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KGF % H# AR & Bk pShuttle -CMV , 8 4 Fi b pShuttle ~-CMV ~KGF (pKGF) , 8 #: 4k pKGF & . %
A # AdEasy - 1 BB 5 H BJ5183 4HE P . 1% 1E #% B[R] I = 45 JH 8. pAdEasy ~ 1 ~ pShuttle - CMV ~
KGF (pAd - KGF), %% HEK293 4 /0 . 7™ 4 % 8 OB AdEasy - 1 - pShuttle ~-CMV ~KGF(Ad - KGF) , #—
FARYHHE. QAEBER AL MEREFHE., HEKEAI-GFP I B, BHETMERERE,
R O2BRHEADBBYMERMTFLE IEL pKGF WERRY:OBRHUS N BEBYREERERE
HTREFE EMETNE HEK293 AHRES , EXLR BRI WA OB EHE 3. 0X10° pfu/ml, %
AL ERSNERER AL RUWETZARAHF Ad-KGF, 3 T M KGF EMBER D HERUR
H—B BT R T EEE THER.
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[Abstract] Objective To construct a recombinant adenovirus vector expressing keratinocyte growth
factor (KGF) gene in mouse. Methods
(PCR). It was reverse transcripted from RNA that had been harvested from C57BL/6 mouse, and then
inserted into the plasmid pShuttle -CMV to construct the shuttle plasmid pShuttle ~-CMV - KGF (pKGF).
After linearized by restriction enzyme, the plasmid was transformed into E. Coli BJ5183 containing adenovirus
backbone. The homologous recombinant pAdeasy — 1 - pShuttle - CMV - KGF (pAd - KGF) was identified,
linearized, and then transfected into HEK293 cells using the lipofectamineTM 2000 to package the
adenovirus, Adeasy — 1 - pShuttle - CMV - KGF (Ad - KGF), followed by further amplification, caesium
chloride density gradient centrifugation purification and measurement of virus titer. Ad ~ GFP was used as
(D The shuttle plasmid pKGF was proved to be
successfully constructed by gene sequencing and restriction enzyme, as well as the recombinant adenovirus
plasmid. @ The cytopathic effects of HEK293 cells observed under the microscope suggested that the
duplication of the virus was successful. @ The plague titration of HEK293 cells showed virus titers were

KGF gene amplified from mouse cDNA by polymerase chain reaction

control, and its transfection efficacy was observed. Results

3.0X 10" pfu/ml, the concentration of which was adequate for future test in vivo or in vitro. Conclusion
The harvest of recombinant adenovirus vector of Ad ~KGF, is the first step for the future test to investigate
the effects of KGF in pulmonary diseases, and the possible gene therapy to treat pulmonary fibrosis.
adenovirus; lung
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% 40 fg HEK 293 40 Mk (A RR'E 293 40 i) B4k
%i pShuttle -CMV . pShuttle -IRES -hrGFP -1 H
R K% R AT R4t ; DH5« 8032 75 40 B B ik
XLIO BZAHAEE K. & AdEasy - 1 RFEEE
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(RT -PCRIXF &M A H4A TOYOBO 2 &) ; PCR
5 BRI & | Ligation mix DNA #E# 8K £.10X
DNA I #E 28 s .DNA Marker ¥5 & 4. &% 88 W
B Xho I \Hind I B KEFAEY LA BRAY
B Pme 1 .Pac I i § 2% E New England 2 &) ; & ff
X PCR 7= 9y | WO 57 & R B AL =X 38 18 B IR
DNA [ F & . B DNA /MNE IR/ E AR IR
FEHWE LB EER A A ; iR DNA K&l
#AEMEAF AW E EE Invitrogen 24 d) ; 75 #
DNA #3293 40 I8 & 4& Lipofectamine2000 g H
2% [® Invitrogen 24 8] ; i 4 IfiL 3§ (FBS) \Dulbecco B
B Eagle $53% % (DMEM) ¥ W B 5 [ PAA A H].,
1.1.3 Bt B GeneBank A /N KGF
HHF %] (585 bp) , i Prime Premier5. 0 4531 8 {4
i — %514, k¥ 5 - GCGGTACCATGGGA
TTACCGTCCAC -3, F #: 5'- CGCAAGCTTT
CATGTTTTAACACTGC - 3, A S HE BN ]
B Xho I \Hind L B I K. 51t LEHHEY
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7.4 kb (R B 1 B, B I I =4 . K B T )
¥4k DHS5e JRZ A 4H 1 ¢ 4 000 RAPER MR
Luria - Bertani 3 3£ & (LB) F R L%, 37 Cid
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B AR kSRR R AR/ RENR
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WHEE-20 CREFAM . EHhSBP, EHRERE
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BT MEHRR,

2 & R

2.1 Y KGFEFERFBEEAHEAE D JEE
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B4 pKGF MF4£RHE
Figure 4 Gram of pKGF sequencing

BAKTN, #—25 4T DNA W)F . {LFE 46~48 bp
b AGG RN AGA . B B AR BIFE R HH,
REEYHEER (Arg), WA F B FTA pKGF 4
B, R RASIRITIER.
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#HATTHREH  BIKFORL pShuttle -CMV R -F AR
BRI, BRI pAdEasy - 1 HEFE AL,
F Pac 1 YIRIEEH MR TRA, R0 HCH 0.8%
B B i A e 2 | 3K L BT I8 >10 kb F1 4.5 kb B4
M, B GIESE pKGF B THRBEE.
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B, SR RPE-E-REL” G, 5040 T E R
3.0X10" pfu/ml,

RIS

KGF 2 df Rubin % £ It i 4F 4 8 40 0 &
M426 HRBM, HEQAY R FRENR 26~
28 ku HyB{K,cDNA TR Kl F R ¥ KGF B Tl
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VLB ZE FREGEIE HF AT I S 3858 . 404k, 12 B B
W TEIE Y R (SP) 6 A 4335 5 0 55 T 8 Y
RIEBRCY AR CER R, I E
T REHEMITRAERPTR HE, XBEHR A
MT KGF 1E—Fn 4 f (8 7 e 24> 40 i B 7 ™) 4%
FRIFTREEM . BIEMIRERRE T KGF X &
fib 2 5E B F AR im0, 3P & A X AL B0 TR AR
i, RN EREENLEATHAR, T ARER
4y i KGF T 6E , 76 2 7 il B A 22 K 3 PF I &
ETEEEMYY . B 8T HAE S5 N 1
¥R KGF R HAAKEFARRATH—T
] o B it , — P RE 7E 43 F B4 UK 7 AT T B2 HY
THENLRFHR, MEHARRSREREXE—
AT . EHMITA,

FASMEEE R A E AR SRR
WEELVRMOORE LA ERES. BRFEEER
HEGMBERS ERSHWHIEEIHREAT#,
BB EHREIEE, AGRHER @5
A K10 ~10 pfu/mD) . B FHA KR E. T2 K
PP R HITE TR BT A LR
M iE He %97 # 7 ) AdEasy IR 8 R 48, &1
I FRFRE LT A REETE TR RBITE
BJ5183 AT EE A [F] W5 8 4, B 15 38 41 IR W 3 BORL
Al LU o AR 2 2 O 2k I A o BRORE 2R /) A R
HAVIBE e . BJ5 . Pac | B§Y) G R E HIRR
B HORF Y HEK293 iR = A B4 IR E . X
FAEAREEHES BTN R FEEHRL T
BFBREHARER TR, kA E. . L
BASE MR REFERESGARNEEND B
TR QR A AW

L AR KGF cDNA K/ 585 bp,
5 GeneBank — 3, iff — 25 %t Bk B9 I i 2 B H 5
B EA W, A IEH B Pac | Y. FHEBE
B4 3% 7% 22 0 30 FH 4 R, 3 0 R R T 4 LTl 5 R 2
20 g B 4R AIE PR RS BT S B R UTRREE BT, [
I U453 BE A B — 2B R RSP ST R s
B, 7E“ 2 W 7K F | KGF 41 B3 0 35 84k 1 B
Ty, W7 A2 T RE P A A U 75 B — 25 RO A 4h 40 M S
%, B b & HRKF ERER.
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E1 PCRE/MRAESACDNARKE H2 pKGFRERIFRKE 5 Pac IEg4EEpAd-KGFRKE He EERFENSE
Figure 1 Electropherogram of Figure 2 Electropherogram of Figure 5 Electropherogram of (P, x200)
lung cDNA of mouse after PCR pKGF cut by enzymes Xho 1 /Hind I PAd-KGF by Pac 1 Figure 6 Product of recombinant

adenovius ( LeiCa, x 200 )
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Figure 3 Constractgram of pKGF gene bank and KGF gene bank of mouse
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Figure 7 Pathohistological change of HEK293 cell infected by recombinant adenovirus under microscope(TEM, x 100)
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Figure 1 Ultrastructure change of mitochondrion in CLP group(uranium tetraacetate, x 1 000)
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