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 E A E N S100A9 5 A0 S RE I 2 K A K AR DA G  (E HAE W 2E T BB IR R T TE 2 A IFR M
T /N S10049 FE PR (WA R 2R T B 5 3k Ak, LI ARAR B A4 W 16 44 19 S100A9 28 [ TR L Th 8 R H
To & FLRENE /N L S 10049 F& PH 4 T X P 81 5 [ 22 pHT43 ZRAKIY Pgrac J& 8l T X, 31K 5 41 344K pHT43-S100A9 #44k
Z ZF AT R WBSOON BBk , 28 IPTG 175 5 S100A9 8 [ 3Rk il i LPS 1551 RAW264.7 41 it 58 S B AU A 1 20 2R
F1 ST00A9 XiF 48 i W 28 AT A ] . Western BlotiIESE T S100A9 #4175 (42034, HAE 0.2 mmol/L 4 IPTG .30 ‘CHY
KEESA N HFR kK Tt . ELISA K 32 1A S100A9 B 4H 25 43 Fe 75 B ik 81 T 15.47 ng/mL. 43 BRI &4 1.54
3.09.6.59 ng/mL = FAS [V 2 S100A9 #2418 (1 (9 & B L35 7E A F LPS 155 1 RAW264.7 4ii il , 5 25 4041 b 3%,
1.54 ng/m1L {1 ST00A9 H £ 2K [ Al 1 & M6 LPS 155 1 RAW264.7 42 48 K F TNF-o J T1-6 25 [ 3235 (P<0.05).
KR S100A9TE s M v - AT 1 ; F IR ERIK s RAW264.7 4 ; RAE R T
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Expression and biological activity analysis of recombinant mouse

S100A9 in Bacillus subtilis
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Abstract Calcium-binding protein S100A9 was associated with inflammatory response and growth of tumors, and the
underlying functions remains further defined. To gain recombinant ST00A9 protein with biological activity and explore its
function, the mouse S10049 coding sequence was amplified by PCR and cloned into the expression vector of pHT43 and
fusion with Pgrac promoter. The recombinant plasmid pHT43-S100A9 was transferred to Bacillus subtilis WB8OON and
induced expression with IPTG. The expressed products were identified by Western Blot; the biological activity of
recombined products were analyzed using LPS stimulated RAW264.7 cell. The recombinant bacteria WB80ON/ pHT43-
S100A9 was induced expression by IPTG. The optimized induction temperature was 30 “C with 0.2 mmol/L IPTG, and the
secretory expression level of SI00A9 is up to 15.47 ng/mL. To further analyzed the function of recombined protein, the LPS
stimulated RAW264.7 cell was treated by the culture supernatants of the recombined Bacillus subtili with different
concentration recombiner SI00A9 protein (1.54, 3.09, 6.59 ng/mL) , and the results showed that the pro-inflammatory
factors, including TNF-a and IL-6 were significantly inhibited comparing with the empty vector group.
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S100A9 (S100 calcium binding protein A9) X 24
HHAEEA 14(Myeloid—related protein 14, MRP 14),
JES100 8525 A KR B M AL, FEAE P
7 20 FfL PR 20 L | I 0 R S e A i v R R
T R 20 0 S 8 IO 2 N s RRE Th R AR AR
WF5T 2 B S100A9 71 %\ JE IR 15 R |2 g 55 4%
iE PP TP Y SRR L R TR AR R N
I3 B9 1 5 240 L 725 26 35 ST00A'9 H. ML, I3 I 240 it %) 43
FEBE AN, I T BOARAE W FESE S SUE R 2 451
L H T, 18 2 RAE BRI IR 32 2R F Bt 2 fpiat
W ia 7 R4 7 245 B RIE K s 2 I
A2 T E 41 S100A9 £ (A B3GR PE 8 FH RE il s IR
g /> BRUR A2 WV P O e 8 UWREIE | 78410 W W PR
R AT B R R BRI AE . X R 4
P 0 T 5 A 3 W 7 0RO IR B T 5 | A ) /) B O Wi
H S100A9 A 1 38 2 I8 47 3 S 14 B 98 7 25 B 1k Th2
A 1 /N B M A RRE I R A TE OVA Bk
B BB v SR ST00A9 2K 11 RE AR BV I B
1, XeF W & HE AR Y. ARSI S 56t R B A
Fi 5 240 Bt 2ok 32 3% ST00A9 fi 5 35 41 M 1 335 1 4
(ROS)HA5i , I B 3 L IMPTR 7 1L-10 [ 35

A 5T 2 W 20 i 9 JRPE S100A9 2 (s BAfy
TR FEHUIAR ST K Az N 20 2L 05 A8 52, FERILAR
TR SR T R AR R, T AME M S100A9 T4
E 1ol FH D0 8 A0 o) 440 P 2R 1) & 2 R s R AR B
A IEPER) S1I00A9 54 5 H A Rk — A g e
B4 T R A AT AR M s A e, B
i A AT T AR A LA R A R 2 A
FF TR A EL A 5058 1) 2 11 2858 3R e ML AR 1 43 0
fiE A7, B RH Bl R 1 S 5 4 2 o A 7 G A
RGPS ARG R 2 AT 8 i it AP i ik 2
¥k Bacillus subtilis WB8OON 1A ST00A9 2 11 ) 5+ i
FikfE R KR AR pHTA3 M i T — e
1) Al R 2F 96 FF TR 38 R 48, I FILH LPS 15 5 1
RAW264.7 21 il 5 i 1 B AR B A Wi AT T
W12 538, LA R 3R A5 = A= T P S100A9 F 418 1
FIF K AT G e 15 DI RE 1Y S100A9 K& A T 74 1 4
HES 6 .

| A%

1.1 B FHE S8
K35 7 AT 7 JBAZ 25 40 0 DHS o g T 5078

B B 2E 40 AT B Bacillus subtilis WB8OON 5 2k {4
pHT43 iy A il Rl i A 1 B R B S B =
K 27 RE B A IR UL 5 s RAW264.7 41 i Sk A S5
FIRAF AN .
1.2 EFEKH

B 1l 1 P9 DD 1 Bam® 1 (52 H B2 ) 5 [R) 5 5 41 /il
(EFHEY)) ; Taq DNA A B (A EAYRHY) ; 2
x Hieff Canace® Gold PCR Master Mix ( | V& ¥ 3% ) ;
DNA 4l Ak [T 50 1) & (R st b mE B ) 5 R 4 B 71
&N HA) 50.22 pm JEBE IPTG B 2XYT K5 77 3
(22K ) ; TRIzo RNA $EHUAR £ (5% 5% cDNA &
BRI & B Marker(_EV 23 ) \ DMEM JEAili 5 7
FLANR 152 2% v (35 [E Thermo Scientific ) 5 I 245 1LV
(7%= PAN-Biotech) ; 7 % % -5 8 R W (AL T & 3K
€ ) ; Escherichia coli 055: B5 3 Ji BJ I§ £ ## LPS
(lipopolysaccharides, 32 [& Sigma) ; qRT-PCR SYBR
Green Mix ( 3¢ ) 5 S P-NF-kB (2% 7 & i 2%
72) IR NF-kB Hl B-actin HLAAK (€ [H Cell Signaling
Technology) 5 LI 4 5 TeG —Hi 1 RIPA (55 ) 2 it i
(FEAHAL) ; SDS-PAGE PR EERGIXF & CGE =K ) 5
/N L S100 45 45 4 7 11 A9 (S100A9) ELISA izt 1 £
(B AR .
1.3 BARNHEE

PrimerPrimer5.0 BA43% 11/ NR .S 10049 35K ¢ DNA
4K 551 (GenBank ID: NM_001281852.1) A 5| 4 .
TEIE B4 5/ 3 8 0 pHT43 284K & BamH 1 B3
SRR R R B 51 AAAACATCAGCCGTAG
GATCC, IEM B FFH AT + 5'-AAAACATCAGCC
GTAGGATCCATGGCCAACAAAGCACCTTC-3'; 7
RIAI G4 5/ 3 78 0 pHT43 284K & BamH 1 B
JLEY R U R PR Y 51 GACGTCGACTCTAGAGGA
TCC, 54 F : 5'-GACGTCGACTCTAGAGGA
TCCTTACTTCCCACAGCCTTTGC-3". ¥ 14 H Ihr 4= K
49384 bp. $REBUN UL 415 RNA K23 5% 5 3005
cDNA, Ll cDNA R4z 47 PCR. PCR W IA FR A
¢DNA 5 pL, E[51#12.5 pL, 105141 2.5 wL, &
H i 25 pL, ddH,0 15 pL. PCR JZ I #2£ % : 98 °C,
5 min;98 ‘C,10s,72 °C,30s,72 °C 30 s, 32 MG ;
72 °C 5 min. &5 G , PCR =9 IR R it 77 &
M . R BamB T PARGY] pHT43 2844, B 7K
Je 3R G [T . B i 4 TG 4 e A R e I A5 2R A
[Fi] V5 2 N, AR Rk B TR URVE B S100A9 A
CDS ¥ %) i PCR 77 ¥ 1.8 wL, £k P 1k pHT43 2% 14
1.4 wL, [F1VE 820 5 5 wL, ddH,0 1.8 wL, 50 ‘CJ



38 g RO 4l CFL ARl

5 44 %

15 min. F 4 779 10 pL % 4k 2 )& 32 75 DHSa 7,
37 CHEEHEFE L W5 WA T % &R /Y LB &R RE 57
FERI TR PR TR VR R T 5 2N MR LB 1
FRHE, 37 CHAR LB 15 F 542 I 55 9% 12 h, PCR B E
Jei o BH P TR B2 HUER 4 5k 4 44 O pHT43-S100A9 , If:
2% 28 BB R A TN P 55 IE
1.4 FARKEEWX Bacillus subtilis WBSOON K. 5

Fix

5 5 2 Tk pHT43-S100A9 1 i fh2F 55 Ak &
Bacillus subtilis WBSOON J& 57 7% , ¥ & & 2H T Kk
WBS0ON/pHT43-S100A9, H-i i 1 PCR #4774
WeE B T 4 B bR WBSOON/pHT43-S100A9 125 2 %t
18 WBSOON/pHT43 43 il #F £] 5 mL & 5 & R 1 LB
Ri 3t ,37 °C 220 v/min B 425 , 4% 1:100 L)
FERh T FR 3P KIG 53 2 0D, [E 4 0.4~0.5 BT,
HIA 0.2 mmol/LIPTG 43 5|7 26 .28 .30 .37 “CHI# 47
BAAFERIL . o3BG A T Fa 1 50 L3 W AN
PR TTVE | TR A3 3 7 e S s 0 i — 2D R 1
T BCRTDTTE . XS (9 8 R il i SDS-PAGE LA
Tt Western Blot 73 AT HiZ2 5 15 10 .
1.5 43 WBSOON/pHT43-S100A9 E #k DMEM _ti&

Rl =

FiE 1.4 09 8% 5% 7 ¥k 1 0 8 % E A TR AR xR
25 B R R T B0 AR AR TR A (20 mL 2XYT ¥4 35 57
55), PBS TR VE 33 . WA (1% BR M4 25 AR B DMEM
i i 55 55 HH BT, A 0.2 mmol/L A9 IPTG, 30 °C .
220 r/min i3 E 0D, (64 0.8 B (£ 4 h) 5 11 . B0
W SE ST, VY pHAE 2 7.0, FH 0.22 wm (98 5 5
TESCHE DR IR . X2 B0 A B 1Y) & VRO DMEM 2 Jifg
BR SRR RS LU RS B AR AT 2.5 .5 10 £ 7
Bt . 28 ELISA 7] 65 W A5 & ek )i vh i SR 40 2
S100A9 ik 3| 15.47 ng/mL, Z54% o B I (4 I 75
e BEHCIR 7 6.59.3.09 . 1.54 ng/mL. A% 5 27 FL AT 14 25
TR PR B0 A5 B 1Y R VR 3 [ 2 D AR — R
152.5.5 105 FF , Ab 55 7 21 TR AR IR FE— 2.
1.6 QPCR#&MEHE G LPSiFESH RAW264.7

£ B ¢ iE R 25 B R R RO R M

OB K A0, LA 3 x 1074~ /ml (1) % i
AT 6 LA, 23 5 1% 1E X BEZH (Control ) \LPS FH
PR R ZH 0 A TR R RAIG L  VR BE A FE 2 K
25 O HRTRT D TR AR b e R A 3L . R A
BEJ5 , AL BRZH 43500 A 100 ng/mL LPS FiAbHH 3 h ),
IR TR MR BE 1 i AR B 21 h 5 e 4 il . 3
o O BRZH S 8 0 LPS, FH R 9 DMEM 4%,

B LPS & 412 A DMEM % Z5{&FH ) DMEM. 4340
WK A 4 A : Control 41 | LPS 20 . pHT43-L 41 .pHT43-
M 41 . pHT43-H 41 . pHT43-S100A9-L 2 . pHT43-
S100A9-M 2H 1 pHT43-S100A9-H 41 .

Trizol % 12 B 4% 41 41 il &1 RNA, I 45 A cDNA.
VA B-actin A N2, i H qPCR SYBR Green i 7] , i
Tk R X R kA I v e R 2 P R R
RAW264.7 4ii s B-actin IL-6 .TNF-a IL—-12 IL-10
FiNOS % IR FHEI 5 19 W& 1.

£1 51975
Tab. 1 Primer sequences

519551
: 5'-ACCTTCTACAATGAGCTGCG-3'
: 5'-CCTGGATAGCAACGTACATGG-3’
: 5'-TTCCATCCAGTTGCCTTCTT-3’
: 5"-ATTTCCACGATTTCCCAGAG-3’
: 5'-CTTCTGTCTACTGAACTTCGGG-3'

LR 44K FERIR /N bp

B-actin 148

IL-6 170

TNF-a 134

: 5'-ACAGATGACATGGTGAAGACG-3’
: 5'-TCGTTCTTGTGTAGTTCCAGT-3’
: 5'-CCGAAGCAAACATCACATTCA-3’

: 5'-GGTCTAAAGGCTCCGGGCT-3'

110 F: 5'-AGCCGGGAAGACAATAACTG-3’ 138
R: 5'-GGAGTCGGTTAGCAGTATGTTG-3'

1.7 HIESGITHH

SPSS18.0 A T4 it 434, 45 R H P31+
P22 (X + )", A IA] 22 53 0 PEAG 50 R FH «
K50, 22 4[] LR FH SRR 28 5 25 0 . i AT 119k
&/ DEE 3R, P<0.05 N ESFHAS A E .

I1L-12 140

iNOS 101
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2.1 S100A9 B K B B9 ¥ 8 5 pHT43-S100A9 &

ERIFBENUESLEE

PL/IN BRI G RNA S5 s ARA5 1 e DNA g ASEAR
HEAT PCR A3, 7= I i gl Ak J 3545 K /N A 384 bp
() R B (1 (a) ). K IRDI ) PCR 7= 9 K g o) 26
b 1) pHT43 [ I FH G 4% v e 3 ) 8 00 47 3% #2201
FeAk DHS o A2 2, PRICHR TR R 1 IR TR, TR
PCR A&, AT WL — 384 bp 9 H B F Be (B 1(b)). XF
TV PCR 255 Ry BH P 1Y 5 B 4 I 4 o, 48
BamH 1 B[] %€ , T W — 384 bp 1Y H 19 F Br (&
1(e) ). 4 B R AT 05 4387, & 30 pHT43 46 A
K/ 384 bp A BE, 5 GenBank H1/N L ST0049 H 1A
Gty X AT IF B BT, 77 81 Rl — 1 2R 100% , B &
20 TR pHT43-S100A9 #4 2 30 .
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bl —3841bp
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10000 bp — R
~
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4000 bp «—

M
~ —> 8057 bp

2000 bp «—

1000 bp «—
750 bp <!
500 bp |

—> 384 bp
250 bp «—

(a) M:DNA marker D1.2000, 1:SI00A9 ¥ S 34 464 5 (b) M:DNA marker DL2000; 1 - 54k Bk pHT43-S100A9 3P4 A BEH LIk E FH
DH5a (#4465 ; (c)M: DNA marker DL10000, 1 : SE41S0RE BamH 1 BEY)J5E 774 , 4300 g 25 AR H 14 55717
%1  pHT43-S100A9/Bacillus subtilis WBSOON ¥4k -1 PCR ¥:iE
Fig. 1  Verification of the recombinant pHT43-S100A9/Bacillus subtilis WB80ON transformants

22 EAZEBSIOAIFSRILESREEZHEMRKL
XF S100A9 5 41 ZF AT B A9 35 7 1) A 9% 1K
T ZE AT B A M B 38 A DTTE Y Tricine-SDS-
PAGE HLUKEE A R, AR T 25 48000 B4, s 4 TR AR
WBSOON/pHT43-SlOOA9T 13 kDa K /NI A — 4
RS (250 . b — A0 A S R S A TR
1k, & 2 AN 3 ) %/ﬂm%%@% :1£ 0.2 mmol/L ¥
IPTG %S M 26 .28 .30.37 “CA R & h 004775
5 U, 7E 0.2 mmol/L 1 IPTG 5 5 & 30 CHY &
PN AR M RA R . i —2PE /R
S100A9 7 [ ELISA I35 £k I & v -3 vh
I UAFEIR Y S100A9 ¥R I . &5 5B, Rk =) -
T8 ST00A9 V& J 15 1= 1T 3K 15.47 ng/mlL. [FlR}, 2%
A SCRRAR I , A 5T 53 5 BE 4% T 1.54 ng/mL.3.09
ng/mL.6.59 ng/mL A A J5 SEAE 20 A /K 16 ) Hi 20 2
A0S P A ) EE LA G P R A
e .
2.3 Western Blot £E EHH S100A9 EHHIRIE
PLEE 2] 25 30 2 FRT B o BE L R DN A R
S100A9 Fik . 2550, BH: 55 41 AR & e 3%
TR IAN 5135 M R DT UE 26 1119 5 S100A9 Fi ik &
e T RRSEESS S s ST00A9 25 70 A AT 14
SCHLT FRIR, HEEMIN R AR Z (K 4).
24 S100A9EHZE R LPSiFEFH RAW264.7 4
B 5 iE B F 3R 3% B B2 M
ST I S100A9 20 45 11 93k SO0 4 i Dy g
PRI VE A, 2 — 2D & T AL =Y 1, OF
PR T HOR ] e B2 s X LPS 755 A RAW264.7 4

72 kDa «—

IHllZ

43 kDa < "
33 kDa «— -

25 kDa «+—| s

17kDa<—-

8 kDa «—

MRS F-hE Marker; 1Al AT T 25 380K TR TE AR 1 DT M0
2-5 AR U AR O ZE AT IR TE 26,28 30,37 CIE TR A BE LTI .
K2 AR RE A L3 WY Tricine-SDS-PAGE Hi Ik 4]
Fig. 2 Tricine-SDS-PAGE electrophoresis of Bacillus subtilis WB80ON

—>13kDa

zymotic fluid protein after extraction

M 1 2 3 4 5 6 7 8 9
72 kDa — = .
43kDa — -
33 kDa | =
25kDa — s
17 kDa <« -
. — 13 kDa
8 kDa « "=

M : BRI S Marker s 1 Al B 2T R 25 2808026 1 BT 1A% 5
25 MRYCIE FE LA B 2F HUAT 14 26 .28 ,30.37 “CIE IS IR 1
T 5 69 MRUGE AR B 2F AT BITE 26 .28.30.37 CiE Jm
TN TLVE .
B3 SAA AT RIS 105 S5 U0HE Y Tricine-SDS-PAGE
LTk
Fig. 3 Tricine-SDS-PAGE electrophoresis of Bacillus subtilis WB80ON

supernatant and precipitate protein after extraction
SR E IO 5 BRI . 45 R - 5 IR R B 2 4 i
FHLE , LPS 7] LA &g 25 458 1L~6 . 1L~ 1B . TNF~a iNOS
AL mRNA 2635 (P<0.05) 0 AH 640 48 KL B



40 R B R 24l (AR B2

5 44 %

S100A9

2 3 4
—-—o

B-actin - - - - 43 kDa
1A 2 FELAT T 2 B 2E AR P PP X R 5 2« T LA e 2 AT R R
WL 5 3 AU B 2 AT TR S 15 5 4« 2R R 2 AP PR i
JRULTE .
K4 FHAGE ZEAIAT 7 S100A9 25 1 Western Blot 2858
Fig. 4 Western Blot test of pHT43-S100A9/B. subtilis WB80ON protein

IL-10 3 mRNA [ 534 (P<0.05) ;5 LPS 4b BRATAH
Lo, WS AR v B2 i 2H AR B SR R L BE B A
IL—6 . IL~12 .,TNF-a .iNOS 54 48 # 5&FE K mRNA 1Y
Fik(P<0.05) , I & FH IL-10 540 4 3L F mRNA
H K (P<0.05) (5).
2.5 S100A9 EHEEXF LPSFESH NF-«B iE & S00
kit — 2R B U IR S100A9 8 2H 25 1 36
K=Y RE M ] LPS 75 5 1) RAW264.7 41 i R 4iE , F
JH RT-QPCR ,Western Blot J7 ¥ &I T HX} NF-kB {5
ST A S, 25 AN 6 R . 455 R LPS il
AE W 35 45 = p6s B R L K OF- T IS K R =

S100A9 21 £ FH #35 F=W ik 0. 35 1 i) LPS 5 519
NF-«B i i .

3 g

S100A9 85 1) 12 2 5% 5k e . WF 98 34
W1,S100A9 F FIAATEDTR S 2 R AREAE T, S100A9
T 1A JR) T AR E 21 21 v ¢ 35 34 0 R ST AR VL 19 R
i I A T SRE & 2B 5 IR 2 AR S100A9 25
F1 A T 30 000 B 0 1 2R RE & AR AR AT ST 4R
S100A9FE 12 5 L Rl g 1) 2 A=, VA i e gl s
B Z—" X S100A9 25 A FE HILAA G 28 I 24 ML
A 5E F2 W ST00A9 & 11 ] 38 4o I8 75 i & A Joa ) 7~
A= RAESE VR EEME R [FIRT, S100A9 2 134 g i
T VR 55 1 I 0 PR %) 8 e R T 5 R ) g 4
JIE A2 4 36 AL IR I, ST00A9 B 41 25 1 78 T HL
A B 32 R 28 R R o 2 0 18 S ) 4 T T LAV AE
IS I . AR Q] e 808k R A A= 76 4 19 STO0A9
A, & LA SI00A9 NS RAELI IR YT 1 2
il TR 1) [ R . AR SIE 0 1 DI /N B S 100A9 JE PR TR A
ZEAFT R WBSOON Hr ik, HLAE oy BN 3l S 56 %

w(a) 3 ok sk Lo-(b) “—<(C) sk
© 100 sk H kR R R S 10 udi il e 6 sk T
é “ —r— » s s '§ . ok ok k § — >
7] —_— 7] 8
g g % g £ ns é- g 4 e it % NS
535 60 536 z i;? : —r
<3 <
; - 1 Z =
2= I | EE2
2 20 ﬂ ¢ 2 i $
5 oLl 11 5 olm IBEEE [] , |
PR Vamd D gV S (B RN N N N TP 0 DO UGS
MR LA AN e 8%V N G 9 197 SR AT N SSRGS
SN & S e S oo
Qﬁb‘ﬂ)«gb@’ ,‘b?)' oy b‘%«b?f <X x}\'ﬁb‘“{gbﬁ/ Qb?’
T NI T
(H(d) (e)
g 100 ok ks HEE L E 15 stk
2 20 ok ok 2 kL
g . *% s a - -
Z8 w0 2 JEE
= Z sk % =5 )
: eIl
& 2 —_—
T ol ENE D : g ,lmm 9
QRO T TG e GNPt ~ MR VD S oV
SRR LA NS IC R S At o
SN Qgﬁ“ S ® QQ\«QQ;‘& QQ\«Z\QQ‘;\’QQZ\QQ?’
S R
Q N Q QQ‘ §<\
(a) IV BE T 12K 11 ST00A9 B B 1 il LPS 175 31 RAW264.7 4N I 98 11 TL-6 (1335, 7" P<0.0001 , n=3 ; (b ) ILvf B T 412K 11 ST00A9 HH (417

il LPS 55 1 RAW264.7 AR 48 7 1L-12 126357 P<0.001 , n=3; (e ) IR IR B T 20 28 11 ST00A 9 B W #0 i) LPS 755 (1) RAW264.7 21 i 4 K
F TNF-o 193357 P<0.01,n=3; (d) {2 T 41 25 11 S100A9 W] 44 LPS 5511 RAW264.7 4 iNOS 13357 P<0.0001 ,n=3; (e ) iV Ji TE
ZH 75 11 S100A9 B AL HE LPS 1755 (19 RAW264.7 41040 48 A1~ 1L-10 1955357 P<0.0001 ,n=3
E5  BHAIHH S100A9 X RAW264. 7 4l A 4 E A FE K mRNA FE 3k (1521
Fig. 5 Effects of pHT43-S100A9/Bacillus subtilis WB8OON protein on mRNA expression of RAW264. 7 cell inflammatory
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(a) RAW264.7 4 fifi NF-kB p65 [ mRNA 335 P<0.05,7=3; (b) 1:Control;2:LPS;3:pHT43-L;4:pHT43-S100A9-L; L.PS 41 &} i ik
NF-«B p65 i 25 [1 i BERR fL" P<0.01, n=3 , i IRk B T 41 S100A9 2 [0 il 1% 2K 11 B 1k ,"P<0.05,n=3.
6 fKHe)E T2 S100A9 7K 114 RAW264. 7 2 il NF-k B 3 J% (1) 5% 1

Fig. 6

B A R EE 2 A LA ROV R i — P E A 3R
IR YIE R LPS 5 5 119 5 05 200 Ji % i 1o 25, & B
S100A9 4 11 fiig . & 1 1l 4 JF AH OC K& A 3% 35 il NF-
kB & BRI LK, 3% W5 ) RS 5 2 R0 A 1A 6
IR R R AORAS BT A 06 M S100A9 B 41 8 1
J LT S100A9 S H i 1Y ARRE IR VR TT 5908 T WF5E
SERE

ity B ZF AT TR — > B AR AN IR )
GBI LA AN E N BE R A B S A R 4
PESFR I S MR I RIA R A R EA
FEIRTEE R BT S BRAIMIR AR 11 35 10 G A, AR
5T LA =4 DL i 3 B3R A 1 Perac A 8 1
B B FE B S100A9 ()R8 Ja 8 7, T /R
S100A9 LR (1) H 41 3Rk Bk, JF S0 80 T HAEAL B2
AT B WB8OON H (1175 3 B 73 W R ik , H 4r i 3Rk
TR AR T35 15.47 ng/ml.

A4 R 4 AR 1A A 2 T RN L TR
5 YA T B2 W A A 4R B ST A5 R R AL R A
S100A9 &b B E W5 40 A5 , A2 98 AH 5 R 1 3R 3k 52 2
b ZE AR, 5 3 B 4 AR 11 7R A0 M A R 1 A5 R 4
KA T HERAEH], X5 A OCHMIE ST00A9 85 11X
YR O 2B IR SO () 4 —E .
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