: 10* mol/L RA+0.5% DMSO#4; 3: 10*mol/L RA

+10® mol/Lih ZEKAA 4
1: 10®* mol/L RA group; 2: 10®* mol/L RA+0.5% DMSO group; 3:
10*mol/L RA+10"* mol/L DEX group.
&6 GAPDH. o-actinflDesminfy%&E B RIATER
Fig.6 The protein expression of GAPDH,
o-actin and Desmin

M: DL2 000 DNA marker; 1: 10®°mol/L RAZH; 2: 10®* mol/L RA+0.5%
DMSO4L; 3: 10® mol/L RA+10"* mol/L it FEKFA4L .
M: DL2 000 DNA marker; 1: 10®* mol/L RA group; 2: 10® mol/L
RA+0.5% DMSO group; 3: 10®*mol/L RA+10*mol/L DEX group.
&7 a-actin. DesminF]Tnni2 I mRNAZRIEIF T
Fig.7 The mRNA expression of a-actin, Desmin and Tnni2
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R, RO Z AT, MU & (K8). AEfR3~4d
FAR—IK

G PE W Gt 2 KR W, i BEULAT A 40 i
a-acting 35 B PE, B H UL AT 74 4H 0 B0 5 A i
B HI98% LA L, WY i T ARARES 37 2 1 A L
HI P2 PR T R (B9 o
2.4 RS FYRRESRIREVE A RTIA MR B T

8 FERS T 4mAm kiR Ao-B B AILAT A ARBRAO T 75 (200%) AHERIRES
Fig.8 Morphology of ESCs-derived skeletal muscle fERIEFR4-6IR 2 Ja, TEm % AR+,
progenitor cells(200x) HHENLRTAR G2 B kI B 48 58 L .

A-As: 10° mol/LYER+0.5% — HELAAL B AL, Ay: BHEHLHT A2 Th CY3FRIC M a-actinfI 35, As: DAPIR T AL As: Ay ASHIRTR
F; Bi-Bs: A2 A0KE 774-61K 11110 mol/L4E H R +0.5% — I EE WANALFE AL . By: B #E LT 40 A AP CY3hR 1L [f a-actin[FI R 1% ; Bo: DAPTHL 4[4 fu i,
Bs: Biv BolfI & il C: BAPERTRE; D: [P BED APTYL 4 /A 41 M A%

Ai-As: 10¥mol/L RA+0.5% DMSO treated group, A;: the expression of o-actin in skeletal muscle progenitor cells, with CY3-antibody tagged; A.:
nucleus with DAPI tagged; A;: merged figure of A, and Ay; B-Bs: 10® mol/L RA+0.5% DMSO treated group after passaged four to six times. B;: the
expression of a-actin in skeletal muscle progenitor cells, with CY3-antibody tagged; B,: nucleus with DAPI tagged; Bs: merged figure of B, and B,; C:
negative control; D: nucleus with DAPI tagged of negative control.

&9 BERALATA MM o-actin S & 5 A F 2 (100%)

Fig.9 Immunoflurescence staining of a-actin in skeletal muscle progenitor cells(100x)

A TERAVE B8 B0 T MyoG I IE; Ar: DAPIZL G RIZRIEIZ: As: Ay ARIE A B: BIPEXS I C: (V0 IRDAPIL (R 4 A% o
A,: the expression of MyoG from myotubes of skeletal muscle cells; A,: nucleus with DAPI tagged; As: merged figure of A, and A,; B: negative control; C:
nucleus with DAPI tagged of negative control.

E10 & EAEEME D B EIALE FMyoGH) % 2R & (100x)

Fig.10 Immunoflurescence staining of MyoG in myotubes differentiation from skeletal muscle progenitor cells(100x)
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RSN 8

o 7RI 45 AR W, B A% LA MyoGI ik
JIBATE, I HAETE BOULE I35 A7 K IMyoG s ik
(E10).

2 Western blot= 56 & I, 1544 J5 B % WLHT 74
S ARSI B T R LR S R R My o G R, T
HAE A BVUE & B VLA R, MyoGRIZ IR 5
rr (B . Ui BHERATTERAS 0 B UL AT M4 2 P B A o
W ANVE e

1 2 1 2

L: A5 1B R UL AT A2 B 2: T8 SOVVE 1 B B LA .

1: purified skeletal muscle progenitor cells; 2: skeletal muscle cells

which formed myotubes.
E11 MyoGERKIFIXIFENR
Fig.11 The protein expression of MyoG

3 g

H AT, 5T /8 BRUVR A T 40 52 1H035 5 20 Ak e 2L
by 4 L 10 792 2 K 1 ST AR 5 T AR IR A F L
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