<20 WA WA R 2005 ££32 (3)

AR REBEENEEREF T
MEAD TAE™ B #° BEis' #BEg

(Revfedr FoE B B AU 430070)"
CPEAP BEB R AT R U4 Jb3 1000817

R LUBEAB R B R AR A B, SHA R A E S (PCR) 43 By 1eia
PILTRE BT R AR A BT BT dsrl R dsr2, #§3EFA HEDSEET) pUCIO 81K T 3631 3500 1
TGP REBF S dor, it PRI BT ZM AT IRL T RE R B 40 87 S i, dorx BOFE 14
K44, 566bp. Hif5 1, 522 MRS, 5 GenBank MM USIZ74 B 1FRL R 51 Rl M ik
9% . FHEFHERERFY] 5 ILFF RRETEE 98.49% .

X8 OIIVETEEE, PCR Ry, WEEREVME

thB GRS 0785 NEHRIAE: A XTRS . 02532654 (2005) 030020-04

Cloning and Squence Analysis of Gene Coding for Dextransucrase
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Abstract: The desired DNA product of dsrl and dsr2 was amplified from the total YN A of the L0309 screened in
this lab by PCR with two pairs of gene specific primers. The segment of dstl and dsr2 was inserted into pUCIS
vector and integrated ino the entire gene of dsrx. The result of restriction endonuclease mapping and sequencing
shows that 4. 566 bp of dsrx cavers the entire open reading frame, encoding 1. 522 amino acid residues. There is
an identity of 39% between the gene of U81374 and dsrx abeut their nuelear acid sequences. The homology of
the deduced amino acid level amount to 98, 49% with that of U81374.
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1.1 @
A SEHG E2 ik 1 R AR B BB TR B 10309,
1.2 FERA
BRI ¥EF VIR B NEB ; PCR 738 I A B TaKaRa A7); 514H LA LS
W PCR P4 BRI BT &0 B QlAgen 24 F]; HEIKMIW A Promega 22 A,
1.3 #5 DNA {25
SIRSCER [1] FIoc#k [2] CTAB B2 A B, W& 45 R R E

1.4 S|4Eigit &R

WEscEk [3] B G TeR BT R B R R PR T W 514 55 R .

pfl. 7: 5 *GCTCTAGAGCTAATGCCATITACAGAAAAAG, & Xbal B A

prl.7: 5 ‘GGGGTACCCCCCATGGTTAATTCATTGCTICCTTG, & Kpnl B4 5,5

pf2. 8: 5 ‘GCTCTAGAGCCCATGGATGATTATGTGCACACAC 3°, 7% Xbal BT 7 25

pr2.8: 5 * GGGGTACCCCTTATGCTGACACAGCATTTCCATTATTATCS ', % Kpnl W
M g LT
L5 ZEm#ENXKRN (PCR)

BHEYER (2] BXREY, UATEEFIEAEKR 10309 1 H A N AR PCR
18 dsrl Fldsr2, PCR &% 94°CHASHE Smin, 7 AIRIEES: 94T 30s, 55T
B 30s, 72°C I 1min 40s F1 2min 40s, fj5 72°C FEA# 10 min,
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PCR =481 % % Qiagen PCR AifbiAM A #AE T PCR /=443 Xbal I Kpnl XX
Wb 30 17 ek B pUCIO Bk |, RREE SRR Amp HitERFIREAH T SrHES
dsrl F0 dsr2 BOFE4L FF4R_ESBEPLBER S A B, 37T CRGHE R, DEERBURN,
o R R4 D64 9 pUC19dsrl fil pUCI19dsr2, SR G Al Kpnl | Xbal F1 Neol Bl TR
METSE .
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Kpnl 1 Neol XA pUC19dsr] Fl pUC19dsr2, F QIAgen HERE 41k il W is 77 £ 73 5 Inl i
K#91.7 5. 5kb A9 R B, # I A R BHEGE X HBY7E TADNA & SRS E A T AT A
(4%, $54k DHSa, A58 Amp, X-gal FARPRIC A1 /MBS, DIERTT
S E ., '
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GenBank $8% 4 17 [E] IR 2047
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2.1 EEPCRYBEER

VAZR SR S0 8 A IR O R R B SR R A AR, PR X 51 9 34T PCR, 43 3
TG 1. Thb M 2.8kb B (B 1, 2), WEOA/NSHUNG RS, BBIRRiK
51905 AR

M 1

kb kb
1.6 3
2
1 1. 7kb PCR P46 3k B B2 2. 8kb PCR =4 3k &
M N3232Vmarker, | 1. 7kb PCR /%) M MDOl6marker, 1, 2, 3 2. 8kb PCR 43

2.2 EARNBINEE

AREFFEAF, RWEE, PP TH . WMI%E, 58 Marker, BASHIE
BEHLIKE R R, & 1.7kb, 2.8kb, 4.5kb AME R B EHFEERL (B3, 4. 5),
W ROUIIEB B el 5 e B R AR T AR I,

12 M 3 4 35 12 M 4 5 6

B3 pUCI9dsrl K5 bea ok 5] B4 pUCI9dsr2 R4l 3k M5 pUCI9dsrx K] ik &

I puC19, 2 pUCI9dsr] | 1 pLCI9, 2 pLC19ds2, 1 pUCI9, 2 pUCI9dsr,

3. 4 Kpnl, Neol RHIAIE 4. 4kb, 3.4, 5 Kpal, Xbal, Neol BH)IR 3., 4 Neol BSHIEIE 7. 2kb,

5 Kpnl + Xbal DU Y11 i 4. 4kb | i#% 3. skb 5 Kpnl + Xbal DL V1P % 4. 5kb .,
2.7kb, 1.7kh 2. Tkb
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B EATEMNER B R LA AR AT ME, BHESITRIFESE, 57
A M 2FH] (GenBank B3R E N AY743959) , %FHI4 & 4, 566bp, 4ifd 1,522 4
FHEME, it BLAST R #2047, [ GenBank B 5% (945 HEWE 15 BEBE B US1374 40 &t
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HE, $REAWH, HENSOREN U1374 RIEMERIXL 99% .
2.4 drx BEMNEERFIESREERSFIINREILLESH

FI B EMBOSS #K {4 14 1 FF /5 BFE 9 dsrx LAY ORF BIRREEMITH, BS
US1374 M BEM I FIE 14 98. 49% . ARHE EMBOSS S {F W H 77k, M — %
rhHy . A7 305 MERELTE AT LS I, 470 NREERITREW, 324 MRAE R AS
H, 380 MEEE R B, B0 F &N 169kD, pl {6 4.27 (http: /7
kr. expasy. org) # A BLASTp 7648487, % EBHJE T4 48 LKBE 70 KT A
B AR R 6 M A AL B (GTFS), (LGRS F I RmEaZHE
AT, BEEECAELE, BREGIEEHEES .

3 Fig

FRECR I SRR A K B8, FHE R S AEE S A —R, W RBRER
B HE, ASSCE0H Hajahmad Y 554738 B FI CTAB 745 & e 4 4 H2 I (] HAG 3
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H: 7= R F P i ] 101 B8 A

se i dsrx BLIEAE Pichia pastoris ZBEFMFIL, WAERE CiSWH#ST SDS-PAGE, %5
e e RN BN R A4, EA AR 1.000 FHERE, SRERA
MEIRE, EMEAERFERME, mTEEAS TEER, BMEIHEREE, H
WA N ik B A ik — 2B T 5K
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