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Fig.2 Construction and cloning strategy of synthetic hGRF gene (+~-,6’-phosphate)
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SYNTHESIS AND CLONING OF THE HUMAN GROWTH
HORMONE RELEASING FACTOR GENE

Xiong Keyong Jin Ruzhong Hu Kanghong Ding Daming
(Wuhan Institute of Virology, Academic Sinica, Wuhan)

The human growth hormone releasing factor(hGRF) gene has been
synthesized and cloned, Computer programming was applied to the de-

sign of optimized segments for the synthesis
preferred codons for expression in £, colf,

of the hGRF gene using
Six segments with length

ranging from 39 to 51 nuecleotides were synthesized by solid-phase pho-
sphoramidite method, The entire gene consisting of 141 base pairs was
constructed by enzyvmatic ligation of all synthetic segments and then
cloned into plasmid vector pUC-19, The positive colonies were confir-
med by screening of ampicillin resistance, inactive -galactosidase, an-
alysis by restriction enzymes and doi-blot hybridization, The DNA se-
gquence of the cloned synthetic hGRF gene was proved correct by Mi3
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dideoxynucleotide chain termination method,
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hUGRF; DNA synthesis;gene cloning

B RN

Explanation of plate I

A, smol/LREE-10%PAGES 4N EREER R

Analysis of the purified DNA "fragmenis(6’-y32P labeled) by 8mol/L. urea-10% PAGE. 1. A2
(s50-mery 2, B2(S1-mer) 3. Bi(s1-mer} 4, Ba(3s-mer) 5. A1(40-mer) 6. A3(51-mer)

B, hGRF & @R ZEMPAGEH

Purification of constructed hGRF gene by 8% PAGE, 1. Molecular weight standard, pAT-153
EcoR I -Hinf] fragments 2, Coastructed hGRF gene band

C. BamH 1 #MEcoR | Bitn i E R A M4

Examination of recombinant plasmids digested by BamH [ and EcoRT]T.

1. Control plasmid pUC-19 2—4,6—8, Recombinant plasmids No, 10, 9, 8, 7, 8, 3 respectively
5., MW standard; pAT-153 EcoR [ -Hinf ] fragments

D, EAFRAEDER W

0.8% agarose gel electrophoresis of the recombinant plasmid digested by restriction enzymes,
1,3, pUC-19 digested by Kpn]and Xhol respectively. 2,4, Recombinast plasmid No. 6 digested
by Kpn 1 and XhoJ respeetively

E, BEARE Sy-2P-ATPRIEH Sk g B8R

Autoradiography of dot-hlet hybridization of the recombinant plasmids with the probes labeled by
v-3:P-ATP. 1,2,3,5, recombinant plasmids No, 6,7,9,10 respectively.4, Control plasmid pUC-19
I,T,X.probes,. 32P-B1,3:P-Ba, 32P-B3 respectively

F.G. REWMGRFEE B+ M EEEE

Autoradiography of DNA sequencing of the cloned hGRF gene, using the fragment 5/-GTAAAA-
CGACGGCCAGT-8” as primer,

Electrophoresis for 2 h(F) and 3,5 h(G)
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