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PTHrP PTHrP
1
1.1
DH5a JM109  BL21 PCR pGEM-T
Promega pET3a pBR322 T7
T7 RNA BL21 ITPG
1.2
Biolabs
PTHrP PTHrP 1-34 cAMP
1.3 cDNA
6
RNA  RT-PCR cDNA
R; TAGGGATCCATGGGGACCGCCCCGGAT
R, TACATATGGCTGTGTCTGAACATI
R; TAGGATCCTTACACCGTTCACGAGTCTC
R; Rj R, R
20pL 1 X Buffer RNA 8pg 4 X dNTP 1mmol L 10pmol MLV
50 RNasin 10 42T 50min 65C 10min PCR
S0pL 1 X Buffer 4 X dNTP 200pumol L 1pmol L 1pmol L
4pl. Taq DNA 3 94C 45s 68C 455 72C 1min 35
72C 10min PCR
pGEM-T 3
1.4 SDS-PAGE
pET-3a PTHrP-R BL21
Immol L IPTG 4~6h SDS-PAGE 7
1.5
SDS-PAGE 15% 0.1mol L KCIl
3~5min 1 X SDS-PAGE
50mV
1.6
PTHrP 0.5¢ g 10 96
0.51g PTHrP PTHrP
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OD
1.7
ROS 17 2.8 Juppner
PTHrP cAMP ROS 17 2.8 F12
24 0.1pg PTHrP PTHrP 37C 1h
ImL  0.2mmol L IBMX 3-isobutyl-1-methylxanthine F12 ROS 17 2.8
Smin 0.5mL cAMP
cAMP 8 cAMP pmol 3
3
2
2.1 PTHrP cDNA
PTHrP cDNA 543bp cDNA
PCR cDNA 468bp PCR pGEM-T
BamHI cDNA 1
2 262 C T TAC CAC
GGATCC ATG GGG ACC GCC CGG ATC GCA CCC GGC CTG GCG CTC CIG
M 6 T A R I A P G L A L L
CTC TGC TGC CCC GTG CTC AGC TCC GCG TAC GCG CTG GTG GAT GCA GAT GAC GTC ATG
L ¢ ¢ p Vv L § S A Y A L V D A D D V M
ACT AAA GAG GAA CAG ATC TTC CTG CTG CAC CGT GCT CAG GCC CAG TGC GAA AAA CGG
T K EE Q@ I F L L H R A Q A @ C E K R

CTC AAG GAG GTC CTG CAG AGG CCA GCC AGC ATA ATG GAA TCA GAC AAG GGA TGG ACA
L K E vV L @ R P A S L M E S D K G ¥ T
TCT GCG TCC ACA TCA GGG AAG CCC AGG AAA GAT AAG GCA TCT GGG AAG CIC CAC CCT
s A S T S G K P R K D K A S G K L H P
GAG TCT GAG GAG GAC AAG GAG GCA CCC ACT GGC AGC AGG TAC CGA GGG CGC CCC TGT
E S E E D XK E A P T G S R Y R G R P C
CIG CCG GAA TGG GAC *CAC ATC CTG TGC TGG CCG CIG GGG GAC CCA GGT GAG GIG GTG
L P E W D O I L ¢ w P L G D P G L V V
GCT GTG CCC TGT CCG GAC TAC ATT TAT GAC TTC AAT CAC AAA GGC CAT GCC TAC CGA
AV P C P D Y I Y D F N H K ¢ H A Y R
CGC TGT GAC CGC AAT GGC AGC TGG GAG CTG GTG CCT GGG CAC AAC AGG ACG TGG GCC AAC
R ¢ D R N G S W £ L V P G H N R T W A N
TAC AGC GAG TGT GTC AAA TTT CTC ACC AAT GAG ACT CGT GAA CGG TGATAAGGATCC
y s £ ¢ v K F L T N E T R E R

1 PTHrP cDNA
Fig.1 Nucleotide sequence of PTHrP-R gene

Underlined region shows signal peptide sequences asterisk indicates site 262 of PTHrP-R gene

2.2 PTHrP ¢DNA
PCR pGEM-T Ndel BamHI
PTHrP cDNA © hERIEHEMEMARFATIRAHEL http:// journal P JacIén
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pET-3a PTHrP-R 2 Ndel BamHI PTHrP
3 BL21
Bam HI kb M A B c
Amp /,, o4
; \ PTl-frP-R jé
m'\f/ pET-32/PTHrP-R 4?35121 .3
Poadl \ // 0.56
Aval
2 pET-3a PTHrP-R 3 pET-3a PTHrP-R
Fig.2 Structure of pET-3a PTHrP-R Fig.3 Restriction map of pET-3a PTHrP-R
M ADNA Hindlll A BamHI Neel 0.5kb 4.5kb
B Sall C Ps1 1.6kb 3.4kb
2.3 PTHrP
pET-3a PTHrP-R 37C LB 1:100
37C Immol L ITPG 4 ~6h
SDS-PAGE 15% ITPG 18kD 4
PTHrP 20%
2.4 PTHrP
90 % 4
2.5 ELISA
PTHrP ELISA PTHrP
PTHrP ELISA PTHrP PTHrP
5 ELISA PTHrP
PTHrP PTHrP
201
-
15}
- ‘ 7:,,, o 0.5¢
i ﬁg 0 ry
4 5 PTHP PTHP ELISA
4 PIHP SDE-PAGE Fig.5 Binding activity of PTHrP-R to
Fg.4 S5 PAGE amelysis of PTHP-R expressed in E. coli PTHrP by ELISA
M Protein marker Lane A Bacterial protein Lane B A. Recombinant PTHrP control  B. 10 serial dilution of
IPTG induced Lane C Purified inclusion body Lane D PTHrP-R binding to recombinant PTHrP C. PBS and

Purified products by electrophoresis © EMFRBBAEHEOHT TS ®IER  htto://journals. im. ac. cn
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2.6 PTHrP
PTHrP ROS17 2.8 cAMP
PTHrP PTHrP PTHrP
cAMP PTHrP PTHrP
6 Spg PTHrP
cAMP
PTHrP PTHrP
10001 3
— 8001
% 600}
& 400} G
2001 Ig
0 L
6 PTHrP
Fig.6 Bioactivity detection of PTHrP-R
expressed in E. coli PTH:P
A.Recombinant PTHrP  B. Renatured crude ex- 4
tract of recombinant TNF control C. Renatured TNF 9 L2 10
crude extract of recombinant PTHrP-R  D. Puri-
fied products of PTHrP-R by electrophoresis "
12
PTHrP PTHrP
3 13 14
RT-PCR
262 TAC CAC PTHrP
PTHrP PTHrP
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Cloning cDNA of Soluble Parathyroid Hormone Related Protein Receptor
and Its Expression in Escherichia coli ”

Dou Ligiang  Zhang Zhiqing Liu Hongbing Zhou Xiaoming
Xiong Weidong An Naili  Yao Lihong Hou Yunde

National Laboratory of Molecular Virology and Genetic Engineering Institute of Virology Beijing 100052

Abstract To evaluate the effects of recombinant soluble parathyroid hormone related protein recep-
tor sPTHrPR the RNA prepared from renal cell carcinoma was reverse-transcribed and amplified
by polymerase chain reaction PCR . The 543 base pairs fragment corresponding to extracellular do-
main of PTHrPR was obtained and cloned. Seugencing was performed for three clones by the dideoxy
chain-termination method. Comparison of the nucleic acid sequences with the published data revealed
that one nucleotide changed. One high level expression vectors referred as pET-3a sPTHrPR was
constructed. The specificity of the expression products was proved by ELISA. Our preliminary exper-

iment also showed the expression products can block the biological activity of PTHrP.

Key words Parathyroid hormone related protein receptor RT-PCR expression in E . coli
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