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Syrtheds of Brazzan Gere and Costrudion d Expression Vector pGAPZaA- Bra

WANG Chargyuanet d ( Hiilongiang August First Land Redanation Unversity ,Dagng, Heilongiang 163319)

Astradd [ Ogective] The research a ned to lay the founddion for the trandfor nation and expression of Bazan gere in yeast SMDL168 . [ Mthod]
Brazzein gene wes syrthed zed by using sdicing owerlap exterson PCR ( SOE PCR) . It wes conrected with pMOL8 T wector to corstruct cloring vector
pMDI8 T Bra. Bzyme dgestion wth restriction endonuclease Xho | and Xba | wes nade on cloning vector pMDI8- T- Bra and yeast expression vector
pGAPZoA . Lhder the action of T, DNAligase , the recla ned target gene vas connected with p GAPZoA vector to corstruct dasnid pGAPZoA: Ba. [ Re-
sut] Acodng sequernce of Brazzein ardog with the size of about 188 bp vas obtained through PCR andificaion. After it vas cloned pMDI8 T dasnid
and digested with doude erzynes Xo | and Xoa | it vas conrected with pGAFZoA vector . And the reconti nart exression vector pGAPZaA— Bra vas
successfuly corstructed . No mutation wes found ineach base in Brazzaé n gere and the reading frane inthe whole expression vector wes exact . [ Conclu-
sion] It vas feadble to produce B azzé n by the nmethod of genetic engineering .
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PCR ( SOE PCR) Brazzd n : pGAPZoA
Ba : SMD1163 1 PCR,10 xBufer 1 W , P\P43u, PS\
, P73 ,dNTP2  ,Tag E1 W, 104 PCR 55
1 30s,72 5 nin 1
1.1 2 PCR 1 PCR ,10 x Bufer 1
111 Hectroconpetent E.cdi TOP1OF ul PL\P31 4, P6\P8 1yl ,dNTP2 u , 1,
(recA ,endA) ( Pichia . pestoris) SMD1168 Tag 1d,ddHO3, 10 4 PCR 95
(his4,pepd) pGAPZoA Invtrogen 2mn9% 30s5 30s,72 1 mn,30 72
112 Xoal Xmol Ty 10 mn, 2 PCR PCR ,
DNA pfuUDNA dNTRs DNA NMarker ( DL2000 . 1 PCR PCR ,2.5%
MARKER I11) ( ) ; DNA 30 mn,
; 4 :P1,5-CTC GAG AAA AGA GAC AAG TGT

AAG AAG GTT TAC GAG AAC TAC CCA 3 45 ner ;P2,5-GTT
TCT AAG TGT CAA TTG GCT AAC CAA TGT AAC TAC GAC
TGIF3 ,42 nmer ;P3 5- AGC CAA TTG ACA CTT AGA AAC TGG
GIA GIT CTC GTA AAC CTT-3 ,42 ner ;P4,5-TCT AGC GIG
CIT CTT CAA CTT ACA GIC GIA GIT ACA TTG GIT -3 ,42
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ner ;P5,5- AAG TTG AAG AAG CAC GCT AGA TCT GGT GAG
TGT TTC TAC GAG3 ,42 ner ;P6,5- AAG AAG AGA AAC TTG
CAA TGT ATT TGT GAC TAC TGT GAG TACG-3 ,42 ner;P7 5-
ACA TTG CAA GIT TCT CTT CTT GI'C GTA GAA ACA CTC ACC
AGA3 ,42 ner ;P8 ,5- AGA TCT AGA TGG GAG TTA GTA CIC
ACA GTA GIC ACA AAT-3 ,39 ner

1.2.2 PCR
Brazza n , pMD18 T )
pMD18- T Ba DHbd ,
; PCR Xho I/ Xbal
PCR TaKaRa
123 pGAPZaA Bra
1231 Bazdn pGAPZoA
p MOL8- T- Bra pGAPZaA
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