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Abstract : Objective  To construct and identify the procaryotic expression vector of gB. Trying to induce the pET28a/gB and i-
dentify the expressed protein. Methods According to the nucleotide sequence of HCMV in Genbank,a pair of primers with BamH
T and EcoR | sites at 5'-terminal 3'-terminal were designed and synthesized respectively and a HCMV gB DNA fragment was am-
plified by PCR. The amplified gB gene fragment was subcloned into pET28a vector by a series of molecular biological methods in-
cluding restriction digest and ligation,and transfection. The recombinant plasmid was induced under optimum conditions, then the
expressed production was identified by SDS-PAGE. The recombinant strain was lyzed by ultrasonic and harvested by centrifugation.

The sensitivity (95 %) and specificity(96. 7% ) of pET28a/gB protein were identified by indirect ELISA. Results

tein was found in the supernatant.and its original biological activity is retained when compared with native protein. Conclusion The

The interest pro-

pET28a/gB protein was successfully expressed and it is a solid foundation for developing new type-specific serological detection of

HCMV.

Key words: cytomegalovirus;  victor;

ANE 4y & (HCMV) & T2 mdE g A, AB P
SRR K 8000 ~ 9026, S Y B B 1 S — A TR OIR S B
P08 1 R TR (1 e T R e T 0 I RE RS A B D
BT R 5 ™ 35 0 o H P Rk IR Y i AT 5 R U VFE R
WiE K BIREEY . W KM, gB EE R HCMV & i & %
PR R 2 — . TE 9 15 5 0 O A0 R 1 6 B L il A DA T o
N\ e R A T R D 1 B R et LR DY, s SO A I o
HCMV gB %2 %% 1 fe 175 5 /N BRU™ A= 55 5 1Y) 1R W o 8 I 25
RWFFR 5 F AW %07 1 % HCMV ¢B % fith 5 B 4l A5
¥ F ik Bk pET28a H, #y #8 T H 4l Kk Bk pET28a/gB, %t
W R ITiR S F36 . A ELISA a3 g%t 44k 19 Ni/gB il
G 2R I MR FORY S R S AR TR AT S R . R DL
22 AR L G i 40 B A O A T 4 R 9 BT A HCMV R 57
P g 2 A R B 29 T
1 #RE5H%

L1 sk NE4M ADI6Y FRuEtk W B 20U 3 0F 58 BT 5 &
pET28a # & Jii ki i) 3 B T #2 B DHO5o., K B 1 B 3 ik 1 4

recombinant proteins

BL21(DE3) , B IR YN i1 %8 50 24 9y A B 78 B 4R 77 5 120 Bl IR
LS AEAS CBRME 60 4] B 60 1) o fl v A I 3K 2% % 5K BA
TR A H1 B B B A 3 BRI s HCMV TgM 47t 4 46 ) 3 77
& (BRI S e v6) 1 A 22 [ Trinity 23 A s ST-360 B AL, 1 A
TR R AR A

1.2 KFiE

1.2.1 51PpyEit el R HCMV AD169 # 5 [N F 7
P BET 1 R R RR T . LS P1.5'-CGG GAT
CCT TAG CCG TGA CCA TCT ACT ACC TG-3'; FilEs| ¥
P2.5'-CGG AAT TCT TAG TTT CCG AAG CCG TAG CA-
3" CFE b W s BBV A7 5 BamH 1 578 5 34 fn i 91 457 &5, EcoR
IOt RilgA TAY TREARIRS ARG .

1.2.2 PCRYH AT AR H PCR K : 5 X Prime-
STAR™ 22w (& Mg*™ )10 pL.dNTP JE 4 % (2. 5 mmol/L)
4 pL. FREI (10 pmol/1)1 pwL, RS9 (10 pmol/1)1 pL,
HCMV %5 % DNA iz 0. 5 pL, PrimeSTARTM HS DNA %
G 2.5 U/pl)0.5 pl, K FRIBK 33 pl, BARBL50 pl, $

VEF TR LZME I o B AT B 5 A=W R S 58 A5 0 0 W PR AS: 967 T 9 40F 5



E i E# 404 2014 42 2 F % 35 %% 4 ¥ Int ] Lab Med,February 2014, Vol. 35,No. 4 « 391 -

A0F BN S 34T PCR 971 .98 ‘C 72544 5 min; 98 'C 10 s,66
‘C 155,72 C 60 s,30 INMEFH ;72 CHEff 10 min,

1.2.3 TR MMEEEEE KH“UNIQ10 # PCR
P AAC R 57 ALY PCR 7 4RO UNIQ-10 AE U
W/ HE R ) & 73R B pET28a 344 ik DNA, 43 Bl 4
EcoR T fil BamH T XY, 3 F“UNIQ-10 #3C DNA Jiz [
TR &7 Sl Ak [l W SURE B 7 91, 8K 05 ¥ TaKaRa DNA Ligation
Kit Ver 2. 07X Wi 35 3617 % 4% . ¥ ¢ T 41 i ki pET28a/¢B., %
LKA FF 1 BL21 SR A2 41, 43t PCR %56 , [A] i 347 )
J7 i N ) 3 BT A TR A

1.2.4 SHHFKMIFERRIE KA pET28a/¢B & H i
LI K AT B BL21(DE3) , LA 57 19 e £ 5 5 55 1 (Agoo =
0.6~0.7.IPTG & ¥ & 4y 0. 8 mmol/L.37 CiEFRi3E 4 bt
1T H W E 75 S 2208 K7 55 0 T 00 LA VK 8 7 ik ikt ot
A7 40 B R, R S 0 LT UL YE 43 B 4T SDS-PAGE H
UK U E H R BRI

1.2.5 FHEOMEERSEE JH Ni/gBRidEOEasn
Jt s LA € 08 d A 52 0 A X B A Bk B O 40 ng/fL L HRP
FRiC BT 1gM BB de i 5 1+ 2 000D, Fl ELISA Ja] 4 i %
120 1 %o BRI 55 34 A7 A0 o 43 BT 25 4 2R P AR I k.

2 & ES

2.1 HWEEMP R L HCMV 3 H 4] DNA BB, P1/

P2 Jy 5 #y#E45 PCR §"1, PCR =% F 0. 7% 35 AR B 5 B o
UKL S5 R BRTE 420 bp AbA — SRS &, 5 BUR R B
K/NLT bp) BEAMSF . W 1.

M o1 2

500 tp

M:500 bp DNA by 51 ~2.PCR § 7=y,
1 BWERFB® PCR i E =Bk E

2.2 TR A E ST DABERR R IR AL b A A T O
B, RS ETI 4 PCR 978545 3 420 bp 245 1) DNA 4547,
SR BN, W 25 Horh 9 A TE TR LI b R L O
FEH A H 3L G BE M e B E AT )Y . % & pET28a/
g B 5 2 L B B 2% A T AR TR B R AR 55 4 BR 2 A
4T DNA U7 , 25 31 7R AL R Y DNA 731 5 HCMV 3
BRI 3 1) 4 K I 368 43 58 4 AH 4% (M28350. 1), L[] 132 HE 22 1F 7 T
FRF P 125 SR T DL D o 2 2 2 24 s ) X iy = D98 SCBREAE ™)
2.3 EAAFKMIFEFESL & 12%6SDS-PAGE LK KM, &
pET28a/gB T 41 it ki i) BL21(DE3) £ 15 5 J5 3 1% # % 4> F I
w2y 22 X10° /9 Ni/gB @il & 8. 5 BUH 45 R A0 FF 5 Ni/gB

Fill 5 35 LA AT 4 3 8 oUF 78 Tl A5 B0 e i g . I
A 3.

M12345672829

2 000 bp

500 bp

M:2 000 bp DNA Fr#EHF ;1 ~9:PCR §" =4,
PCR ¥ /=B ik EEE

97.4X10°

20X 10°

ML R 1 BT 43 7 50 8k A o 4 5 1. P 200 5 S 7 1 9 B 0 U
SRR G VAT (57 ek /U R o T
3 EHRKMFRIZE SDS-PAGE Hik 7 #7

2.4 EHEAMEEESE  XTEH 60 ) FH ki .60 5 EH
PE L SEAT R L 57 ] BH M AF A 58 B B4 A LTI 2.3
CHEHLIEL DL R B K 06 B2 2% 2 76 ) PO ol 32 00 98 SCHE )
pET28a/gB Rl & 11 1 by 4 M Bt S i 22 By 95. 024 (57/
60) ;45 5 Ky 96. 7% (58/60)
R it

2% % ,pET28a/gB Rl & 2 1 LA 95. 026 1Y 4% = 2 U A
96. 7 %6 1) i 4 S B 55 A B BRI 3 2 AR ORE . WD AR E B, B AR
JRA% R IR R G AE 1 3R 5 5 W B = 0 2 AL W IR Ak S5 08 4 i
L RIXEA S RAE DRI R ZE AR, A W 5 05 T
DL W AR AET R AR B 5 TP R 35 1 pET28a/gB il & B4
R M AR B T gB K AR 85 11 AH B 1) A6 W 7 1

HCMV 76 Hgnf% 19 65 Fol 2 B b . oB 8 30 Bt b v o
FIRHIERE, P IL R T 3 M PUIRES A s AD-1
(560~640) \AD-2(64~72) Fl AD-3(50 ~54)5), ] 75 § HL A&
A ORI RV 2 R LA g v R A SR

ASCIRYE HCMV AD169 #k 4 3 B 9% 1519, 973 &
ST XL ARG T R S B AR R RE TR A UK R
HHT HCMV e 2 86 W Y R 08 Fi Ry 5 8 R B 252 AR
. R X6 HCMV 36 TREZE Nt g mEEE S E L.
%5 ok AR WE I AR Ak 22 m kB m Vg A A X B A O
AT T Z MG PR A, DU s & T & DA EE CR #% 56 393 T



FRA b [E 2 22 2014 42 2 H % 35 %% 4 # Int ] Lab Med,February 2014, Vol. 35,No. 4

+ 393 -

DL ERRE 5 BRI 2 PRI . i 2 2 A S A
TR T3 BOE BT BT IR LR IE HRE VAR D [T X TR T A
P 4375 S T 0 T CRIE i 6 b ARG 98 FE S B P o BT
1.4 Zeib2eab 3 SR SPSSI10. 0 34 #E 47 e it 2 43 b7 it
R, Tk RoR VA M AR T « f 3. P<<0.05 hZERA
Gt L
2 & ES

HE IR TSR (27,011, 2) % 55K TRE 4R M T %
H(16.8£9.8) % K5 FHITE AL UH =% 4 (23. 09, 9 Y6, 434l
E5AH B AP g % B OE R AL AT LR 2 R A S E X
(P<C0. 0D IEH 4B 4 54 & e 4 0 I8 =5 43 5] 2 (16. 0 &
7.5)%.(8.4£9. D%, R ALGIT¥E X (P<0.01), W

F1~4,

x1 TRABFEEAEBABATEEE (L)
e n KFHEEC(X105/mL) BT HROD
KG9 4L 40 13.4+1.8 27.0+11.2"
T %5 B IE H 4L 12 99.7+77.7 12.747.9

* 2 P<<0.01, 5K 7% 8 ER 4.

*®2 RE PRAABFATEER(TES)

it n PR% FT- R
PR FREH 36 38.2411.8 16.84+9. 8"
PRY I % 41 16 67.5+9.0 8.948.8

* . P<C0.01,5 PR%IE# 4H L #K.

x®3 TEBEFESEBATRER(TLS)

o n RFEFESECH  FETROD
A T T 41 8 3.540.8 23.0+9.9"
PR IE W4l 44 12.745.6 11.8+7.3

L P<0.01, 5HfFIESIE R A LE.

X TEEEHEBABMBATRIEE (TLS)

! n IR TR
ENCEE 36 30. 144,34 16.0E7.5"
EH AR 16 29.0+£5.0 8.4+9.4

L P<0.0L, 5IEHAFTHLE:S :P>0.05, 5IEHATHLK.

FEVRSN AT AR RS 70 T 2 AR . P TR
(7] A4 B s PR B0 2 BEAS [ 40 R 2R 7 08 T4 D — i 5
PR B ARSI 15 bR o L M 1 T B2 A X G B 8 AR L BN AT
T K HA 525 55 P P o T RE S BIA R BB R A 22

BB R T A AR A v A 2 A AR AR T 7 L R AT T
TR, R T 8 TS TE R TE A
T A A A BB TR . RS T B 2 I R —
Wit AR 7 R T A R TSR R RORE T T T RE S M R
L5 J o AW I AR B ) 0 Al 2 o 3 o B b AR R R
LRGN 5 5 AT BRI .
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