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A R#HLEFRTFERNEREREXGTEPHRE
KRE % & § 7 L & FEX KED HAX

(REXEREFHRAFRETEEREAERE LB 200433)

ReE % 2% 72 B F (Glial cell line-derived neurotrophic factor, GDNF}& A B B49 R X h o H o
BRI —MHEERY, S THYSORNETH S B EEREHATR AN, GDNFAREH
0134 M EERAR, AAES NRELLES. ERT TGP EBREESRERACAAHRER
FFIREERI R 20%, TRE—THFMEREK, BERRARA. EXETTHNE WS TELFRERN
MSERERD, WugRRY REBHHREWIERLBRERYE RESSERE TR —FRTHE
BRI SRR TSR MR E LS A58 EEHY. BT GDNF £EAST R
BEMENELRFEYER BN AFELERN TR =4 KB KR GDNF, EXHRBRA PCR
FEMAFEAEEL DNA P #1545 GDNF MEE, FLAEXBTFREPHIRRE. BRE—F
W9 GDNF MMM EMFIIMBIT T T EL w2t

1 HBFFE

1.1 E=ER e
TREFIEM K pET3a, T8 £ W AT 8 BL21(DE3) ¥l R EHRE., B H 8. EEMK E Biolabs 22
], Q-Sepharose 1 H Phamacia 2> 8], B &R 15 A ik O 8 H = #r o fl .
1.2 AEEE DNA tiaiE
FhEEE A Smi, A E 4 DNA R orw g kiel,
1.3 Si#igit5 PCR 1K
AT PCRE B, i+ THASY. P HREERENEFRA SR, 7% A 5'CGCATAT-
GTCTCCAGACAAACAAATGGCAGTGC 3 5|4 B.5"GCGGATCCTCAGATACATCCACACC 3
PCR £ A H#AEHHER T2 L T8 PCR T WAR &, # AR B B 4E,
1.4 #FHES DNA RIS
SrFREE I (6 B e, DNA JF R4 B Phamacia 25 7 # T7 Sequencing™ Kirt, #5401 45 18
o
1.5 GDNFHEAZREERERFIIRF
SDS-BUTRBEER R, FOMEERE, ERHBERES. NREERFF HPER #pRHE
AP R BECKMAN £ 9 HEREUEREME.

2 #RPITR

2.1 GDNF R EF 15 4

RN GDNF B E 569 DNA FF7, RATRITT A PCR 39, 314 A 45 GDNF &R E
HEENSI A EEFZNT - EHRERF ATG, Fi&iHT -~ Ndel 1147 &, 5[ BRI T —
A BamHI YR, M5h, RIERBHWFORAEHETY A AKX ERITED Iy

FHHBREEERBE LS.
AXT1996E9 59 HigAl,
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KEFERFEE L.

Ndel
Primer A(30 mer): 5" CGCATATGTCTCCAGACAAACAAATGGCAGTG
* »
TCACCAGATAAACAAATGGCAGTG......
AGTGGTCTATIT GTTTACCGTCAC......

s GGTGTGGATGTATCTGA
...... CCACACCTACATAGACT
3 CCACACCTACATAGACTCCTAGGCG 5° Primer B(25 mer)

BamHI

B 1 PCR3%aeiit

M EAEEA DNA HER, 31 A g4 B#fT
PCRY., N HIEEREEKGER(E 2R RT
—&RK K 410bp ) DNA FHI, FXH BT REW. Xk
W, BRBRITESIY A £ 5" HAEANEB TR IXBITER
HHEBRTFREERTH TR AEN, B PCRTHANER
ENRER. B THRERENEETFH THELERFREK
By, BF LR AIF A PCR 398 S BULA R FBR AR X
PCR ¥ REEMA XS, MIEXBITERIFHNERT
B BT B R B, DAF T B 4 R MR Y A KT
FHFRE,

2.2 GDNF EHMEE

FA A SRR B RY PCR 5% B, 8 Ndel 1 BamHI 3
TOEY, REESRENENNRERE pET3 E8, WER
FIRERL pET3aTT(E 3), #bKEHITHE BL21(DE3), M5
£ F Fl Ndel #1 BamHI WEENW &2, BHA—MHLTF,

&2 PCRPA7 10% I AgHE Bk
Human 1. MW marker, $ % 174/Hae[ll

Genomic DNA
| 2. PCR products
PCR
AR HhIEmEN, 2By BE KRR R
L I BT M13 ME &L, BUEKEFE TGL

BV, # 4 S 4k, BT DNA FHI9 4. FFI4
WaHRSEACMBEMFRE -H(EH4). A
MRIET & MW E M FRA TR pET3TT K

I
B Bt hGDNF E£H ., X #3555 hGDNF EH
Nde | BamH I T4 ligase EEERETH, ERFIFARPHREAZTR
> &, E?ﬂ%zﬁﬁe
— ] 2.3 GDNF EXpHEPHERE

EFSEE T 3ml LB P, 37CHEGHIEHRT
4 1% 3% ZE 30ml LB F, 37C 1% 3% 3h,

1 ODgpo 2% F 0.3~0.4, NN IPTG ELREE R
B3 ARBRERANTRERU ETTTONR o smmol/L, 2 42 35 3¢ 3, B 0 W0 6 B 08, E 7
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kDa

97. 4 —
§6.2 -
55. Oae,
42.7—
40. 0~~~

3.0~

) B s KBE¥EspsEi
1. ﬁ?ﬁ%%ﬁ%@éﬁi 2.pET3ai/DE3/(5E‘i?§%
3.pET3a/DE3 ( , 4.pET3a/TT/DE3
B4 #oAREHSERETERNF &3 5 PETHTT/DES (1 B ). 6.pET3aTT/DE3

HHHEBRR (BEEER

SDS-PAGE MUK (F 5). HREMH, pET3TT HAWLS IPIGESEHAT 4 TRAN 16kDa EHEA &
W MRBRFH pETIaTT HLE N IH R B, pET3a L8 & IPTG H AR R FH. KR
8, pET3aTT B2 IPTCIESFWMEREE T —+ 4 T B AN 16kDa HISMREH. BESHET,
hGDNF ZZ B S EESEAMN 16.5% . HWAHHE Y SDSPAGE Bk RPEMBET EEMT IR
WA RAESEER N AMERNELEE, BT WGDNF RBESHE 7 M EREBAE, SEER
AT EES hODNF 4 FH_BERREH L, LBABPFRIGERM T RERE pILAS03, UL 4 Ea
WM hGDNF B RREERFRS S TH B 16kDa EERW. BT pJLASO3 FIAF R AR A I
B R 3T Py Py SBE AR R, T pET3a MEH T7 B FHRAR R, BEWERTAA
T7 B3T3t hGDNF M REE HFF.
2.4 FJEEHHSEIALEE N REEEFTSFE

FBREEWERSEOWER, BATRER, 8.0, % B, MUEAH 2md/L RERE. Smd/LRE
BMIIEE, L Q-Sepherose HE# T H FREH EHT, L 0.1~ 0. Smol/L NaCl AT ERE, HER
1.0ml/min., W4 hGDNF B #E4) £ SDS-PAGE, M EHE, BEHNKRBEEK EWEQ R BE]
PVDF B E#TEAREEERFI46T. FFBAET 15 T & 28 MetSerProAspLys GlnMetAlaValLe-
uProArgArgGluArg, B T REAME T — Met b, HAKFFI S5 H DNA W H B % hGDNF F 55
&8, W pETTT R WREMEORB I ABRERLERET.

g & X W
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Cloning the Gene Coding for Human Glial Cell Line-derived Neurotrophic
Factor and Its Expression in Escherichia coli

Zhang Xiaoting Ma Biao Shu Ning Wei Min
Li Changben Chen Suzhen Zhao Shouyuan
{ Institute of Genetics, Fudan University . State Key Labortary of Genetic Engineering, Shanghai  200433)

Abstract By using PCR method, the hGDNF gene was cloned from Chinese genomic DNA. The
hGDNF gene was subcloned into the expression vector pET3a which is under the control of T7 pro-
moter and then transfected into E. coli BL21 (DE3). The constructed strain was designated as
pET3aTT/BL21{DE3). The sequence data of cloned hGDNF gene showed that it was identical to
that of natural one. Four hours after [PTG induction, a 16kDa extra protein which is about 16.5%
out of total bacteria proteins in pET3aTT/DE3(BI1.21) was appeared in the gel of SDS-PAGE. The
expression products existed in the form of inclusion body. The protein was purified viaion exchange
chromatography. The results of amino acid sequencing proved that the sequence of 15 amino acids at
the N-terminal of the expressed hGDNF was the same as that deduced from DNA sequence.

Key words Neurotrophic factor, human glial cell line-derived neurotrophic factor, gene cloning and

expression
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