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Abstract

AIM: To isolate, culture and identify rat Kupffer
cells, and to investigate the effect of LPS on
TNF-a expression and secretion in rat Kupffer
cells.

METHODS: Rat liver Kupffer cells (KCs) were
isolated and purified by means of in situ perfu-
sion, density gradient centrifugation and early
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medium change. Isolated cells were identified
by ink phagocytosis and ED2 staining test. The
expression and secretion of TNF-o was detected
by RT-PCR and enzyme-linked immunosorbent
assay (ELISA).

RESULTS: Rat liver KCs were successfully
isolated, purified, and confirmed by ink phago-
cytosis and ED2 staining test. Compared with
non-stimulated KCs, LPS-stimulated cells had
a significantly higher level of TNF-oo mRNA
expression (1.10 + 0.02 vs 0.09 = 0.01, P < 0.001).
TNEF-a protein levels in cell supernatants were
also significantly increased in LPS-stimulated
cells than in non-stimulated cells (487.10 pg/mL
1 5.56 pg/mL vs 39.41 pg/mL * 15.30 pg/mL, P
<0.001).

CONCLUSION: Rat KCs have been successfully
isolated and purified by means of in situ perfu-
sion and density gradient centrifugation, and
LPS can stimulate the expression and secretion
of TNF-q..

© 2013 Baishideng. All rights reserved.

Key Words: Kupffer cells; Culture; LPS; Tumor necro-
sis factor-a

Ye CG, Liang DY, Zhao L, Yu FP, Sun SL, Zhang JX, Liu
LM. Rat Kupffer cells: Isolation, identification and LPS-
stimulated TNF-a, expression and secretion. Shijie Huaren
Xiaohua Zazhi 2013; 21(4): 307-312 URL: http://www.
wjgnet.com/1009-3079/21/307.asp DOI: http://dx.doi.
org/10.3748 /wcjd.v21.i4.307

i

BE: 2 & . BRFEIRE @R, JHRT
LPS#] i x} 2m JL i 7% 37 5 B - (tumor necrosis
factor-o,, TNF-o) & ik F 5~ i 4 % v

Fik: RRERRALREE. BHEMHEBSF
T mpeRE 7 ko B ALK AT &
fe(kupffer cell, KC), KA £t AL F2ED2
F &, I 5T o B R 0h tm ek AT %5 €. TNF-a

¥ E %4
#E I (KC) A
AR & &0 3F
FR ez —,
SR B A Sk
# F 40 R 4,
F R KO R
B e B
MG . At
AT ARG 7 &
REFEEENER.
5B BIER G
JEWKCT Hh Sk
K g BT A5 A% 9% 22
& 32 AR B BE R
REEBF YR
Ko

W& 5 H A
B B IR
IR, o B AR
ERAER LY
RERT@ims
04 R E LALAT
g

2013-02-08 | Volume 21 | Issue 4 |



308 ISSN 1009-3079 (print) ISSN 2219-2859 (online)  HHFELIMLZYE  2013F2H88 $21% 545
Wi £ 5 F ik ey ik K ART-PCRAEEEE 2, A H K 180-200 g. ZhAAKIE S SYXK(Y)2009-0086,

Kitani ¥ #Rid, K
B EAEH S
ET KRR G
JE#KC.

(49

T
Jaishideng®

(enzyme-linked immunosorbent, ELISA)#&.

ZR: Ry B Ak K ZIFKC, 255
WEARED2 4 &K 50 %2 AE %, LPSAIMKCan
A6 A TNF-o. mRNA #9 & A 42 3F ik 2m Je(PBS
4 72 40 i) 2. 29T 3(1.10£0.02 vs 0.09+£0.01,
P<0.001). 5 %k, LPSh)#4x 4 MK C3 5 L
AR TNF-a% & 89 K -F 4 2 %5+ 5 (487.10
pg/mL+5.56 pg/mL vs 39.41 pg/mL+15.30
pg/mL, P<0.001).

LR RILEEREENEE S ERA LS
AL K RKC, LPSAIS T iF 52 R ik ol
& K = TNF-o.
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54 hAOR A
(X 200); B: 7E 54
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P o 57 Sk oRoRs 5 4
el e
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ERE S|1¥E35-3' P E bp)
TNF-a 35 GGCGTGGAGCTGAGAGATAAC

T3 GGTGTGGGTGAGGAGCACAT 92
B—actin _E3f5: TGTTACAGGAAGTCCCTTGCC

T3 AATGCTATCACCTCCCCTGTG 101

1.2.5 @@ BLLPS R 5 ik 2% SCRR[12,15]FF 7
INCASGEE. 43 B A4 kL 5 41 BE 574 WG, Peds
ARTEE AR, JE TR T LA, B FL 40 Mk
4X10° 24 hiF, FWFRR 522 vk £5 7K (phosphate
buffered saline, PBS)YE4I U3k, &EFL#5 1A 500
LGS B TR, 4% SCRR[16]10 512, 7E#4L
S i BEAL I A LPS(Z4# 5220 pg/mL, LIPBSHL
H)EXPBSH 10 pL. REFNALE 7k 3FL40 . 4b
H6 hJiF 2 B 7R i v A i .

1.2.6 RT-PCRA#7 7 i%: HITRIzolkb B F5 (1)
KC, LAHR 4N S RNA. Hl4 77 v 42 36 Wi 45 3k
7. 2 mg A RNAYE B H T2 —#EcDNA &
K. 5B Primer Premier 6.0%44 4+,
SEDRR I 5 1)y AU R F= K FE LR L. 51 1
WA T AW A 7 A . TNF-o 38 K1) &R 4 1
i 94 ‘CHIAEMES min; 94 °C 1 min, 51 °C 45 s,
72 °C 45 s, HL32AMEIS; 72 CREA10 min. i
PCRI“W)Z1.5% M Bt Ia bl f FL UK, B-actinfE 2l
WS M. B Pk 4 R4 BIO-RAD Quantity-One 4.7
FSCAB 53 BT A AR I - U A 00 58 R A 5 A R AH
. B-actinf¥] 1A .

1.2.7 BEEL S 2 B ARG 7R LI TNF-ol]
58 R BRI fo 5 B R, 4% R &
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W, IMNZES E AL BUR TAE (100 pL/fL), 36 C
% & 60min; (3)PEMSIK, IMABELE &) TR
(100 pL/FL), 36 ‘CEEEHFH30 min; (4)PEHSIX,
TN B JEI(100 plL/AL), 36 “CREYEHT F 15 min;
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S RNE A0 PRAE ST R A SR AR . AE R B
YRR TNF-aft i KV 5 U R 2 % )
ARSI R KCH IR G, TNF-aRE 80 205
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