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REEAHEBERFRZHREERE
cDNA 7ZB iR P i &8 RA

FE#E A K BB XY OmP. Bahl®
(FEMNER EEAREYEHEH LB 200031)
(REANNEXEREFSRENPER HH 14260)"

B R WRTAREANRGEREZEWIER K cONA £ R R K RE, 373 H0
HERET S EE. SOSPAGE BRANEHHNELREBR, RAFHEMEAR. # TRA
38.5kDa §) £ 4 FH ) 40kDa MW . BLhCG %4 DA H £, Bk =4 R316 BEE
REE -GN EWED . RPEREL & RN Scachard TR B 7, BARE R316
FEE hCC FRBAEMA, FEBEEH Kd b 8.15x 10 mol/L, FREFYH EFREEH
Y, ERAMEFREDPRRBATHFE,

XME  LH/WCG Zf, A B AEmB AR, UIERE, Fk, R HAR

BEREREZ/ NS EEAEREE(LH/WCG) A HFAELBR S ARTER BT+
EEEEH, XEFEERTRLBOEANS GEOHBENSHEMEENEaRR
AERNY, LH/BCG ZBR S5 GERRBENZHBEFY R, h 674 +EERREL
B HN-E 341 A ERBAU TR, ESHEEFREHEAEPY, RNEET R
LH/hCG Zfk NSRBI R (1341 EEMBREFBEERRARPHREIRR, &1
Eﬂ%ﬁ#%iﬁﬂa—?ﬁéﬁ%&ﬁﬁamo Tsai-Morris % A7E COS1 Al FRiX KR EAHE
AR EZRIE AR (NN 316 MEEBRZEE, R R316), REFYRBTESE
HHEMEA, HERLES BV BT, 2 WEIEFRET. SURBERREFHTNSF
PR EAE S T Ea 2aA =400, A0k R LH/hCG 234138 R iF N-5i
(1~316 MEEBERE)DNA ERE R4 PHREX=WHEREHR.

1 M#fe &

1.1 #§

KB, LH/hCG 324k cDNA iy K B 5l 8L cDNA JE i i 8 #6817, hCG (13, 0001U/
mg) K B LH/hCG BB XM 2442 FLILEM 53 hCC Mk B A LB = H)
2o Eﬁi 40 M ¥k Fall army spodotera (Sf9) M H American Type Culture Collection
(ATCCO), EFWMEF A SEXB(8]. FTEEBERN(PCRIMNF WA (1)

FEXTF 19954 9 A 20 B,
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AL RS KRB A R R R R A& cDNA TE B UL B Rk 23

GCTCGAATTCAGGCTGGGCCACCATGGGGCGGCG(34mer) ; ( 1 ) TTGAATTCATA
GTACTGGCCTTTTGTTTGGGAGTCCACGGAGGCAATGAGCAGCAGGTAGAGCC
CCATGCAAAAGAAGCGTCTCGTTATCTGC(93mer) (& 1), B Applied Biosystem DNA
B E .
1.2 % R316 cDNA B 1R IELAKRENHE

ATFREEESH Sambrook iy F P, [R5, B i 8% N Gibeo-BRL
Promega 7> B} F= &, B S 4R35 T & A b8 5iRA ., PCR A7 & M E Perkin-Elmer ’ﬂ‘ﬁ,'
R AENAGRT. FEAZAE AIRKS (ANPV)MEE pVLI393 M1 Texas

A&M K% M. Summers #IFEE, HHEEBEAKEF AcNPV-LH/hCG-R316, /] PCR #l -

#MIGA B LH/hCG 24555 M N-wmy U148 B ik 316 HERBEN (DNA B (FRE
R316 cDNA), &l FiE 8 F 5 EH G, WA pVL1393 # EcoRI £ &, 7 £ &
pVL1393.R316 45 BaculoGold ™8 ¥ 1k A7 B DINA(PharMingen 45 77§ ) 35 F 5 SIO 4
B BT IR B ST R 0 R S e A b, TR HE H AR EE AcNPV-LH/

hCG-R316,
1.3 LI/hCG R316 cDNA 7B R 4Rl Ry #ik

B E AR E ANPV-LH/hCG-R316 #3 72h [ A B S 41 H (2 % 105), 4108
B 200] SDS-PAGE ¥ R B, 1k SDS-PAGE 48 e S EN 4 471, % AHE o
HAL IR P AE RN E AcNPV RIRAY B AN, A IR S
1.4 REFHERREMANIH

B EARTRE 72h EHE B % 10°), &2 T Sml W A0.25mol/L B

. lmmol/L MgCl,« 1mmol/L phenylmethylsulfonyl fluride (PMSF).1pmol/L Na-P-tosyl-

L-lysine chloromethyl ketone ( TLCK).5mmol/L N-Ethylmaleimide (NEM) \Smmol/L ED-
TA 1 20mmol/L Tris-HEL, pH7. 5), B 53T, B0-(2800 X g)10min, B E1EW., LIE
W B (47000 X g) 1h, LIEWEHRME S1, I 84T B A M H A & Z R R (PL). H
HH EHA (P BIE T Sml B B(A 20% H il 1mmol/L PMSF, 2pumol/L TLCK
50mmol/L Tris-HCl, pH7.4) . {KES ¥ JF, A Lubrol PX PREWREH 1%, F4CH
# 3h, 18 #0>(100000 X g) 1h, R E A FHEHZ & R316 Y LHW(S2), T ~80C &
W, RSB TENE B (P2). H4&ME75E SDS PAGE %ﬂﬁ&ﬂhﬁvﬁﬁ[“
1.5 PIiRICEREENEM R EELE S F N E

hCG H'T FRIE 4% Lee M1 Ryan J7 3510, 120 1 47 10 BT 26 i B0 0 43 4 7 B 5 BRSO R
[11]. PREELE & G e k7],

2 # B

2:1 & R316 (DNA ZEIZ AERBIRIEANURAOEARENIFE

F#l 4 LH/hCG R316 cDNA, B2 LH/hCG cDNA 4 #i4R, 8 # & 5.3 it
fTPCR B, 341 T (34mer) 2y 5" %51 3190 1 (93mer) 4 3" 55140, Hh BIFHD
A 205316 BAMBREANFL T (E 1), WIIWEIIA EcoRI L&, ek (E 1
M2).
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24 £ B T 9 ®B % #B 12 #

57 -GCTCGAATTCAGGCTGEGCCACC ATG GGG CQG CG
1 TCACGACACTCAGGCTGGCGGGCC ATG GGG CGG GGA GTC CCA GCT CTG AGA
-28 Met Gly Arg Arg Val Pro Ala Leu Arg

51 CAG CTG CTG GTG CTG GCA GTG CTG CTG CTG AAG CCT TCA CAG CTG
=17 Gln Leu Leu Val Leu Ala Val Leu Leu Leu Ly¥s Pro Ser Gln leu

96 CAG TCC CGA GAG e8¢ ese s#s 088 86¢ AAA GCA GAT AAC GAG ACG

CGT CTA TTG CTC TGC
~Z Giln Ser Arg Glu ees see ese o388 ses [Lys Ala Asp Asn Glu Thr

981 CTT ctt ttg cat gEg grt cta cct gct got cat tge cte cgt gga
GAA GAA AAC GTA CCC CGa GAT GGA CGA CGA GTA ACG GAG GCA CCT
.294 Leu Leu-Leu His Glv Ale Leu Pro Ala Ala His Cys Leu Arg Gly

1026 ctc cca aac aaa agg cca gta cta tga att caa
GAG GGT TTG TTT TCC QGT CAT GAT ACT TAA GTT-5'
309 Leu Pro Asn Lys Arg Pro Val Leu

Bl REEALLHZENAERGEHS DNA FHFEHEGEERFH
Fig.1 Nucleotide sequence and predicted amino acid sequence
of partial trunecated variant ¢cDNA of rat testicular LH
Small letters represented nucleatide sequence of varied region.

Underbned nucleotides vepresented synthetic primers for PCR reaction. -

A PCR 77 £ #) LH/hCG R316 cDNA J1 Bt £ EcoR1 B, R4S = 3R HE o ik 40
LIS SR pVL1393 A% EcoRI fif &, FI Pstl BR Al F 41 Bk, LB 45 K& RE <DNA i
WA, B 984 bp FERE T, Yil) DNAHE A F R EME, WEHFERKE
pVL1393-R316([E 2), EXFAFEA T, KE LH/hCG R316 (DNA 1R EFET ANPY
LZAERERST, DERMSEAER L. FEMHEARM BaculoGold ™4 k89
3 DNA JUHE I RS A0 i, 75 B B4R 8 AcNPV.LH/hCG-R316,

2.2 LH/hCG R316 ¢<DNA ZHE R Py Fik

PR %7 00 B AU, e BORLR J ok BFi, # & MBI, T 20l B R
SDS-PAGE 4R35, Bl 10l #5345 SR E 4T . 45800 Plate 1-A B FiR. R4 (Platel-
A, Lane 2) RIS B 447 (PlatelB, Lane 3) BREXFYERFH, EHRFTFENR
38. 5kDa, WH AT B K 40.0kDa, T4 B8 323 5k WX P & # (Plate T -A, Lane 1 1 Plate
1-B, Lane 1), #EFYERFRMIEREEZG TR REELESH BR, BEFYHER
%4 (Plate I-D Lane 2 §1 5), 2084 5 5 38.5kDa 1 40.0kDa, AR E =R FEE
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iy WS KRB AT MR 2 YT 5 A cDNA £ B LU B P B BBk 25

- ﬂﬂﬁé@%ﬁ%é’ﬁ)ﬁ Plate T -D 7 Lane 1 R 4 A ¥ A RUR 3R AT B R 41 M 4%, R L AE
REg&E X FEH0 38, 5kDa F 40.0kDa W E AW B RETH,
- 2.3 FTiEF R316 TR AN S
. HAREE R316 BRI hy B A0 R 2
/:; S R E L R RN, B OE
S BRI Rl R BRSSP R MR
Si. AEHI4) I RE R 2 BERR 4 P1 B3R
J Bkl BB LR, R E IS S2 e E A
&aﬁli Lan::RA _ ' P_ZQ FEE P1.S1.82 F1 P2 #5098 ER T 0 7
mugens U1 Platel-C, 1517449 R316 T7E T4 4)
RIS (BG40 HE R L B B R A 2
BeoRl LURINS Bkl p).te 1.C, LaneS Al 3), 75 40 LR #64> S1 F1
W E AR P2 FJLERFLE(Plate I-C
Lane 4 fl 2), fAAEHM=E R316 BEME
AN A R RIS R AR BL RS S IE, (HR
BE R ILIX FhiEYE, XA BE R FIR A RE S
WE R FER DI XBER, BAEY RS
REHMEA.
2.4 REFHWERELESENES
HELRIAFEYEG SREE—EE
GRES, MK A EES PLAERIE R
_ Z{F T SDS-PAGE, EHWHBERIHELA
B2 BAEMUERSREAM VLIS RIS yep by \ 25| 0CG HEFTRLEESE & BT 4
R | . {0 PlateLE, Lane 4 FiR, RARAE
Fig.2 lConstructlon of nuclear polyhedrosis virus %125 LhCG 45 i m , 2 B ;&3&5’6 ﬁ:%@%’ﬁ?
expression vector pVL1393-R316
(Plate[ E, Lane 3), # B IERIC hCG
PR T 1 T 2% (Platel E, Lane 1§l 2), S4BT 254 G0 2a 2 & B L —kH
2.5 REFHNHRSERELESIN
MEH R316 FH BRI B RS &8 T2 (S2), TR SRR &
B, MERAEHZHES hCG WEEREH . H 3A BRREAFKEIEFIC hCG HFE TR
FEAZEEFESESPIhCG N ERER. mE W, FFERICH hCG WK E K
i, ¥R F RS PLCG EH B RS ME, B TR RAF R E RN EMEL & 5.
i 3A M2 {E Scatchard Plot 4T [ 3B, A A& hCG MR A HHh 8.15 %
107 YPmol/L, 85&8EH %EWTE CHO 40 il sh £ A 9 A 22 1k R341 FIvE B A M
Lm&&é’}f*ﬁi[“ 7]

3 i

¥R EHIN R ANPV-LH/hCG-R316, {71 B PharMingen 4 8] 1 BaculoGold™ £

Hiud 128

pyL13R3
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26 & 4 T & %

i3 12 %

LR 3 DNA 20 = FUS 8 AcNPV DNA, 5355 FRHR pVL1393-R316 —iRiL30RE
MR, A EERE, BT RELHRE DNA BERFESE, RAY S pVL1393-R316

0.3

1 8

Q0 E"‘: 0.2

h~]

= 8 g 1
E; 8 B
:‘é 60 i L | 1
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g oF A Bound hCG/pmol + L™
& ol

0 | ]

0.556 5.56 1112
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B3 AERE AL hOG FE T, ES RI16 FEBRA R R
o B 45 Y RT IR PR R AR 512 1-hCG 9 B4
Fig.3 Competitive inhibition of '*I-hCG binding with soluble
protein extraction from recombinant R316 virus infected insect
cells in the presence of various concentration of hCG
A. The binding displacemet curve;
B. Secarchard Plot derived from the curve A.

R Y, SR B4R B B,
A RBRERE, B,
ERRET, 9%l L REER
&, XAEARENTREHET
mRKBFE. — ek
EA RGN EHRSE. W
FIEF 4 U 8 2 [ 40 DNA B,
BEARBEALR 1%, Hlk, BB
FaWEARSEELTE
Wi, R REYE,
Tsai-Morris % A £ COS1
mEREENKRELTRE
MEWERE N3G 316 M
HBRE, REAFYRBTHS
BE&WER, BEHRS—HD
AP R SR ), TR
3036 A B, 7 B BUUR M A Y
R316 7 0 &5 BE S HEH, R

RIS BRIER P, REFNEREEGHTHWEHI KdH 8.15<107

mol/L, 3§ COS1 A E R TR LA =48 54% .

R316 TR R4+ FRiEKFR

B, 3K 6ug/10° 4B, SERAIXEAM High Five B HAEH, FA B X THRE 2~3 1%,
TN BRERAL BRI T T, RITEE—SRRALR AR, UHRRE

W TIRE, FEITH KW, BT, TEEERT T,

2 £ X w
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High Expression of Truncated Variant cDNA of Rat Testicular
Luteinizing Hormone( LH) Receptor in Insect Cell

Shen Qingxiang Shen Hui . Li Changlin
Liu Haihu COm P. Bahl®
{ Shanghai Institute of Cell Biology, Academia Sinica, Shanghai 200031)
{ Department of Biological Sciences, State University of New York at
Buffalo, Buffalo, NY 14260, U.S.A)"

Abstract This paper described the expression of the truncated variant ¢DNA in insect cells and pre-

liminary identification of the expressed proteins. SDS-PAGE silver staining and immuno-blotting

analysis showed the expressed product appeared in two bands, major band had molecular weight 38.
5kDa, and weak band , 40.0kDa. The ° [-hCG-binding blotting analysis indicated that the ex-
pressed product R316 had specific binding affimity for ligands. The competitive binding assay of lig-
and and Scatchard analysis indicated that recombinant receptor R316 had high binding affinity for
hCG and Kd was 8.15 2% 10~ ¥mal/L.. The expressed product was found to be linked with mem-

brane and was absent from the conditioned mediurn.

Key words LH/hCG receptor, nuclear polyhedrosis virus expression vector, truncated variant, ex-

pression, insect cell
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PRARE A EAFTUAERETI YW ERS DNAE R AWM F B REL BRI
Shen Qingxiang et al. : High expressing of truncated variant cDNA of rat testicular

luteinizing hormone({ LH) receptor in insect cell plate 1

A. Silver. stammg ranalysis of lysates from insect cells mfected with recombinant R316 virus under reducing condition
1. wild type virus infected insect cells. 2.recombinant R316 virus infected cells.

B. Immuno — blotting : analysis of lysates from insect cells infected with recombinant R316 virus under reducmg condition
1.wild type virus infected insect cells.
2. prestained SNS — PAGE standards from Bio — Rad: rabbit muscle phosphorylase B, 106kDa; bovine serum albumin,
80kDa; hen egg white Dvaibumm, 49, SkDa.bovme carbomc anhydrase, 32 5kDa; saybean trypsin inhibitor, 27.5kDa;hen
egg white ]ysozyme. 18.3kDa. 3, recombinant R316 virus infected insect cells.
C.Immuao — blotting analysis of cellular fractions, of recombinant R316 virus infected cells
Preparation of the cellular fractions was described in the section of Materials and Methods.
Lane 1, prestained SDS - PAGE standards:from Biis — Rad referring to the jegend of Platel ~ B; Lamie 2; P2; Lane 3, S2;
Lane 4, S1; Lane 5, PI; Lane 6, lysate from insect cells infected with recombinant R316 viruses.
D. Immuno — b[or.tmg analysis of lysates from insect cells infected with recombinant viruses under reducing and non — reducing’
conditions.,
Lane 1 and 2, under reducing condition; Lane. 4 and 5, under non — reducing condition. Lane 1 and 4, wild type virus infected
insect cells; lane 2 and 5, recomibinant R316 virus mfected cells. lane 3, prestained SDS— PAGE standards from Bio — Rad
referring to-the legend of Plate 1—-B:
E. "I labelled lizand blotting analysis of lysate from recombinant R316 virus infected insect eells
Lane I and 2, in the presence of overamount hCG; Lane 3 and 4, without the presence of hCG.
Lane 1 and 3, lysate from insect cells infected with wild type viruses; Lane 2 and 4, lysate from insect cells infected with re-
combinant R316 viruses.
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