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A (NANA) R — R LaBATEY, EA T FEEOMEEENEERRR, BEFEEY
ERIREMBHNE, A TEERNTRLP RSB FEER EURBHE, HikrEMit, A
N§IE A ARV RR, B A A B (ALDME B T, LR AN N-Z B S ey o s e s g,
MERER, S BARE, R, HES T RS, HHEEMESEE— TS, BREEUEERS
ME—BREAERETARER, SRXKEMTENNH. HiL, RITGET ~ZBMHIREN, IER
PR R MEE 2 R R A RFT T 7 %6,

1 #HEfFE
1.1 BREEN

E . coli TGI(SupE hsdAS thiA( Lac-proAB) F’ (tra D36 pro AB* LacFLacZAM15)) 3301 E {7
17, pBV220 Bk e o 3 i BY IR B BE R 5 B kB BB R, BT ALD HE[ {8 1 B 24 5 ) A B AR
FE, HHBUAEEEY TRAH, DNAS TRIFESRBATEHDPNEN AFEPHEHRTREL
A, FaRSTEFREMYALERBREYERRERS O,

1.2 FEIBREANERHNOIRER(%)RIENTE

BERERR 0.5, (NH, ),HPO, 0.2, NaCl 0.3, KH,PO, 0.1, MgS0, . 7H,0 0. 01, FeS0, . 7H,0 0,002, 8 i
¥ 0.05,

ERHARRERENETE, E£30CEARER 8 hL AL, AEFHBRARY E8EE N,

1.3 ¥efik DNA B3R

B2NGrFRE),

1.4 EEMEBRININE

MR RR R N S B R R R R R R TT LR R R N TI MR AT N- 2B R,
EESM _REEEPE(PDABA)E N, FHT 585 nm 4b HHE B,

A4 B B AR 200pL: 501 NANA(20pmol/ L}, S0uL 200mmol/L BEEE#Y 28 sk (pH7.2)100pL &
FER . 37C KB EH 10 min 5, 100C K 2 min £ 1L KR, 17K 200 pL, 2500 _E % 20001, 0
A 300uL 7K, 100pL FHSEER4F (0. 8mol/L, pHY.1), 100T B 3 min, BE#E % #), A 3 mL &1 10 893
THEREHR(PDABA [F R 5gPDABA I T S0mL & 12. 5% & BA K Z M P), BT 3TC KB HE

« N-HERBHENXTE, MEYREE AR EGERENRYWE,
» »BREHEE.
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20 min, 585 om b,

BENEEICT,. BHMKBEREY 1 pmo/LN-ZBHBEBENEENSE Y — 1
ﬁﬁimo
1.5 PCRAEFN

£ 100pL R A2 B E o, & 5559 100pmol, 3’ %3149 150 pmol/L, #IiK DNAL. 1pg, 8pL 2. Smmol/L
dNTP, 5u Tag DNA B &8, PCR R I§F 2 B B 7 94C 455, 72T 90s, 50C 60s, §1¥ 36 T,
1.6 SDS-PAGE

Bty R0 T3R8, 7 Shimadzu CS9000 R R 1 (1:5900m, 2:500 nm ) #5750 S

AHMNE.
2 #R5i#k

2.1 FEAMNERNERIERERREE DNA RN
BITHTEHR A —RENEFE, ETEENEERRRERTEN 9 kX ETE S
Mk — kR EMAEGE k. FETHARERZENREE DNA,
2.2 NARBEIHR
2.2.1 PCREK: WiBmgMMEEENFN Y R pBV220 LS WE M4, #I1HT —33149.
5'%131% AGGAATTCATGGCAACGAATTTAC(IN.E—4 EcoRI £i£4)
3" %314 TCCTGCAGGCACCCGCGCTCTT(H0 E—4~ Psel fif &)
b8 5 H AR, PCR 418 ik /& 900bp 22 B 1 B, 5K A e RS BB/ — B,
2.2.2 EAREMWE.ZLEI1,
2.3 KRN pBV220-ALD B EF
it FcoRI-Pst T TGRS YL 240 FR 8 pBV220-ALD, B BI AN A B, B/ Br#4 900bp £ 45,
SHEMNERERFEX B 2L 2,

ALD gene of PCR product

EcoRl Psil bp
pBV220
EcoR1 PsA

1857

1060
. 929
LI Psd 383
EcoR1
pBV220-ALD

H2 FARN T
EH K pBV220-ALD
1 pBR322-BsztNI marker

H1 pBV220- ALD B R KBREE 2:pBV220-ALD EcoRI+ Pstl
3:pBV220 EcoRI+ Ps1
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2.4 SDS-PAGE Bk

# 1.5 B, 4 SDS-PAGE mi ik, &5 WA 3, BCmi[4]E, BB S 5 T ]2 98kD(=
BE), B 33kD, RINWERESHHER. MERHTREER SEER ENEREERZLA L2
HUBRHEEON 62%.
2.5 IHEERREFOHRE

B F pBV220 ## CLIBEEN, & PP BEEHF. iU S pBV-220-ALD W TR EEH R E P,
ERBAATIMYEME, TRCTES A ERAEEL, BNYIREMERESET —SEE, I
EEEFE BREANS, £ IBEFEE, TREAETHER4 b HABH ABH 0.5 EHEHA
S2CHITHES, HESTR, REFRSHER 4 b, TES—FHEFTIEHERM) S, TEEHE30TH
BB A EST 3.0 EAERA QCES, CHREFSHER 6 (@B 4), HFEENE LB
B ET Y S8, RIS ABET 1700 W/ L. !

1 2 3
kD 1.8
T S 1.6
B4
662 "= E
427 ™ ge B 1.2
£ 10
3 .‘ —ALD E 0.8
go.s
g
T.S 0.4
0.2
0
A
14 Induction time/h
B3 BARE SDS RITHBLRER K B4 FHESERFENES (LB M RM ERE)

1.Marker; 2. E. cofi-TGL-pBV220;
3.E. coli-TGI-pBV220-ALD

3 #

P EMRERET LB RESE, Cl% 0 EERE T RE RS RARE, S L R
MM —BENRE TATARENEE. TRT, H 0. 5%BRRSBNISREMECMEK, 1
BE W 200/L, A EE TR FiE, BRM TRMAERY 1700 /L 2 HEE M6 80 520 E, 3 H
ETEENAREAETRBREMERRENRE, METRRERHFAAERENRBWATE
BEEEEARAGT, FIBANALKERE IR LBRALENSE. IHENTERLSHARY
%, EEERAED, T RARAMMD, A TIHESONE N KEERS,

£ % X ®
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Construction and High Expression of N-acetylneuraminate
Lyase Engineering Bacteria”

Dong Weilin  Qian Shijun
( Institute of Microbiology, The Chinese Academy of Sciences, Beijing  10008D)

Abstract The recombinant plasmid pBV220-ALD with the vector pBV220 and the N-acetylneu-
raminate lyase( NeuAc lyase) gene amplified by PCR was constructed and transformed into E. cofi
TGI. The fermentation conditions of engineered strain were studied. In rich medium, the maximum
enzyme activity of the NeuAc lyase was about 1700u/L, and NeuAc lyase was 62 % of the total solu-

ble protein.
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