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(PT67)H E N FEEXT IR . 4TH, A& GFP R e B R ik B il 4B, G418 T E DU il
R RBPRBEHEEFEMBEIRMM . Fugene 6 ¥ ¥ SV40 1 GFP B & Bl K 4 )5 , G418
ERKBHERE, B CFPR L PTo7 MM RBHEREMNSE CFP Y #FRE. S GFP
M FRERPEAANAAE. CA HRARRAMNERE. &1t @dHEAHREEREKEL,
BUBBNBANAHAERN TER - M ER AR XNARRE, EREEER K, TLWLEAR:
ERANEFRRERAN TEARE BT AR ERNRE L,
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A Study on immortalization of osteoclasts LI Binbin, YU Shifeng . Department of Oral Pathology , School of
Stomatology , Beijing University , Beijing , 100081, China

[ Abstract] Objective To build an immortalized osteoclast cell line by the method of transgene . Methods

The osteoclast precursors were derived from the mouse bone marrow cells in the presence of 1,25(0H), D; in

vitro . Transfection of two plasmids( SV40 and GFP)into the above cells respectively was performed using liposome
(Fugene 6) .G418 was used to select the resistant cell clones. At the same time, the GFP plasmid was introduced
into the retrovirus packing cells(PT67) as a contrast. Then the osteoclast precursors were infected using the retro-
virus containing GFP.G418 was used to select the resistant cell clones. Results  Firstly, no G418-resistant cell
cloned after the transfection of the GFP and SV40 into osteoclast proecursors by Fugene 6. But the resistant cell
cloned after transfection of GFP into PT67 cells by Fugene 6.Secondly, no positive infected cell cloned in the pr-
esence of the retrovirus containing GFP. Conclusions The cell immortalization by means of transgene is a plausi-
ble way to obtain the osteoclast cell lines although it is challenging . Liposome and retrovirus vector are not the best
choice for osteoclasts to transgene.
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1. JBkL

pIlxSN-eGFP(6.4 kb) : pLxSN & ki b #5 A& hn 38 &
H &% EH GFP(plaSN ik & 7F LTR, KL 5'-
LTR 3K 3h H ) 3 B # 5%, SV40 J5 3) T H neo 2
HXLUMeE RAINABEFETHEEEHNHE).
pZipSV40Tag(11.5 kb) : pZip kL L # 7 SV40 K T
B (pZip BB E&7% LTR, LA 5°-LTR 3K 3h H g9 &
P F,SV40 JE 3 TR 6 neo ZEHFEF LI R £,
et A E A FEERGIME). U EFEA R &t
RR¥FE%¥BTHRPLAZH L EW,

2. MR R B MM R

RetroPack PT67 4 M & . — P i £F 4 40 i 40 Ay
% , & Moloney B H L% 7% 3 2 A gag,pol #l env, H
EFEAEARER P LEEEMMBEBIHBZEY.

3. 5B

(1) pLxSN-eGFP 1 pZipSV40Tag ffi %i #g X & i
HHaitk

Hl QIAGEN K £ $8 B % B2 DNA i 7 & 18 B &
hi, 850 oy L ENE B, 57 5 EcoRI. BamHI (¥
THEEEYHARLAF)BUEE,. &,

(2) BB B A 40 AR B 3R AT

¥3FERICR/DNR(MBERITEZRIVE)L
BXRKFF T SIAL5E, R &H TREEKE, FE&H
HER(FEX 1000 Unm, #EEE 1 mg/ml) W Hank’s
Wh, EMENSEGHR I KEER, e
a-MEM R (5 15% B6 4 M5, 100 Uml HE XK,
100 pg/ml HER )L, WES BRABRY
KR, LA 1.5 x 10°/ml A9 40 B 3k B8R FF T 35 mm 35
FEMA ,MA 1x10°°1,25(0H),D, (b B th f1E &}
KENGW LR EZRF¥BBREY), & TF 37C,
5%CO, B PEF, 48 h T RBIFESL,

(3) 4+ 5 ¥ plxSN-eGFP F pZipSV40Tag B Fh fi
B g A BB BT

3 pl Fugene6( 1 o] 4 B B84 ) — W N B 97 ol
ELMEK a-MEM B AFE P, ZRHE 5 min, KRG
# lug BB DNA MBI 5 — Ep . BHBEMN Fu-
gene6 MBE DNAW Ep B . BHMIBES . EHEHE

15mne U LBEYMBSHSHARMEEFM
hORMEBHRTHIAHS, BT 37C,5%C0, %
FHEPEFR. 4 hGHREFHBEIEHRE. 48 h/EHFE
Y pIxSN-eGFP W B HME THE L AEMET
WMEE RS ERIR . VRS TOR A B B B iR
Ja A BRItk Xf B8 . 45 B Ye pZipSVAO0Tag JiRL B9 85 5 40
M F3 500 mg/ml ) G418 Fifiik. & 3 d EH 1 KIFHF
W o TR FE B OB B B BT 44 4 A B M X BR L, )
BN B ¥ R BL pLxSN-eGFP ¥ ¢ A PT67 £ % 41 i
o FE A B X B

(4) % GFP B3 5 5% 35 0 10345 B R L i &

7R, ¥ 5 ORE pLxSN-eGFP ¥ 3+ A PT67 £
AP, RGBT R I Y
KIEF, WHEMAREFRE AT GFP B RRK
F. O BRERBEK IomMBEMREERERAKY
BESRMLep , FE MW 8 pg/ml B9 polybrene ( B {1 #f
ERIHEIE®Y), BT 37C,5%C0, IHHREPIEH2
h( 37 18] T A by 52 5h 15 % L L {66 5 25 900 40 4 e 2
51)e 2 h JERNFEIE SRR EEIE ¥, 24 h R BT AL
FW 48 h FHEBBR LB METUE,

& S

1. KB R EH pLxSN-eGFP Ml pZipSV40Tag Fi
Fh BT RLE CD260/280 F1 KT 1.80, 3B A 1.0 pg/pl,
BYE1S P IEw A B .

2. /N BBEMMAEMA 1,25(0H),D, 3d J5 B
HETAH LA, B HR S8, F8
R, ZEHREEERE.

3.pLxSN-eGFP b F B A B H B4 48 h
EEBRABHBETRALI ARG AN EER
M, X ERA PT6T7 4 M ¥ 44 plxSN-eGFP J5 A LA
W B KR AR MM (E 1),

B1 Pr67 %4 plxSN-eGFP 5 kK ® B3k
pZipSV40Tag fF ki 55 % A B & B0 (K 4 R,
G418 Mk e R E MM Wk
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4. ZFCFPHEFERBERREBWAANSS,

HEZCRMETRRDI AL,
T+t it

SVAO B 60 FRVMR A BHRBEERE, AN
HARBEE, AEMES(VP1, VP2, VP3) MIF FP L
JR(LT A s AR o LT HUF N 40 M 3% 4k 3 56 B
TR REEEM. st UEX A ELRIE
YRR BTGRP MROIER, FE S REREL
KR, SV40 R REX EHRS LT st bR,
SV40 R F R EE S A S A 2R 4
KEHNF L, BEX X FEEEEHEZSE JHFH
JRE BEFE L EAMKE. SV40 K THEFE
PEANXBESABEARAKERET L, KASTH
KAEANTREZFEKN. TREKTE 3 FARAE KD
#)& F pRB, p53,SEN6 KD R, B 84 K /v T Mk 4
EERBBIE N ES . 1998 4E Chen H X &
K TR 60 B B A AR 40 M 5% 34 SVA0Tag, B T BEH
AR 40 M 7k 46 6 40 L R——MOCP-5, 3 H Ak
MOCP-5 5 MS12 3t [l 3% 5% 5 , 95 % W9 40 B 7] LLIE A8
TRAP' BB B B R, Nk, RIT%EA pz-
ipSV40Tag JHiRLE: B4 A/ BB B8R I i B 8 AT (K 40
M. RFABH) Fugened AR A H AR, M MEFR
R EREERETRE>HR. GREBREKRE
) pLxSN-eGFP ZE L BRI A A A Kk, &
PT67 M b 3Rk, B LI TN o LLBE B & A R
HBANFEEEABTARE S BEAELLZH

HMBIMNIXAE TS CFPHEERRE HH
BB AR ER T %K SV40 H 5 F
RENAFEXMNE, BBORR K MEHE, B
FREBEREARASENE RN ERAZBRIE, T
BESABERGEK AMBRREERRE, HEHRE
RAEH RGN 40 M S 2938 5 B BE %, I
RARERT . RIMNRABTRES LB EATALH
MAREEAR, BNREFERIFH - EHRIMAERE
o HENE CFPREBRPBEF MM L WAL R
MEBLRE, XFBE AT R AMRA ISR BRAER,
X MR EARME XML S, K
BAEEEFHARNRABRIB ARG AREERRYN
St B, TBAERSAREE" . Ret, wiEE
F—AFTREHE B FR A LBV, &R ER
REKENER, H—FHE,/PREBEEEENRE
MARARSERDS, AERE, LR THRERLN

HME, FEEXEBULEER  RIMNANTHRZIRER
AR KA BRI,

B2 R AR A X — DR B K, SOk
HARE, BHEERTTH, ETLUREBEGH
JRBF 9T U A 0 LA 3K G 75 A e {HL SR B AR D B O Bk
¥ LR, BRBIANEX-RELENH#H—5
ZHREFAELN, FETUMUTILEATF.

OIREGENHRERIEER . WF BIRHEX
B AT LIRS #R (L M AR R KL B
EIRHEXFERE L AR RHEHRE, BRI
WA MM,

OHMBEZREANIYNER, B FREFKRBTF
HISMREN M RZEW,  EHES NS
HAPRE, B AHEAM, K ES SR BAKE
LR BB 4, Boycem 1 Hentumen'™ 7E3X — 4
AT T BRI ERL,

OF F 40 B3 1 % T Bk B9 5 8 25 A9 30 (— A 10 ~
M ERER) KR -FHRSEEES . ZR. K
BHRELGVECRMEERR FERXELY KRS
FULIE 2 AR R AR

@HfE— SRR BB AR T, BT
mEARMNBRMAE, LRBHERNKE,
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