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W E:BH  H&A SI00AIChSI00A9) F IR & B AR A — F A LA SI00A B @ oy 5 T 2D FAEMEL R, ik
M pHAHA-hSI00A9 & PCR 4 3 hS100A9 K %, & & & £ F KR K 4 pAdTrack-TOX, KA £ 4 5 B A 4 pAdTrack-TOX-
hS100A9, Biin R4 84k R B (PCR) Z i B % % E# 5 % Pme | B34 # A AdEasier B & &m e, K3 T AR B ERE
pAdhS100A9, 3% Ji %22 Pac | B0/ & g 4k 45 3 £ HEK293 e F &3 97 3 & M s & 5F 478 B 2 . R G i it PCR A%
& ¥ i 3k (Western blo) 5 2 408 % 4. G558 E#H P 3k hSI00A9 X B ; F40 F 4 i % pAdTrack- TOX-hS100A9 ¥ % ¥ 40
M9 & 4 pAdhS100A9 M52 & 2 . 5 £ HEK293 tm b P s oy & K A ¥ 35 % E 4 1 010 1U/mL; & 40 8% 7% & AdhS100A9 &
HEK293 @b R4 F Ak ih . BB A pAdEasy & %M 2 4 & hSI00A9 T B FRAK.ART A EDFHERALLT
S N
KB 45K G B mEA B hE 52
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Construction and identification of recombinant adenovirus vector expressing human S100A9 "
Xu Lanlan ,You Li ,Guo Yuanyuan , Zou Zhengyu , Li Yuye , Sun Shuangshuang ,Luo Jinyong , Zhou Lan®
(Key Laboratory for Clinical Laboratory Diagnostics s of Ministry of Education ,Department of
Medical Laboratory Science, Chongqing Medical University ,Chongqging 400016 ,China)
Abstract : Objective To construct the recombinant adenovirus vector expressing human S100A9 for further studying its molec-
ular biology effects. Methods Human S100A9 gene was amplified using PCR method and inserted into pAdTrack-TOX vector. The
recombinant plasmid pAdTrack-TOX-hS100A9 was confirmed by restriction endonuclease digestion, PCR and gene sequencing,
Then the resultant vector was electro-transduted into competent AdEasier cells after linearized by Pme | to acquire recombinant ad-
enovirus plasmid pAdhS100A9. Subsequently, the recombinant vector was transfected into HEK293 cells by liposome transfection to
acquire recombinant adenovirus(AdhS100A9). Then AdhS100A9 was amplified and evaluated the titer and identified by PCR and
Western blot. Results Human SI00A9 gene was amplified accurately. The shuttle plasmid pAdTrack-TOX-hS100A9 and adenovi-
rus plasmid pAdhS100A9 were constructed successfully. AdhS100A9 was successfully packaged in HEK293 cells and the virus titer

was 1 010 IU/mL after amplification. The recombinant adenovirus could transcribe human S1I00A9 gene and express protein. Con-

clusion

investigate the biological role of human S100A9.

A recombinant adenovirus AdhS100A9 was successfully constructed with pAdEasy system. The adenovirus will be used to
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S100A9 JE45 & H S100 F R Z —, 5 SI00A8 —#¢
) 02 ey g v PR 20 43 05 N 2 3 1 — P LA S R Y R
BT, /E 40 Y 222 L S100A8/S100A9 5 — 3 ik i 28 &
FEMRER™ . 4N i ST00AS FiI ST00AY 3 fig 4 57 & 3% 11 -
B S100A8 1 [A] 5 — AR AN BETE B fe a2 1 43 F 45 4 Jor A — R
INK S100A9 L S100A8 g fE FH K™ . 1B 5 3 J5 4 4 Bk
ST00A9 LA 410 44 40 M A 4 L §T B B A2 4 M 40 J AE 4 1k 1) 1
FHET B B AT A O 6 RE AN E B G M HE R R R0 bR AR
W™, R MO B A TR A 5T R B 2 11 5 5 2R )
ST00A9 7 Z Fh [ Jed TUPF 855 v (o 2% 3 A0 il s 5 8 L 45 B0 0
JBE g R B R R R A R T A S I A T AR
0 R T A I B DR I RO HE A BT ST00A9 78 s I
HoAdB 9% K A R SR v iy LA R AL R A A A
1 #RE5FE
1.1 ##¥ pHAHA-hSI00A9. pAdTrack-TOX, pAdEasy-1
JHE F S R 2 EF R A R 2 PO 4 T BRI 5T R R A

x BB :EFAREEESRIWHE(30772548), -~

#% I W (polymerase chain reaction, PCR) 5| # i Takara /A & &
A E B PCR, ¥ 3 PCR.DNA # #3X K & W A Takara 24
75 BRI W) BamH 1 #1 Hind [l W B Takara /A 7 » Pme
I F Pac 1 Wy B New England Biolab 2 &) ; & [0l it &z DNA 4
5 &8 A Omega 23 6 5 5 BUIR L J X5 & A Tnvitrogen
24 #) s DH5a K BJ5183 FFh  HEK293 41 g iy 5 JK = AL K 2% 43
TSR E 2 4t DMEM/HIGH GLUCOSE #5 3% J i Jif 4+
38 B Hyclone 24 7 S100A9 — KLl i Santa Crus /4 7
(sc-58706) ,
1.2 Jr
1.2.1 TEHZFERFER pAdTrack-TOX-S100A9 [ 44 # & % &
(1) PCR ¥4 hS100A9 A Bt. I pHAHA-hSI00A9 Jy #
MR, ¥t & BamH 1 /Hind I E§ Y475 59 hS100A9 B iy 5
W (FE X /BamH 1 :5'-CGC GGA TCC GCA TGA CTT GCA
AAA TGT CGC AG-3', & X/Hind I[:5-'CCC AAG CTT
TTA GGG GGT GCC CTC CCC GAG-3"), Jil £ {# ¥ 5 PCR
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P14 hS100A9 Jy Br. 15 g/ L BUlEME & L Uk » DNA [a] iz 3 5]
& [ hS100A9 A Bt . (2) pAdTrack-TOX-hS100A9 i #4 %t ,
BamH 1 FI Hind I XCHEE Y1 B [ 4 B hS100A9 K Bt K&
pAdTrack-TOX, fiff U] 7 ¥ 4 4 Ak i 7 & 261k J5 1 DNA % #
R A e, R Y BN 4 5 R AL pAdTrack-TOX-
hS100A9, (3)pAdTrack-TOX-hS100A9 il % 5. LI 3% #2
W& 2BV G L A DH5e 1, 3 F T & 100 pg/mL &%
H RN LB V.37 “CHr 55 1 U5 PRICECA B4 1 9% 43 ] 4
T 2 mL % 100 pg/mL &N HFEHER N LB FH4.37 °C 180
r/min $Z R FE 6 h JFH 1.5 pL 647 I PCR. B 14 W 4k 2
Y RE: SRR BUTCR L B 5 pL #47F .5 pL H BamH T A1
Hind [l B Y) % 5E .
1.2.2 EHMNTEFUR pAdhSI00A9 1yl % T H F R T
K pAdTrack-TOX-hS100A9 % Pme | [ ¥ £& P Ak, 2 B ¥
Jo LR A2 10 % H kil £ (9 AdEasier 852 25 41 e CKr B 32 IR
¥ pAdEasy-1 HL 5 A BJ5183 Ji& 32 4% 41 iy Bf 2~ AdEasier 4
M . AR R A 50 pg/mL RABE KM LB F 4,37 C
WEAREE AR IR B PR 5 ~10 Mg /N s BER ¥, T 5 mL % 50
pg/mL RABEEFR MY LB ;55 5 p, 37 °C 180 r/min #% K H; 5=
16 h J5 SR, Pac T W U0 %5 5 4145 5, 1F 0 1) 31 41 5k
1B — A2 30 kb K Fr BeAl—A4~ 3.0 kb B 4. 5 kb [/
B e OkL v 44 4 pAdhS100A9, A 1 pL pAdhS100A9 #%4k
DH50 1, #:AH F 10 mL % 50 pg/mL RIRE R Y LB £ 7 5k
H1,37 °C 180 r/min $£ K E5 5% 16 h JG 2 WUHR Lh 45 J5 .
1.2.3 T4 M55 (AdhS100A9) £ HEK293 4 i v 43,3 . 4™
W EME  Pac | M) 3 pg pAdhS100A9., Z BEITIE 5 M
Lipofectamine 2000 ¥4t A HEK293 41 Jif1,37 ‘C .5% CO, 11
R AN M5 FRAG BT % B R M AR 98 e Rk i, 2 800 L) - 40
it A ] 2L 250 240 0 O 9 1V S AR T SRR TR T IS R AR
FEERY W5

XECE KR HEK293 g LA 1< 10" /FL4Z R F 96 FL 4
MUEFFRHL B 10 L 5 8O & 10% iR 4 1L (fetal bovine
serum, FBS) i) DMEM ¥R 3% 10 A5 45 Lo &, 43 50 i+ F 96
FUAR R AR EE IR 3 A FATEL . F 37 1CL5% CO, 41 i 5
FRARRE SR 24 W, OO0 B WA, 58t 3L 96 1Y J R e AR TR
T TR 5 0 Ay 5 B 11400 B 32 B BR 07 Ry TU/ mLL, 48 1 2 TH
BRI W T T A IR R ) 1 7 UKL
1.2.4 BB (ADhSI00AD % E (1) AdhSI00A9 #
9 hSI00A9 FE N F R % . 4 Ml RBCR & LI
HEK293 #14: AdhS100A9 & iy HEK293 41 i i) RNA, £
Wik 5 PCR 38158 ¢DNA, DL pAdTrack-TOX-hS100A9 J # #it
Bt 819 (BamH 1 IE X :5'-CGC GGA TCC GCA TGA CTT
GCA AAA TGT CGC AG-3', & X:5'-CTA GCA GAT CCT
GGT TCT TTC CG-3"), K JE# 700 bp, (2) AdhS100A9 #5747
B hS100A9 FEF FRIK AU E . 43 B BOR £ b #E Y HEK293
% AdhS100A9 J& Y iy HEK293 40 iy 5 7K H . B 20 pL A
M4 Western blot X% .
2 &% ES
2.1 FHFEBRFTR pAdTrack-TOX-hSI00A9 [ il ¥) % &
AR E PCR )\ pHAHA-hS100A9 5 il Zh 7 1% 1 hS100A9
HB UL 1Ca), B A BEH 360 bp, JH BamH | F1l Hind Il
WEEY] pAdTrack-TOX-hS100A9, iF iy T 41 1) i ki 7T 15 2] 2y
9,360 bp W A~ A B, WKW 1 (b), ¥ pAdTrack-TOX-
hST00A9 BEATI T » 5 S 7R 12 SR A #E AL (S5 2R R B7R) .

FREF211 8 AFH 4055 224

2.2 HAIMR B R RL pAdSI00A9 [ EE D) 45 F  Pac T B Y
pAdhSI00A9 %55 F 41 45 5% WKl 2, i % 5 kL B V) )5 153 8] — 4~
2 30 kb {9 R B BRI — 24 4.5 kb #8970 A BE L AE B T 4 G
5 AL AL T

23 HARWEWEEMY W KEULLEWN
pAdhS100A9 #3t HEK293 40 )5 . 43 5 T 12.24 .48 h Wi %¢
RO TR L . BE A IR) G0 . e B K Y R R B JE 3 4
WK 3, IEWREE L HEK293 40 i b 6l 30 60,25 L I 8] 32 7
PO e BT N W SR 96 £L AR Hh T iR R I E B 40, e
95 B AE SRR BE 10 A5 M FLAR I8 RE B L AR (06 . T AR B 11 4%
B FLH TE 265t - f AdhS100A9 1228 1 010 TU/mL,

600 bp

400 bp
300 tp

a: PCR #"4# hS100A9 H Brs 1. 45 #fE i (DL600);2: hS100A9, b
pAdTrack-TOX-hS100A9 [ V) ¥k B 1: 5 # F (DL10000); 2.
pAdTrack-TOX-hS100A9-BamH [ -Hind Il .

B1 pAdTrack-TOX-hS100A9 HWEETI K &

19 000 bp
7 000 bp

4000 bp

1. bR S (DL10000) 52 pAdhS100A9-Pac |
& 2 pAdhS100A9 EE ] B ik B

12h 24h 48h

1 A5 fE S (DL10000) 52 : pAdhS100A9-Pac | .
A 3 HEK293 ¢ AdhS100A9 B £ %

2 3
hS100A9

S s-actin
b

as R SRR s b JE P R AR A I . 1. FR M & (DL2000) 5 2
[H 4 % 7 53 AdhS100A9,
B 4 AdhS100A9 B HEK293 4Rk fF hS100A9

ERmN
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2.4 AdhSI100A9 #4519 hSI00A9 B By W (1) 4 Bl 48
Wk 25 4b 3 HEK293 40 i J2 AdhS100A9 J& Y j§ HEK293
Y ) mRNAL 3 5% 5t cDNAL 1.5 g 51 14 3 cD-
NA, ¥ # 7= #) & pAdTrack-TOX-hS100A9 H ) — 4~ B B, W
4a, HEK293 41l fy o X WA B M/ 1 7= 9. (H &
AdSI100A9 J& Y 5 HEK293 AU AT LAY 3% 1 25 700 bp B EH Y
B 3R 22 AdhS100A9 &Y J5 ) HEK293 41 i 7] L) 46 V5 1t
51 A hS100A9 JER . (2) 43 I $ BOR & 4 L) HEK293 I
£ AdhS100A9 J&Z i HEK293 40 il 19 886 1, B 10 pl B 5,
% Western blot %5, WLIE 4b, & JI#9% # AdhS100A9 J& YL 5
HEK293 4ii fs 5 i) hS100A9 2 1 7K F B 8 3% i, 2 (3 A0 X 4
TRy 14X 10°, B8 1% T 41 9% B BB % )i 2 %2 35 hS100A9,
3 a9t ®

AT 46 2 X i g ¥ R A A BIF 9 K B MR A R A RS Y
e RAR KRR B B AR T I S PR B i 78 Ak . b e B8 B g 8
P AL PR PN TR D O A R LA B s A R AT AT A
TR A M R L DA K LA M A 3 O SAE AR R R] SRk — b
A SR AT A bR B R B R T A K R R R R A
ML o 0 455 S 905 400 ) 40 b R A S P W 4 Y 1] 7S BT A
4%, REWFST & B SI00A9 J2 7= A B 1 i U5 0% 300 i 40 g &
Py AT S I s 2 M ) R R R A 43 ) STO0 A9
Wl I — R 5 i 42 16 1L #% ) F-kB (nuclear factor-kappaB.
NF-kB) , ffi 33 £ 4 fifg 7 75 Jif 980 AR 26 04 22 BT, ] i NF-«B
BB — R B % 5 T 1 % S AT A 3 i o8 19 kA2 R
RO A A S & BLAM IR B 9 ST00A9 41 i ik R 40 A
Can BUFL B 40 L MIMIA6 3k B2 977 400 g EL-4 | B8 40 e MH-
134 BLET 4 P9 9% 40 B 1-929 . A 7L AR 98 41 i MCF-7, A [ 1L 5
A MOLT-4 %) (A &0, 0l BLxf S100A9 f) fF 78 A 48 1 R
[F] i 958 0 AN TR] A5 85 v ) R SR B T 4 T T LB

AR T R B R RO T A, O S5 L Dy Sk
B A iayT MR AE YRR A I LR, 5 HAMRK RS
W e BA TR 18 B A A i R, 7E 3 7 sk
S T A e R e R R R IR L B R AT R L NS
Y frh, CHABR AL BRI RIE 2 A IEE L 5 A
HE W%, 1998 4F . He %7 ] 57 pAdEasy Z 45 . S BL41 T N
TR KRR E A, 5 0L S 1 R At T 4 R T AR R L L R R AT
A% 40 L PN ) 90 i 2 R W B T L L s IR T R ROR IR R
SR EES R RREIL. o B WA TOLEREESHRY
LN S R AR A M e A B . ARSI R A pAdEasy R4
BN Y AdhS100A9, %4 PCR il Western blot % 5 # @ 1F
W, BE7E HEK293 20 fifs b it D A0 28 e 438 L IF BB L 2 e 5t M
ik hS100A9 2 1 . Ky Bk — B WF5E S100A9 #LE Wy 2 4F F e A
FABLHI 252 T BT Sl

2% 3k
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