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5 2 PO U 2 I SE B Sh ) 5 Tl A RS MR AT
e T ROMEARHE TR I 40 L BE 55 A AL RS R it K
BROARAIN, JF HAE TR R R AT R D e
ENPRIE™, BT DARACE IR B 4l L) 2 N T
E 2 K52 UM < VALt e o B i St o R
HEAZ AR R AT . A FURN AR 7K 4= B B A
UMM Y B BETR . AR AURIA R ORAF BT ikt
PRGNS, UMERIKA R G MMBR, JkF
PR A0 MRS HE RO IT T2 0 78 A2 10 3t 14 40 PR SR U

1 MRERZ®
1.1 BEFREREFERXF

k% DMEM 4 5 Gibco BRL &4k, FrHTEHL
th. B4 E(FBS). — F AL HL(DMSO) 4 [
Sigma A . 10%FBS+DMEM 4 48 it 5 57 FE At
A MV A R TG Ca®* . Mg? 1] Hanks #i0 2.5 g/L i
O Al M YA R VR R 4 B S R R R R
10%DMSO. SL8 R i 5 22397 i 60 mg/L 7
B F M 100 mg/L # %2, HHILE 0.2 pm M SLIE
I ist VY B
1.2 KA 5 BRI EST
12,1 RA AR FTRILLZARE ok BT 7 APk

KA BAHAMM,; BEIF; ZH

R 1 SkBERAKFME IR AR, BFK
FTETEM AT, ¥HERUZ 1 cm> EAMESE
H, FAEMEREES, AESEIM4HITE S48
T£0.5 cm* AR, HEFH. BEHE KM PBS
2R VEL LR, RN 70% ERE AR 30 s,
HEHH. BB EZMPBS E/BiEveILE, A
EHE. BHE RN Hanks WF, RFRHEELKE.
¥ E I 4IZR B A PBS ¥hdk LG, T EE %
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HE, SREMESAHRA 20 . FREFEMMR,
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A 38.5 C. 5%CO, il KRN B 5 5746 35 5
4h, FHALHIEEESS, B 4 ml & 10%FBS 1)
DMEM 5 F B GERIMEER, LB HLRER),
GRELMNEEFAE TR, I 3~4 R¥— K
1.2.3 BEHiLiEE A B IR LRI R F G PBS
Ve BuE R, R 2.5 g/L MBEEAREL 30 min.
Byt AEBEEARE, H2 gL PIRREFH
1k, 45 min. AR5 A O T A SR A 2Rk
Sek 22 Ak A B B VR B VE VE B IR (5 min,
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500 g), BARIFESH 10%FBS ] DMEM B3
o AMEW L 1 X 1084 /ml IR E BT 60 mm
X 15 mm FIEEHEFRIL, JEA38.5 C, 5%CO,
FER ROV B )35 SR A0 55 57, MG 3~4 R
_‘D}( .
1.3 EFHMAIER

7% JE AR KB 80%~90% &, HEATA M
1ER B 5% . oS Ca? . Mg fIPBS ¥EpiE,
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DMEM 8538 & LA . PR IR FT 1 40 i B
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fE—fR.
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. BARKHILAERE, BATEBMARTRRRE R
b,
1.6 HHREEEEKSH

K 2 R AT 44 4 45 55 2 80% ~90% I & i B 2
B, IARKOKALE, FHBEZIREN 0.5 pg/ml, FF
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WA M AAR B A kD, R BEE RO AN B
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FOFER IR / FEE(1 C 3)EEW, FAWERZRITY
5, MRS RN, EREE 20 min.
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RIG, KEBSHL DU E T gD, E2HRRE
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HARMBIE R, MG R, R IR
i, I LLRCAT S A0 Mk T (R AT 4E A AR I B 2 LT
. —AHZZEEFRERMBEA KRS, K47
B 10~14 KI5 T K0, HaA e REEK S
IRIE, 4~5 REtrlfe—MR. WEEEAE K RET 4 41
M 2RELER. DR =A. ekt
AR .
2.2 EEIEWIED BIEFRRI/K S B BR AL 4T 4 4 B

RS B B RS R B B & T AL L Rk, AT LAAS
FIACZ BN B A, BP0 B A AR K AT BE
R, —&, AEHEAESSH RN, &
FRE(REFRILSS, 24 h gialWEEE, R i 28
KB, mUEME; 2 REAREHHEELK, A
A H8 R, WEEMMBAW 4K, ML
MM SRR, WA KRG A, A
BZMEHRE, #ETVIKHE2), &
R, MG 4~5 Rt LR —K.
2.3 WAL FREFERVERER

BUATES 10%DMSO AR P I fE, SR
G, SIS RIE T0%~80% . 75 H 4 B i A 5
8 h ZE A sk AT e, HAKEERE, —ff3~4 K
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1 HABREEFRIAIEFF RO STHEYRAR(X 100)
(A)¥iFr 6 K; (B)HEFF 12 K.

(A)

B2 BEEHAEIEFIR AR (X 100)
(AYHi3R3 K (B)HiFR 8 K.

R 1 AEHEFREBOKE R TR G AR AR B LR

A At %) Vi tk(e)  AREEE IR (%)
G, 66 52 (78.79) 6 (9.09) 8 (12.12)

G, 60 49 (81.67) 6 (10.00) 5 (8.33)

Gs 60 40 (66.67) 9 (15.00) 11(18.33)
Gy 60 47 (78.33) 4 (6.67) 9 (15.00)
AR A R R
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TUHA A YR 2R, 0 I i Bl 40 i 8] 5 5 4R 47 O M
AEH, H Ca?. Mg I I i 5 Hoyg o o i1
FH o ARWFRK R A 8L 30 min f5, FARK
JRBGVH AL 45 min, SXFETT DLIBE G DR g 2 1 B 4k 2 AT



454

TS

(A)

(B)

B3 Ik pRLFUELHAE 48, XY #ZBL(X 1000)
(A KIS EFAE AN 48, XY Yettths (B) RS,

R T 850 M A Ay, Sl DRI AR BRI () R, 3RA
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In Vitro Isolation and Culture of Buffalo (Bubalus bubalis)
Skin Fibroblast Cells

Feng-Hua Lu, De-Shun Shi*, Xiang-Li Niu, Hui-Ling Fang, Yu-Lan Du, Xiao-Li Wang, Xiao-Yun Shao
(Animal Reproduction Institute, Guangxi University, Nanning 530005, China )

Abstract Methods for isolation and culture of buffalo fibroblast cells were studied. The primary buffalo
fibroblasts derived from tissue explant culture grown slowly and confluented together by 12 days of culture, while
fibroblasts derived from enzymatic digestion grown faster and confluented together by 8 days of culture. However,
the growing speed of passaged fibroblasts derived from the two methods was similar, which could confluent within
4 to 5 days of culture. There were 70%—80% of cells survived after frozen and thawed. Karyotype analysis showed
that 66.67%—81.67% of fibroblasts had normal karyotype, which did not show significant difference among passages.
These results indicated that fibroblast cells can be passaged and keep relatively stable karyotype in vitro.
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