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Isolation, Culture and Identification of Interstitial Cells of Cajal in Gastric Antrum of Adult Rats
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[Abstract] Objective In order to provide the conditions for further study of its physiological function, the method of
isolation, culture and identification of interstitial cells of Cajal (ICC) in the gastric antrum of adult SD rats was investigated.
Methods SD rats at 8-9 weeks, were anesthetized with ether and killed by cervical dislocation. The specimens were cut into
1-2mm3 small pieces, digested with collagenase type II in a 37 °C incubator for 60 min, centrifuged and passed through a
200-mesh sieve. The tissues were inoculated in DMEM / F12 complete medium (containing 5 ng/mL stem cell factor). Cell
type was identified by immunofluorescence staining using tyrosine protein kinase receptor c—kit specific antibody. Results After
culture for 72 h, the cells adhered to the wall under the inverted microscope, which were irregular triangular, star—shaped, or
spindle—shaped, with multiple protrusions. With the prolongation of culture period, the protrusions were connected to each oth-
er to form a network. The cells were positive for immunofluorescence staining of c—kit antibody. Conclusion This study estab-
lished a method for primary culture of ICC from type Il collagenase digestion of gastric antral smooth muscle in adult SD
rats. It laid a foundation for the study of the relationship between ICC and gastrointestinal tract in physiological function and
pathologic changes.
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R A i 1% 3l 19 4E Rf 2 DLPLIR a5 i 18 O
WAL CE IR Y R A BRI R T i T A2
JG -1 LA LA B2 Cajal [8] 5 40 ffd (interstitial cells
of cajal,ICC) 1 M JRIAE FI 2 4E 45 1E 19 15 I T 1L
Wiy b B, BFSEIESE ICC 2 B his s i A &
PR AN M, 32 200 A T AR IE A B2 R RS T
I 0l T = S e S R o - B AN s i i BB
JoT 4 A 3ebs L R 9 7 28 H Tl R n T g, PR B
HI N ICC 7677 A= M 4E+5 1E % H I A B s b i
HEAR R EEAM A, IR, 20 S iz g
5 1 9 o L 0 A i TR (S B W DR RN L D g
THALAR R AR AT UL 1CC 19 BEOCAR | 046 1CC 20
YU D | AR A5 e S 3R A R R T ROH ER Y —
Fifa e FFEL R RAMNG 35 1CC WY J5 3 TG i v SE ik F
U I ARG T 8 Wiz 2l B i AR 5G9 2 A R
MR, BT, BN A R 2 4R s #4325 1CC,
I ELH WL/ 4L /0 DM BUAF R B 52 b o 5
FEHE R 1CC BYWFIE ARz de R F T 29 i J it R A ik
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1.1

L1l SE5shY  IEH 8~9 JAl I i g SD MiArE K
B, M S BR AR R R 220~250 g, I RGBS 2k
SESCG Sh Y o BB VR I UE S . SCXK (3 )2011-
0003, fHFEIEEE 25 °C, AHXIREE 50%~70% , A 4%
17K,

112 EEUE % IX2-ILL100 {8 & & s,
H 7K Olympus 2> 7] ; TCL16M B i 3 4 7R B DAL, K
WA DL S A ER AR A 7] s CBV-1500A B8 ¥ T.AF
&, FEEmE s ; DW-86L26 A LR vk
IR /NTIRT A S B N O S5 D 1 A
.13 EEGIAZES DMEMF12 1573 T A
fii (100 mg>2) FUEIIFEH T B2 mL:10 mg), 41
Fdb5t Solarbio 23w ;8 1R £k 2% v #% (0.01 mol/LPBS,
pH=4,500 mL/Jffi ) H R84 TRA RA
7l ; D—Hanks 2% th ¥ (500 mL/Jf) W H R HSEE L8

ONFL R AR I (FBS,100 mLAfR ) WAL (5 % % 10
000 UL, 5% 2 10 000 UmL), ¥ [ F[E Hyclone
25 )5 K BUEE 4 40 B AL (SCF, T g/ 320) 1 B 2 5
Peprotech A ] ;PE FRic i ARPT K EL CD117 (c—kit) %
HeHiiR (1 mL0.2 mg) H eBioscience 2 F ; iR
Hil (100 mg/ %), GHAEE (5 ¢lfi) . A My &N
(BSA,5 ¢/32), ¥ [ sigma 23 7] ;ATP(2 mL:220 mg)
WA A AL R 25 /) 4
114 FEHEWREH (1) I8 BRE A
ity 70 ) 770 34 LA PBS 28 o W BC I AR 20k JE R
10 mg/mL 9 TAEW, DL 0.22 pm EC25 58 1R #5 bR
P, o3, -20 CHRAF A& 1T 5 (2) 4 LT L H (BSA)
DL PBS 2% Y e ) B2 MR N 4 mg/mL W) T AR
W5 (3) 14 M B ¥ (SCF) LA TG TR 7K B il il 24k 2
1 ng/pL 19 TAEW ; (4) Bl 5 mlL 1789 fig Ji i 3 A
(& I A J5 B 1.2 mg/mL ATP0.27 mg/mL BSA
2 mg/mL R G0 HI ) 2 mg/mL) T AL
VEPRT 4 CORAE4H; (5) B 20 mL, DMEM/F12
SERFRAEE (& DMEM/F12 K5 383K 29 W4t , 10%
FBS,5 ng/mlL SCF),4 CLHRAFHH;(6) G I VAT .
BWHE 40 o, 15T 100 mL B4k 4 CLHAT, I
FH PBS #i B & 0.4% , = iR T A7 5 (7) BUR I R
Wi FH 0.006 mol/L(0.36 /L) JCH £ IR ¥s e I 2 14
B2 2.5 we/mL,4 CIATFH
12 ik
12,1 ICC 4nfsres KRS A%EK 24 h 5k
W2 Tk W A BRI, SHE D6 IR AR B, 58 28R A 75%
ST 1 min; LW FATIFIE I, A TE0T
HAT T35 DIIT W B 2120 T A 0.01 mol/L PBS
(B 2% XLHL) I JC B 1 1L B 5 76 it 1) 0 Bl s T R R
R R 0 R B 00 R B AR O A AU
ANEHIE BT EUE FEH, 4 CHY D-Hanks ¥ %
TRVEE N 3~4 U i ) R OEE T BME R B
BN BN 2 SRR FAS AR IL)Z 1
FEHLE A 4 CH) D-Hanks &, EE PR, IR
IS A BT 0E 2 R/N 0 1~2 mm’, 5418
BEDE N, A 3~4 fi5 T A SRR TR i )5 fify
WAL, ARG FRAG N 37 CISAL 60 min , 39 6] 45
15 73R 2 AT 10 ¥, A SRR ) DMEM/F12
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% ,DMEM/F12 T ,1 000 t/min &[> 5 min, 3% I
# ,DMEM/F12 &, 2R WAT 3~5 min, id 200
HfM . JFLL0.4% & Wil e £ % 7 20 Mtk 24 03
B, 180 BB T B, BE A M A S A € T 40 A
ARG, PR B A B 1x107em?,

1.2.2 ICC 4 3:  F DMEM/F12 58 4= 35 7 506
20 B 2 2 6 FL B AR Al (050 I A B i AR
FIE ) SRS A RS T2 4 1,37 °C,5% CO, 4%
TR, 2 h GRS HEHEREMERREN
DMEM/F12 ¥i55 5k I 5 5 3 Rl — ik, 151 i Be
TS A KR B B ROREEAR L 30 min, WEEE
(1 [ s AT HRE AR

123 ICC DG Y A i B 35 i 4 i 2 &
R ICC, RHHE R P c-kit G2 S Ch AT i £
TR AT e VO Y M . et F PR
BB FRMN R 73 F 001 mol/l. PBS 3k 3 ¥, AEIR
5 min;4% 2 W 2 IR T 1 E 20 min,0.01 mol/L
PBS ¥t 3 R, AFK 5 ming FH 5% 0111 2E 1075 R T
361 30 min; A PE ARICHRPIR R c—kit B iRk
(J1 001 mol/l. PBS Fif 1:100)3 ml,37 CH&AF T H#
B 30 min JEIA 4 CHRFRIIR G I H U E 137 C
ZAFN#E 30 min,PBS VL 3 K, BEK S min; fEK
PIRTAL G UE 222 BT T

2 #FR

2.1 BIE BT ICC B4k

FERE BB TS B3R 72 h e AR e
TR A0 i SR A, A0 S B T R =B
D=V IR N R R S RS
2~3 AN H I e g (H 28R =2 [ L B Il i B i L
ICC R 1 I ZARZEA AR BT (8] 1A) . 555 1 )4
200 if 1 2 285 oA UL B S A5 Ak W) R 5 A KRR 40 i
SR MEREA O A K (B 1B), i R TR
() 9 < 28 24 2 J) B AT AL 240 O 285 R v o,
A, 72 7 PR R A SRy A, I R R 08 B Y Y
ZOREEM , B 1CC ISR S (B 1C), 25 4
PLJS 40 0 320 9 52 0 TR 0 RO A% e 4 | 325 5 i
i, P28 25k i gi (8 1D) o
22 FOLRBEET BT ICC B &2 1k

c—kit BH P& B A Af A 41 iR 5 Oy 1CC 1Y) 2

.

TEASE SR 72 h 5B AR 1 A5 CH5 5% 2 A ;DR 3R 4 AR
B 1 ICC fR4MEFRAE R E A B B M5 T 4 (x400)

TR, VERERE IR A 2 JA 00 Al 1 e e Dl vk x
PEATHEE o AT SR AT DL A M e AR L 4T e
JERE R kit BIYE 35 G0 3R B 3 A il ik 5 % SR
5 c—kit BHPEAN MR ICC, 1A 2 7 1 LA i (W
K2) . JfF HAR 40 i 2 AT HEER AL R 40 i vl RE

2 Cajal 18] 540 A B SR % 20 L L 8 (x400)

3 itig
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W 53 L) LD TR WUA B B BT Y i 26 Y,
HLE] ICC ARSI ICC 225 B il dliig sh,
1CC AALR] [ R LAl A 18 0k, 2 8 i ik
AN ICC 75 H W #h 270 1% 7 1 WL 18] 493 36
E A A, E A BB IE R 84T IR A2
PRI RS | N A 28 0 M 28 R G i S R S
i ¥ 28 3R G0 2 4 ), TR i 28 SR A il 46 0 8
i 5 ICC B U S il i 5 St 4y ICC, R4
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IR B WU R A O U R TS B, AR 8 B
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I PR - 22 i B 1 )y g B i P g 112,

R T W5 W Bl 7 B AR 1 R AL P
T ICC 4l i 3y B8 SR AR, S — R AR SR 238
B35 1CC (07 A8 A5 1A F 238 S, i DAUSAE K
B A ASE TR O B NG S TG R . K5 SR 1CC B ik B
B 45 L0 GUH RS SR 1 R A v o T S 3R R E
- 40 1 5 3 BRI Sl AE s AU AR R RN i L
B AR ORISR R RUE 52 1CC 5F
T LA | 5% 5 4 0 O D T 4 45 2 R, i
FEAR K, X0 B 454, I 2R fe sl 3 A 12k o B AT
Wistar K BUE 52 1CC, 3R, ALK U S %
IR FBLAE SD KB 82 M AL ZUR R AR SCiikiso,
SR F T 782458 D it 0 Ak 725 155 35 UAF SD K LU 32 Cajal
IF1) J50 40 L, Sk 5 i S mbF S AR AL T — A AR AR AR 4y
B 3R EEICC Wk,

B i N L BT A ICC #B 4 5 36 1K B | TR
T 37 AR (c—Kit) , FLAC AR R 40 it 9 F- (stem cell fac-
tor, SCF),SCF c—kit F& 525 A B i — A4, 61k
it BN , Jm 2 T — R AR Ak R R 4 i
KRB ML, EAER c—kit FrBE 4k Y ik i
DR T 1CC M5 2 v, il ICC 4 i 3R A i) —
iRy SRR R, AR SEER ARSI 53 85 15 3R T AR 1 Cajal
[F1) 550 240 b 25 35 21 6 11 e 9 R AT TE 9
TCBE T WL AT UL A i AR 5 T 68 0 D e B e—keiit
BAYE , c—kit )" {Z ik T 2 A 2400, an 45 Fh ok i
AN AEBEANM AR iR A A (R A
HA 1CC FNE IR 4H M 5 v R 3 e—kit, T HAE K 40
ML A T 5 F I R T )2 & P AR
IE R A S A bk B, T 2 R T LR R 40 il
JEARRFIE 7] 5 1CC %0, B 3% i 5 c—kit FH
MY N 1CC o AR A0 TE 25 N S s 2 he vk R
ICC TEMRSI AR S 8 55 55 1T

EHE G RE T NN TET R R LT
D7 s (1) B 37 %48 1 JC B 0 - SR RHE 50 402, 5F
A UEBR G, T ISR AR ST 24 h, R

AN ANEK, bk b R BRYLAN B, 75 0 B 8 I 2
B, 0 H AL T HIXHS RS, LB AR
PR AR A 75% CFEE W 1 min, ASEE[H]
R DU R B A B, B2 A SE 5 5 (2) PRRRAR R B
20 5 A AROR A B 3R ME R K 7E 1CC [ 43 B b
ARt T WS o oy S 45 4 B (), A ) 40 i 1) A7
T 5 (3) A EE 00 55 0k I 28 Je D il A il e, A
S5 6 A AR SR 9 O A B R G R ) (BSA ATP,
I T Gl e R AT T, DA SRS 240 460 55 e 3
/N5 (4) VR 40N 5 R B2 | e s L BE i 2y 5
5 R AT G 2.5 pe/ml BB R A8 A, T
B AR TR 5 (5)H5 3% 72 h J5 ICC 20 it B |
B BB kAR | B R T HEAT I, 3X 5 SCHRAR A
BN Sy AR T 7Y Jie 5L il 9 Ak 32 B 3% 1CC B ] 7
72 h JE AT AR A 1R G T 3k e R RS g 8
FE ML 5 | B2 I BE AN 3 AT ek 20 V5 G g HIL 2 |, 40 v G
RECRUEARMLAT Gl 2B R RS o BB L B R I B 1
SR, G H O 85 IR IR BT R A0 A AR 5 5 (6)
ZRPUERSWEAMAER B 72 h R RS
A2 ZR A DMEM/F12 ¥ 57485 (7) D AL i -
B IR P BRI BR BN R R T2, e T
Xt 8 95 2 40 A P B R, WD T4
1CC RN A5 5 (8) R FT 4l it sh 4 1y 6 32 |, ik
FH AR BR A WA R AT 5 (9)SCF 42 ICC A K
K AT, S B E SR S SRS AR S 56 7 8
FREEFIA 5 ng/mL (4 SCF, M¥JE T ICC 40 n]
REmEE .

ES U I R S (DN N B S I i 2l |
8 R AL T I D S T — 2 R AT SD KRR 82
SR 1CC W5k, AWESE 1CC B A e Rk B L 5
Wi ) ) BRI 1) G SRR T A0 A A
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