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Cloning of human HA117 gene and preparation of itsrecombinant

adenovirus vector
GUO Yu-xia,et al
(Department of Hematology,the Children’s Hospital,Chongging Medical University)

[ Abstract] Objective:To construct the recombinant adenovirus expressing human HA117 gene. Methods:The eDNA of HA117
gene was subcloned into the shuttle plasmid pAdTrack-CMV and then the homologous recombinant adenovims genomie plasmid
pAdEasy was cloned in bacteria. We tranfected the DNA of identified recombinant plasmid into 293 cells via liposome,made
the package and amplification of adenovims,and determined them by fluorescence microscope and flow eytometry. Resulls:
Restriction endonuelease and PCR analysis confirmed that the recombinant adenovims vector of HA117 gene was successfully
constructed. The titer of the recombinant adenovims was 8.3 x 10"PFU/ml,and the expression of HA117 gene was observed.
Conclusion:The recombinant adenovims expressing HA117 gene was successfully constructed,which paves the way for the
following studies related to HA117.
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pAdTrack—-CMV 757 35 2 40 B kL pAdeasy-1 HHEEZ hn
B REDFMELIE TONG-Chuan HE #{#ZHE#E, DHS o
P R AR 613 293 MBI A = RA7
1.1.2 EEMEBEAMRKN REEATIRE. T4 EEME
H NEB /A& ,LA Taqg DNA B-&H8§ . ki DNA B [Elig
& RT-PCR XA & %W H Takara 22 5], 8 F{K Lipofec—
tamine ¥ T Invitrogen /A 7] ,DMEM ¥ F & K s 4 mE N
Hyclone 22 &7 & ,PCR 5|4/ Takara &% . DNA MfF &L
K% TaKaRa N FIHE T
1.2 HEk
1.2.1 %% HA117 2 cDNA % DNA BRI HEE LA
& HA117 R Fb PUCST-HA117 R A #4T PCR &
Mo, 514 .5 -GGCGGTACCATGGGCAGCGGGAATCTG
CACTGT-3", Fiif21#):5° -GCCAAGCTTTCACTCCCAACCAG
GCTGCCAGGC-3" ( - F #5319 5" 3w 35| A Hind I #1
Kpn 1 BEYIHL 80 s 338 2544 :94°C 5min, 94°C 30s,65%C
30s,72°C 1min, 3t 35 MERF 72°C Tmin, ¥ HE5EEER PCR
FPEIHEAT AL B A
122 BREBSHRER  pAdTrack-CMV,HA117 fI#EE
Hind WH Kpn 1 WEYIRABFRER pAdTrack-CMV
A HAL17PCR 7 #7 Bl i B, DNA B§YIJE R BGA H &
4> I EHE HA117 BB Fl pAdTrack-CMV R AK-E28 , F 8%
LR RS U1 S R R B MR 1k, WOk B Ak, IR]Rd H iy 2 A
HA117 ) DNA #f74lifb, i T4 BRI B &8 S, B SR
ZAHE DHS o, PhikiE LI FER/NFEE , PCR LI E ST
R 5 RS 1% 5E IE B J5 3% K% TaKaRa 23 RIFEATI 404,
123 HABKE Adeasy-HA117 R REFE Pmel
E§YI Bk DNA pAdTrack-HA117 @ HZ M4k, CaCl, i35 &
RIS (9 FBL pAdTrack—-HA117 AR BRI SR BRL BJ-
Adeasy 1, YR AT & RMEEMN LB FIR,E T 37C,
5%CO, FEA FIFE 7%, 78 LB AR _EBEPLPEE 10 MR/
B MR BT 2nl & FHREEN LB EHRE S,
37CHIRG AR ; WAL/ N E R BB, RIS SRR s
KT /N 3k HH Rk B 5 A HALL7 B B bE BJ-Adeasy—
HA117 FHHE /& ; 5 5 Bl-Adeasy-HA117 ABRZ B M
DHS o , 3354 K ARAG B BB Adeasy-HA117, % —25 8 Pac
I B %5 Adeasy-HA1179,
124 HABRRENGQE PEALGL KBESTFHE
Pac | BY1)5 8 30 mlAdeasy-HA117,30ml g F {4 , 500ml
DMEM 1533 (R4 FBS, & 1% P/S)IBETF 2ml M E S
LS, FIR T HE 10~30min; ¥ 12 ~ 16h A #E & 69 41 M
RO T A% 40% ~ 80% (1) 293 HHREUH , IR 15 R EE,
A 2ml R4 FBS #) DMEM 355t , R ue R 4 s R K15
Fek , BXINA 2.5ml A& FBS ) DMEM 3E3 &, B A 5%
CO,, 37 CHEA HIEE 24 10min; ¥5 08 FIRIR A WINA 293 48
M, BRMEREREE.BA 5% CO,3TCHRATER;
3~6h J5 , A& FBS ) DMEM 53R, LA 6.0 ~ 8.0ml 5¢
4 DMEM 3552 (& 10%FBS, 1%P/S) , LA 5%CO0,,37 CH

FEFFEE ;48 ~ 96h J , WENOL LUK B S Y BB M) 55
BINE 10 ~ 14d J5 , R R ER A 4L BRIZ , 4 S MU 2 SOmI
BLEF,1 000r/min 3. Smin, #% DMEM 353, inA
2ml JHEER) PBS; Tk oK% 10min, 37 CIR/K & 10min,
BYEERESE 3G RESREN LB LR
BUFI 293 ML, M EARRB REY 1, E X T Ry
WI3REM CCl HEEBHERLELE, WHREHE AdS-
HA117 B9 8, (RFE T -80CREAIM,

125 EABRFENHEENE WER12~16 h,7£ 24 7L
WP R 293 HMC10° 4/ FL), 58 2d RIIMARE 10 5tk
RN E &M 400ml, 37 CRSE 60min J5 , T’ 35400ml
3, MA 1ml DMEM 33 k4238 35, 24h [FEDE LB B
BHETUEKATOEARKER, HET I AKX RRK
D, 3% B (PFU/mL)=(GFP [HYEAME x T L 1§
BRS04,

12,6 BHARRENETE WMEERHARBFEEYS DNA,K
FA PCR M iEXt Eift T 6%, L5149 :5 -CAGAGTCAG
GGACTTCAGCCTTAT-3"; F #5114 :5 -CTGTTTCCTTCTCA
CTCCCAACCA-3" ;¥ 14 54:94°C 5min,94°C 30s,68C 30s,

72°C 1min, #£ 35 PMER 72°C Tmin,

2 & B
21 HE¥HERLET

2.1.1 HA117 A ¢cDNA FBERIEKE L PCR Y
HEFS AT ZRIS K E A 1 110bp B cDNA R B, WA 1,

M 1 2

+1 110bp

1 PCRIREHBEA HA117 EE DNA FBX/ANA 1 110bp

2.12 pAdTrack-CMV/HA117 BIBEI%E  H Hind
M1 Kpn T BRG] Bbr fo B RE R F, DRI 31 K /N4y
3% Okb( BURIZE)FI 1 110bp(HA117 2P ) DNA
F B, B MR BT, T 45 SRE 55 ST e A5 B i
SR HALL7 BEFE, WA 2,
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«—119bp

M. DNA Marker 100bp; 1. R¥H4H HA117 2R PCR 45
£ 2. Fid HALL7 EEA) PCR £ (119bp)

5 HAMRSRE PCRER

HARREERAE BT AR Z 8 EYR
BRAZ— SHMRERERELE, EREA L
TR BEEET, BRAER. XABURTER,
e FH AN AR 35 40 i P R R B R, BB Rt
7347, R, 5 ARERFR, i TEARR

BEARZREERLTNRBER E1 X, 8

Hoh & RIBRBE BN R , KA DNA 843 A HEK293
#1,AD-293 i E1 SRR3R 0T DL s A48 B 1
BREARRENE, A B4R EREN FHER
YIS, DNA IF B T8 FREAS, Hip HE
HEMHK. L2 . BRRERE pAdEasy REAE
J—RpEAR, DURRR A RS9 T iz A T e
EERITHBTRD, HHEABRER R, BEARIIR
BE EArtREEmg AT TN, BAER
RS T GFP, nI7ERLE MY 10 [F i H 8 8
QRS BIBOR , KR T BEENAIF gk
EAR, R T EE T ELERRABK, A REAG
B, RILRAT% A pAdEasy RSEE B EMEEH
5Fo

FEPH HA17 J2 2 BRI 4 38 o 410 ) T O e 3
EEEFHES S, ikt ATRA IRZ5HCH
EHE, BdEEEFZRERITAE HALLT 27
HL-60/ATRA 2{KFEFEFRIAMER , AW
HL-60 gl EA A LR, HERFS 5B
WA EST FFIAFFEER R FEME, h—R A1
EST f#51, FIff Internet Blast Xt Z:PH FEHATIE R,

REME HA117 FHRER 3 —3 Xz EHE i
ISR B FHEAT R T, REBARSZK
J3 5 % BE [F) (score>40% ) KI5, RATTH % B H Ay &4
A HAWT, @B FRXEMMRIMTROEEER
EFEFPMEHS, vTRE S MM e AT
X, ABFRREURBHE FRAE, BE4E
IR L B S5 IE B A, N R SIBRFI{CK %
FIrWASHRA R R ZHEMESHhEHARES
R, BT A3 (In situ hybridization, ISH) #
RO B HAE AR A S PAPE R . N FH cDNA R ¥tR
HEY W E AR (Rapid amplification of ¢cDNA ends,
RACE) %54 PCR Jriky ok ATRA it 25 M55t
FH HA117 2K cDNA, R T #H—EHRHIEE,
AL BN MHCER HA117 BIXWRKRE
FHREBE, ZRIGEAR , HY AD-293 il
BARREEE , H X HBEATRT-PCR S8 JREE MG A LI )
BPA: RYSERE T, T A UEBA HA117 2 B ifet 25 3h
RE , 10 Ay A0 IR Lo 25 it 24 B e B

REBHETEHALSKKN HA117 R IR
R, 2T S e ZEEWF PCR ¥ ILLE
HRREWERY), I T -SRI L5
FTT REFRYHEAL,
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