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AR ERSEFRERINX ER R AR PrIRE
REX %2 ¥ 28K HEE YEF XKEF G

(PEFEHENRWEXEN TERFXENTRE X 100052)

W F URACASEEM oRNA SRE, RT-PCR &1 A kL 40 M & & 3 ¥ K 7 (G-CSF) &
RSP CRH 0 cDNA B, SER Tt 4k OB pFasBacl, SHHRN B R AH A Bacmid B H
HAS, HE AR SFO, KB HEHEMRHEFIEAT CRHMER RS, RAFWE G
CSF &M 2Tt — ok, i r B 0% L b, REEFALESERGEERA, ZRATY
R RS E G-CSF, BRAE AN FEN 1(Kd=3.8amol/L),

RWMiA ABMAMBEFENHAT, 264, RGN, TTRWERARYS, FHREF
SR Q786 XHFERE A XHEES 1000-3061{1999)04-0466-69

AR ARREENHEF(GCSHZRREKEFREBRERRZ —, 5 G-CSF
PR S, 51 506 1T 40 M K &b P8 M0k 40 B i 43 4k 388 8, A TG {8 4/ JA L 240 PG 3 B 094
™, 1990 4 Nagata IV SERE T G-CSF 3244 H 49 4 R 5, 2K 70 4 H 2449 55 2h gkt
TSR, ZREATH VRERK BEER EBIAE =484, BIAKHRER
B W (1g-like) . 41 MK 7 FE G5 #8(CRH) JILEF B A 111 S8 (FN IIDA R,
HP CRHESEAES SN EEHERD, HK, S22 &R, ME—FETH5 6
CSF M EfFRAIPLH, BFR G-CSF £MIEM X R, KRB AAEmE P EHEMN G-CSF %
K, R IEZAIG R RIT S TF &, A A BEM S &M 32k 4HE.

1 Apfe oy %

1.1 #H#

1.1.1 SEHL: pFastBac I, pGEM-32f IR # DHS« I A R 77, £ F & I EcoRI.
Xba 1. TADNA Ligase ¥§ § NEW ENGLAND Biolab 28],

1.1.2 EEEHM DHI10B,c. B MM SF-9. Grace 3 3 # . CellFectin J§ F Gibcol BRL
2H],

1.1.3 51&8: dPEERMBEDHTHNER. 3 G-CSF 2hEAXBITFE &
B g R B R R R,

1.2 F#

1.2.1 HEMPHSTREY. BURSEREAS, ¥R 52K mRNA, RT-PCR 31
CRH cDNA,

1.2.2 Z4 KB CRH Y EET % . 758 K E9 404 -

BOHE H #:1998-08-03, ¥ [E] H #H:1999-06-14,
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CRH X3|¥FH .
k.5 -CGGAATTCATGTACCCTCCAGCCATACCCGAC-3’
Fi#f:5 -GCTCTAGATTAGGCCCGTTCGGTAGTTCTCAG-3’
100pL % PCR ¥ # CRH H B, #EFF K {F:94T 40s, 63T 40s, 72T 60s, 30 178
., PCR =H¥ILh EcoR], Xbal B§V1)G 5 R B & pGEM-326( +/ - ), AL KT &
DH5a, $2 BN 584K, ABI373 DNA H 2l 7 FF .
1.2.3 BAEIFROHHBRESL. BFERIES CRH b B 5H4E BN pFasrBacE#.
PEUE BN R, # b S A RN E LA R Bacmid B Z S 41 5 DHI0B,, &
AGTLB P (H ¥ #H B X S0ug/mL, K KB #E 50pg/mL, WK 70ug/mL, IPTG, X-
Gal), BEEIBE, BRI E S 4 Ok, S BT AR AR .
1.2.4 HRFEE REEFRFEFY . REABEZLFTE Sul, A CalIFECTIN #
R st A KRS B IR SF-9 41, 48~72h G UWIR4I M. SDS-PAGE H ik 7 #7
EHREFY,
1.2.5 FEEYmdik. BORERERE 72h FH R R4, PBS #E% 5 0 50mL
X i) PBS, BB, IKIA#E A, LiE LBl G-CSF EMiesefraifb, FHAHE Sk B oy 3 iR
P, WS — MR B T R PR g, TCA Ui E M, SDS-PAGE B3k frE H K/ R sl
E.
1.2.6 EEXEHAMEYEHEOI: O Western blot: #ik =W ik 5 #M & #1T SDS
PAGE HL3k F4RE  BHER, RO A $i G-CSF ZAFLEAMBIE i, B ARYHE R,
@FEMAK/PEIWE : BB IG-CSF B FE W IRIRHE LT R4 & £RD,
DEBEERESEREA, 4C8#IE.
1%BSA £R$/5 PBS i %. EFHAEHH
ST 7] % B # 12° 1G-CSF, 5% 4k Il R AR
LY G-CSF10pL(100pg/ul) A IEFERZ & HIXT
B4, *MM PBS £ 500pL 74 RS K 2h, PP
R EEW, B PBS BEE T v b B B E
WA &L A, RS SE® AR T
F, B 4347, (Bt B/F BIHAH7 3415 Kd {H.

A B C D

2 # K M1 SHEE CRHMFHMETRE SR

2.1 &ﬁ&ﬂﬂ@l#i&‘ﬁﬁliﬁ;ﬂﬁ}ﬁ Fig.1 | Restriction ewe djgatifm

TR ) 55 5 AL T 600 A/ e of the xecomnent plasml

. . products B. in er

BB A,PCREEH CRHEHBEAHE 1), . pFastbect.CRH Xbal/ EcoR]
DNA @I F ¥ Rt —F R ZZAhEHF5] D. pFastbacl EcoR 1
BHEEEER
2.2 FEFEOHITBRALER

PSRRI AN, 5 2h BRI SRR, AEREN R 8

SDS-PAGE #¥. ZREWHE —KK/NN 31kD EH S 2ES FREB LN FH ™

© PERFRMEMFARAATIKSHESS http://journals. im. ac. cn



468 £ #H I B % # 15%

ABC D i %, MBERBEES T G-CSF B4k
39 JEV] WL 31kD A 9 — & (H 2),

— % 2.3 ik 7™=¥ Western blot 43

—% FiEFH Western blot AT &R BT
— 32kD H — K EWR - RMH =k, LR
- LA 3,

— 2.4 BULELTRER

e DB PR 2 % 1251 #7089 G-CSF 54k
HEHEHMShE S LR, SRRV, %2

FERRHE S GCSFHEERBHEM

-— 0. 85

B2 FESHH SDSPAGE #Hf F1. H Kd{&% 3.8nmol/L, E 4.
Fig.2 Analysis of the expression products
and the purified products 3 T‘j' 7&'
A. Negativ control; B. Expression products,
C. Purified products; D. Molecular weight marker G-CSF KB X 2 — B T A

BE A, CRH K cDNA 215 600bp, &6
43—, B BN,BCHITEEHR, BERASAWEEYRE, B RESES G
CSF, HEER®mAEMAY, FEHSHNE M REEARKRATDH T HEREK,
BEERE., Smith BY TIZSENBN cos7 ARFEARED BHABARELRESR
REES REBAR, 2B BE 06T, BB R UZ Ry TR#ETH ERT
ALETE,

A B T A
¢ s 03s p
By st o3f .
-9 ks Z 4l L 0B
::: E g s} s 02f
€&t ols
::; g_u 1} 01 |
— 4 ° 00s
o 5 10 15 20 -1 0 B N L 1 »
B3 ®R&™® 1251-G-CSF(cpm) X 10° 0 0.5 1 15
Western blot £ finol /m
Fig.3 Western blot
analysis of the E4 HHCRHHZEFMALWNER
A’f""m‘{" m= Fig.4 Binding activity analysis of recombinant CRH
B. Molecular weight A.Binding curve of CRH; B. Scatchard plot of the binding experiment
marker

5% FEHEBARZAREEL, FRFERZZAABRAAEELIIEXAERR
HEMEE, ERATFYFEBRETZEANIRAEH., HE, £ RAAFRBEELEER
St CRH F B #AT T Rk, 3 H G-CSF EMBEHEMETYWHT Maitk,. Ha
BiAP| T 90% LA L. Western blot TR R, XYk RESE S G-CSF ZEMH
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K, HENKD A HF—FRHEH~ERB RN W4, TIRE CRH (DNA F51# 3
MEOSFEN M 28kD A4, W CRH EE AW EA S B ERERL, 1 &
BAMEEEEESHEECEERFEA X, SREELREREN, 84{L/58 CRH
FERENRRESS G-CSF EAEHBMFEMN F1(Kd=3.8nmol/L), L FFA=MEY
FH AN (Kd=9.8nmol/L)H, "HEH AR R EL WK FR G-CSF ZHEM MK (Kd=0.
67nmol/L)), RS RENN B S RERMBESHEMA X G ML,

G-CSF ZHRWR G-CSF AWM ETRENEE T H, BinHE XHlE, o E4n A
BEPWMEFEFEREFRFESSEAEN AR AMREARE 2 ¥4 G-CSF, ¥ G-CSF
HIWRHAR G AR KA, N A AR e MR P — N B
i[slo

£ F x M

[ 1} Kaori Shinjo, Akihiro Takeshita, Kazunori Ohnishi et al. Leukemia and Lymphoma, 1997,25,37~46.

[2] Rikiro Fukunaga, Yoshiyuki Seto, Shigekazu Nagata et @l. Nat!. Acad. Sci. USA, 1990,87,8702~8706.

[3] Alf Larsen, Terri Davis, Craig A. Smith et al. J.Ezrp. Med. 1990,172:1559~1572.

[4] 1.FEMARAEFH SLE. RIRE. (S TRETREE), LR #2 HREH, 1992,

[5] B, EEF. CEERERR), L BRI, 1991

[6] Mitsure Haniu, Thomas Horan, Tsutomu Arakawsa et al . Biockemistry. 1996, 35:13040—13046.

£71 Osamu Hircka, Hiroyuki Anaguchi, Kazuhiko Yamasaki ef al . J. Biological Chemistry, 1994, 269(35):22412 ~
22419.

[8] Yoshinobu Asano, Toshihire Yokoyama, Sheichiro Shibata ef af. Cancer Research. 1997, 573395~ 3397.

Expression of the CRH Region of G-CSF Receptor in Insect Cell

Zhao Bingwen  Li Lei Li Fusheng Chen Aijun Zeng Gefei Zhang Zhiging Hou Yunde
(State Key Laboratory of Molecular Virology and Genetic Engineering, Beijing 100052)

Abstract The CRH cDNA of G-CSF receptor gene was cloned into the plasmid pFASTBAC. After
transformed the E. coli DH10BAC, recombinant baculovirus genome which contained CRH cDNA
was obtained. By transfecting the insect cell SF-9 with the recombinant baculavirus genome, the re-
combinant baculavirus was obtained. SDS-PAGE and Western blot analysis of the infected cell lysit
showed that CRH was expressed in the SF-9 cell. The result of the receptor binding experiment also
proved that the expression product purfied by the G-CSF affinity column can specifically bind the
'1G-CSF with the Kd of 3. 8nmol/L.

Key words G-CSF, receptor, bacularvirus expressing system, purification
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