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A modified method for the isolation and culture of rat hepatic stellate cells

ZHAO Wen-li, JIANG Qin-jiu, WU Chun-lian, TAO Fu-shan
( Department of Pathology, Huizhou Center Hospital, Huizhou 516001, China)

Abstract: Objective To introduce a high efficient. inexpensive, and stable method for the isolation and culture of rat hepatic stellate cells
(HSCs) for the purpose of providing cell model for the studies of the mechanisms of hepatic fibrosis at the cell level. Methods Rat HSCs were iso-
lated by liver perfusion in situ with pronase and collagenase followed by density gradient centrifugation with Nycodenz. Results The harvest rate of
hepatic stellate cells was 3.95x 10" cells per liver with purity of more than 97% and viability of more than 98% . Conclusion This method is an

ideal one for the isolation and culture of rat HSCs.
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B8 A (Pronas E 14 4 000 000 pu/g) 7 #2 F Merck
AT, IV B IR EE (Type IV Collagenase 1& P24 512 U/mg) .
DNA & 1 (Dnase I {48 20 000 U/mg) ¥ 4% EH Sigma 24 77~
fir » Nycodenz A RAEY Pharmacia 208 = &, DMEM T8 . BEEH
5 (Trypsin) /A ML H3EE Gibeo 22 A7, ALK N E
= AT A
1.3 o ERFRAR

(DEGTA #& : NaCl 8 000 mg, KCI 400 mg, NaH, PO, -2H, 0 88.
17 mg, Nz HPO, 120.45 mg, HEPES 2 380 mg, NaHCO, 350 mg,
EGTA 190 mg, Glucose 900 mg, HNEAZAIK ZZER 1000 ml, @
ity i 4 K < NaCl 8 000 mg, KCl 400 mg, NaH, PO, *2H,0 88.17 mg,
Na, HPO, 120.45 mg, HEPES 2 380 mg, NaHCO; 350 mg, CaCl, -
2H,0 560 mg, fNAAAIK ZZ4K 1000 ml, QCBSS-A & :KC
370 mg, MgCl, - 6H,0 210 mg, MgS0, - 7H,0 70 mg, Na,HPO, *
12H,0 150 mg, KH,PO, 30 mg, Clucose*H,0 1 090 mg, Clucose
991 mg, NaHCO; 227 mg, CaCl,-2H,0 225 mg, M AK ELE
FL1000 ml, @CBSS-B # : NaCl 8 000 mg, KCl 370 mg, MgCl, -
6H,0 210 mg, MgSO, * 7H,0 70 mg, NaHPO, * 12H,0 150 mg,
KH, PO, 30 mg, Clucose* H,0 1 090 mg, Glucose 991 mg, NaHCO,
227 mg, CaCl,-2H,0225 mg, HE R G 105U, HEX 100 mg,



http://www.cqvip.com

HMERFERE 200FFEBEFIY
J Regional Anat & Operative Surg,2004, Vol. 13, No.4

AR ELAF 100 ml, ® 0. 1%EBEABERGERE
) $EREE S 100 mg, BEECHIE 100 ml, ©0.0329% IV BIEEJF
AR () IV R R 80 mg, BEACHIE 250 ml. O
FE E R R FREE R (AR SR B 70 mg, IV RIKRE
EE# 40 me, 2500 ABSECHINE 20 ml 45 3L R A S P
43,0 A DNA B 1 ml(2 mg/100ml) , B0 A BEECHI W 59
ml, ®DNA F575 ¥ : DNA B8 2 mg; BEACHIH 100 ml, @Nycodenz
WL : Nycodenz 7.75 mg, GBSS-A ¥ 27 ml, (0 DMEM 537 ¥ :
DMEM T4 3.7 g, /MM 100 ml, FIEE 100 mg, EEE
70 mg, 10 mmol/L HEPES, MM /K ELEE 1 000 ml, (@
0.25% EE B #E-0.02%EDTA H (bl : BEE 5 8§ 500 mg, EDTA
40 mg, D-Hanks ¥& 200 ml, (pH=7.5), L\ LB WHMTHHIEKE
FiH% pH=7.35.
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KELZ 10% 8B L 247 1 ml/100 mg SEHERRER G B T8
THEEE. SeEHEFEE, URMNBEARENE. K27
BB EEHEANRKSE T UEE GBS, FEER
F,HEN 10 ml/ min, £ ECTA 7 & H 5, M 5 Br i i
BBk, ECTA WEEE S min /5,306 0. 1% $EBE B AN BETA I,
TEX 7 min 5, B 0.032% IV RIS REE A W, #E 2 20 min
B, FEENAEME G, SR THRARLT b, Ry
TR, IR AT R IR S H R ISR AR A
HHROW KEBER(AEA)ME RS, aEBRIRY
BEATRSHIEMA.37 C,30 min, RS HARBEETHE
29 150 pom B4R, FEWE 4 CF 2 000 o/min 350> 7.5 min, 3
£¥5,0.2 ml DNA BSIEIRFH LY 2 min, #PFT GBSS-B N AX
2ARBLE ,4CT 2000 Jmin B 7.5 mine FEFEMAO.
2 ml DNA BB BIRE 2N 2 min, WP E MHEM A 3,403 CB-
SS BRI MBS ARER 67.5 ml 5, BA—NEEH %
Nycodenz ¥ (7.75 ¢/27 ml ) IMAYEH B, WH RGBS, it
BT AR R W S R0 94.5 ml . BX 848 15 ml WELLE 5 400
BTy, REEECERFEN, nGRE.LE A
W5EEN A —2 GBSS-B¥ 1 ml, 4 CF 3 000 /min B.L> 20 min,
FEHDUHEOE, (TR GBSS-B 5 M B Z [a d 4,
BABELERN, A GBSS-BBMEE.LE,4 CTF 2000 /min 2
£ 7.5 min, F &5 5 ml DMEM 35 35 2 12 400, B — & 40
P THoHoR E# T icH.
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OWRH 90 (ol ZHHIEH, MA 0.4% SR IEER 10 1,18
BEXHETUEXREQLEHEE. OFSEBNERER SRS,
BRI BB T WER, HSC MUK o #9 B8 B 7E 7 Y6 B A% 328 o
BRPEMEMAEAT . ERARME RN, HEGEKIH
RBFTIEE . QF &HMIER , HRIIALE A (Desmin) Pk,
PAP BifE s AR b e 6 MUK TR E VT B, B/
BT o SMA 3 ik, ABC BB A b e, 5 LAY 4B 2 M
R,
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B 1x 10°/ml BOIR ST E — IR MRS SRR IS,
A 5% CO,.95%BBE <) CO, HEFRFAMNIEFR, 48 h 41T
WS G IR L SRR LG 3 - 5 d R EEFR
1.7 BRF &

FERAMKHRZET, R IEFRMAMIBEFE. MR
fNA 0.25%E R (1 85-0.02% EDTA LTI, LA RETE 25 R
SRR, FEEET RSB E B ST WE, YA
PR (G145 , M ) e K, SE 2R R AL, TR s AR, B
PIAIA S ~ 10 ml Hanks W RAE S0 S TR0, AR R A b i,
PR B RIBUE IR BT R S RIT B 40 M, (3 A BE B B T
MR, e RIC BT R AN (0.1~0.2) x 10°/ml , 3
WM B B BB TR B COo, R P R,
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2.1 HERmMIEENFRE FEEMBE

AEEEITERAMEKBEN3.95x10/H, L 0.4%E
Wi e, MMAETE N 98% > Desmin i AL e 6 B /R
97% K FATEAH A -
2.2 AP E w4 BMBENE

W ERIT 2 RAMRAERK N 328 mm AUEIMERAT . B
AR R A QAP B EAY, BHPRIEE,
2.3 WERKWMROABELS

AN ERARERTE, KRB/ THEM, K
A R YCBORL, A AR AR . BT R R A
FhiESR 224 b g AAENGEE , 2 RIETE MK WEEEAAR, 8
FREFEHE. 8 LG, ALK, HREM 3 ~5 15, K%
S EERK, AR R ABE, ERERSEN
BEES, HBFR3~4dE ARHASHE ABH—EHK,
B BN RERER MR, SR ENER, K
s IERLE AT A, A BB M RIE A, R R 4 A,
2.4 FHERMEALEARILELRE

Desmin B SUL R 6, B2 RAREKE N
B RARE  AERE 9%, o-SMA M, #EREE LR
BAGR A, JLF 100% 4 Desmin FRYEAAM , o-SMA L2 A,
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HSC B B i fh T B4y Z B 317 . S5— B MIT4
Ah R EIE LR, — R AEEEAQABMR
FRIS I B RO R AT 4,
WD T AN MERT HSC ARG M, N2 B HSC M-8 ;%
B ARTRRE S R 4R 4y B HSC, — R A&
BEEOHTSE, T HC ESH, R PR HE
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W& R B DB BN A IR E S, ERAM
MRS RN 2 E A MBE . Knook 55X E
L VEHTHA , LA Metrizamide 43 854+, B D43
BARBROFERMAE. HaF HSC REFEH(3.120.
52) x 10°/g RFEHZR , AiBE59(72.1+4.6) %, Friedman
SR A ERE AR, VA Stractan K4 A E, AL T
EFH 90% BB SEEB, ASHET,

Ex i LERERS, mEFEY RARHE
B, LB 2R RS RSB R, iR
T Friedman MUK R $IIB%7 R ARAE
IFE I, L 1% Metrizamide A4 JFi 82 — 25 % FE 6
B ERAER, BUS TETOM R AR
FERELRFEAN B FEOEM MRS RE, A
TR —ER/E 2% R R E M HSC B T
o SRR EAL, R SET OB E A S
FREEHT 0N O Nycodenz 3B A, HAME
HE, A5 H& M ERE A T ERIER, a8
RIEARABOR ; QIR B0 4 B AR, B 5 R B
SIEMARBIN . ORAIFEFFERNFE, BRIES
HAE, 180 T AR, O ALE L HEE
FELE, T TBELR, B2 AXBET THRY
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