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1= 2 * 3 1 3 1 x> 4
(1 , , 610084) (2 , 310029)
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Cloning and Sequence Analysis of Golden Monkey ( Rhinopithecus roxellana)

Insulin-like Growth Factor Gene

ONGLI* " HU Xilian®© ZHANG zhihe’ YUE Biong' SHEN Fujun’ MENG Yarfa~ ZHAO Bin'

(1 Codllege d Life Sdences, Sichuan University , Chengdu, 610064, China)

(2 College d Life Sdence, Zhgiang University , Hangzhou, 310029, China)

(3 Key Laboratory for Reproduction and Corservation Gendtics Endangered Wildlife  Sichuan Province, Chengdu Research Base d Gant Panda
Breeding, Chengdu, 610081, China) (4 Xi' an Zoo, Xi' an, 710032, China)

Abgract : The insuinrlike growth factor (IG= ) cDNA d the golden nonkey ( Rhinopithecus roxdlana) was cloned for the
firg time from liver tissue by reverse transcription and anplified by PCR udng a set of primersthat we desgned in this sudy The
amplified cDNA fragment was inserted into the vector pGBV T.  Through tranderring, screening, erzynolyss and sequencing , it
was denondrated that thisfragment was IGF gene cDNA. It is521ntsin length and contains one open reading frame (ORF) ,
which encodes for a polypeptide containing 153 amino acids The golden nonkey IG-  gene has a high honology with other
mammd |G- genes

Key words: Coning; Glden nonkey; IG-  gene; Sequence andyss
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1G~
( , 2000)
(Lund & al. ,
1986)
’ IG:- ’
1G~
RNA
cDNA , 1G~
cDNA , pGEMFT ,
1
1.1
1.1.1
1.1.2
JM109 Sratagene; pGEVFT Easy Vector
Promega
1.1.3
RNA (TRIz0l" Totd RNA Ilation
Reagent) GBGOBRL ;
MBI (RevertAid™ H Minus Firs Srand cD-
NA Synthess Kit) ; QIAquick
QIAGEN : (NHe | BamH
1) . IPTG X-cdl
Sgm ; DEPC  Y9gm ; T4 DNA
MBI ; Tris
1.1.4
1G~
) Primer 5.0
: 5 TTGCCTCATTATIT (C) CTQ>
TA 3, . 5 CTICCTACATT (C) CTG
TAGITC 3 M1 M2
1.2
1.2.1

' TRIzol Reagent ,
- 80 RNA
1.2.2 RNA
RNA , GBOOBRL
RNA RNA
RNA
- 70
1.2.3
RNA , OligpdT
, Promega
cDNA -20
1.2.4 I1G~ cDNA
1.2.4.1 PCR
: 10 x PCR 10pl, 1mM
dNTP 5ul, 25 mM Mgd,10p 1 ,
50 prol , 5ul, Tag
2.541, 100U 1, 20 | A
4 min, e 1mn 52
40s 72 50 s, 30 , 5 min
PCR , 10p | 1%
1.2.4.2 PCR
QIAquick PCR
(520 bp )
pGEVT Easy :
IM109 , X-cal
) ) 4m LB
, 2 4h 1yl
M1 M2 PCR , 1%
3
1.2.4.3
3 , ,
, Genetool Lite
(Open reading frame ORF) ,
GerBank
2
2.1 RNA
RNA
, A260/A280 2.0,
185  28S RNA ( 1,
RNA , RNA
2.2 1G- (ORF)
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2.2.1 G~ (ORF)

, GenBank , AY677085
( 2 3 500 bp 1G~ 3 ,
, MIG~ 1G~ 153 , 48
16.9 kDa, 7.6 kDa
<— 285 GerBank
<— RS ! IG=
( 1
1G~
1 M
1 RNA 1%
M: Marker; 1: RNA
Fg 1 1% ormadehyde agrarose geldectrophoress andyss of _
liver RNA from golden nmonkey b —p
M: Marker; 1: Totd RNA
2.2.2
MIG= [ 1 |
, MIG~
NCBI 2 IG- PCR
M: DL3000 Marker; 1 6: PCR ;7
Blast : GeneBank Fg 2 PORidentificationdf IGF  recombinart
G~ , M :DL3000 Marker ;1 - 6 :PCR products;7 : nagetive control
1
Table 1 Honology conparion of AmIG-  with that of other eciesin nucleotide and amino acids levels
The levelsof corrparion Human Hg Rat Horsee Cattle Rabbit Ga
(%)
93.3 9.9 88.6 93.8 91.4 92.9 91.0
The meture peptide coding sequence
(%)
9.4 2.4 88.5 9.0 2.1 91.3 2.4
The sequence of open reading frame
(%)
. . 98.2 9.8 9.4 98.9 97.2 92.9 9.4
Amo Acids
()
153 130 127 127 131 137 154

The munber of amiro acidsof |G- precursor
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TTGCCTCATTATTCCTGCTAACCAATTCATTTCCAGACTTTGCACTTCAGAAGCAATGGG

1 Cc LI I PA NQ FI SR LCT SE AMGEG
61 AAAAATCAGCAGTCTTCCAACCCAATTATTTAAGTGCTGCTTTTGTGATTTCTTGAAGGT
21 K 1 SSLPTQULFZ XCCFTCDTFTLZIKYV
" 121 AAAGATGCACATCATGTCCTCCTCTCATCTCCTCTACCTGGCGCTGTGCTTGCTCACCTT
41 K MHIMSSSHLTLYULALCLTULTTF
181 CACCAGCTCCGCCACAGCTGGACCAGAGACGCTCTGTGGGGCTGAGTTGGTGGATGCTCT
61 T S SATAGPETTLT CGAETLVDAL
241 TCAGTTCGTGTGTGGAGACAGGGGTTTTTATTTCAACAAGCCCACGGGGTATGGCTCCAG
81 Q FVCGDRGFYFNIEKZPTGYGS S
301 CAGTCGGAGGGCACCTCAGACAGGCATTGTGGACGAGTGCTGCTTCCGGAGCTGTGATCT
101 S RRAPQTGTIVDET CCFRSTCDL
361 GAGGAGGCTAGAGATGTACTGTGCACCCCTCAAGCCTGCCAAGTCTGCCCGCTCAGTCCG
121 R RLEMYTCAPLZIKZPAIKSARTESVR
421 TGCCCAGCGCCACACCGACATGCCCAAGGCTCAAAAGGAAGTACATTTGAAGAACGCAAG
141 A Q RHTDMPZEKAQKEVHLZE KNAS
481 TAGAGGGAGTGCAGGAAACAAGAACTACAGAATGTAGGAAG
161 R GS A G NI KNTYRM *
3 fe= (521 bp)
(ORF) (56 514) ; (56 199) ;
(200 409)

Fig 3 The sequence of open reading frame (521 bp) and the deduced amiro acid resdues. The sequence of open reading frame (56
- 514) isunderlined. The sgna peptide coding sequence is highlighted in bold. The mature peptide coding sequence is doubly under-

lined
3 e
G~ ) ,
cDNA G~ G~
PCR |G~ (I )
cDNA IG~ 459 bp , ,
153 cDNA , I
G~
1 , , ) G~
|G- DNA (Budl e al.
(93.8 %) , (93.3%) 1985) :
(94.4%) , 94.0%, (
, 2002)
459 bp 381 hp
, IG~
98.2%, , e
Budl G, ShuzM F, SHzer G, Collet A, MowaN R, Samon D, Es
26 33 canez S, Kawashima E 1985. Optimizing the expresson in E. cdi of a
, 1G~ , synthetic gene encoding ometomedin-c.  Nudeic Adds Res, 13 (6) :
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