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B OE: (8] KEHeERE 2 AREEEM/E R MIBNET i FEBBRAE, KT
% P ek R BT 4 W E B A el TLR2-AKT-NF-xB 12 5 i@ 3489 %om . [ 1 v AR E%
it % RAW264.7 4o e h AF 53t %, & RT-PCR. Western blotting. %.J& % #A= ELISA
EAE M IRE 2 AT AR, ERBRBERARTHR, ERRE L R EHRRLE AR
8] & E % %0 iz TLR2 mRNA % FK-F. AKT BFERL/K-F . NF-xB #7E 2 5 A AT KE B
T TNF-a 5k K-F; B4 3] F] TLR2 FLET 7| Fo PI-3K 37 4] 71 Fsk 32 B v fm i, A2 bk 5
FogRANKTP, (4R ERB S KA T RBF MG ENAZ T4 FiB 22, RT-PCR 4%
AR, HKHk TLR2 mRNA RAKFH 1 h FA4H &, 1.5 h ik 5% )5 H P T, Western
blotting % 7, &)&5&% TLR2 & & RZEKF Thik &%, 9h Tl p-AKT K-F 1.5-5h &4
REEZERTFE, 7 h B4 THE;, £EAKALTIL 15 min NFxB ME-HHEELERS;
ELISA 4R 27, 10 h /& TNF-a ¢97K-F 2 % 3 T 2 A AFe = LK. 428 TLR2 FRLET 7| A=
PI-3K #4|7], Z @A BENREHAR 4. (28] RRERBR TV B LA
20 /i, TLR2-AKT-NF-kB 13 5@ 384930 7%, b G Mk Bm 2 o) LA AR .
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Research on the role of capsular sialic acid in
Streptococcus suis activate macrophage
TLR2-AKT-NF-kB signaling pathway
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Abstract: [Objective] To explore the mechanism of signaling pathways Streptococcus suis
serotype 2 infected monocytes/macrophages leaded, discuss the role of capsular sialic acid
component played in Streptococcus suis activate macrophage TLR2-AKT-NF-kB signaling
pathway. [Methods] RAW264.7 as the target cell line, RT-PCR, Western blotting, im-
munofluorescence and ELISA were applied to detect different infection time of wild type
strain, sialic acid knockout strain and sialic acid complementary strain on macrophages TLR2
mRNA transcription level, AKT phosphorylation level, NF-kB activation level, as well as
TNF-a secretion level. Pretreat with TLR2 blocking agent and PI-3K inhibitor on macro-
phages, detect the expression level above. [Results] Sialic acid knockout strain activates signal
transduction pathways selectively. RT-PCR results show that TLR2 mRNA expression levels
began to increase at 1 h, 1.5 h reached its peak then slowly decline. Western blotting showed
that TLR2 protein expression level reached its peak at 7 h, 9 h decline. Level of p-AKT is sta-
ble at its peak during 1.5—5 h, 7 h decline. Immuno fluorescence showed high level of NF-xB
activation-nuclear translocation at 15 min. ELISA results indicate TNF-a secretion level was
significantly higher than the other two strains after 10 h. TLR2 blocking agent and PI-3K in-
hibitor significantly suppressed the activation degree of three strains. [Conclusion] Capsular
sialic acid could inhibit activation of the TLR2-AKT-NF-kB signaling pathway to some extent,
thus participate in bacteria evading the host immune defense.

Keywords: Streptococcus suis serotype 2, Macrophages, Capsular sialic acid, Signaling pathways
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FHEEKTE 2 B (Streptococcus suis serotype 2,
SS2) i B B HY N A LU IR R o ANDURT U N
B AR D BRR . g . IBUMAE, 3 a]
P NFEIRAER | WO AE | CWIRREE, JFH A5
R ™ EE R EE BR T P 8 IR 5 2R A AE (Streptococcal
toxic shock syndrome, STSS), JREEXI[G:, FILHK
o JEHIE 1998 AFA1 2005 AF4 HIEFR E 7T

DU 2 e TS (R0, 3 IO SC Mlk A 51
FAEATA =R, I, IOt N A T B
MRECHHLIT ST BAS 1038 Y0,

MR IRAE N SS2 e 2 HH N 5 FhAH U T 2
—, TR 2P UG B A B R TR 1Y) R )
N+, ARV B #EEEERE (Group B Strepto-
coccus) A BE I 1 M VR TIR Jok 73+ 455 40 i 7L 3 490 400 i
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FM 15 23K T 1 40 3% T 1) e VR TR 1] B
PEER T 8 Z G e 4R K (Siglecs) 25 &, LAk hERL
(USRS R I

AR Fi AT X SS2 v 5 #E K 05ZYH33
(A MR R A B RS 3 R neuB A T MEVR R A
N T SR PR i IR 58 R Kk AneuB [ H: 01 42 58 A8 fk
CAneuB™, HUEEKGE K IN, RASKE AneuB FHXT
TEPAE AR A . B B0 R, /RS
Wt SE R A SRR W], AR AneuB B ) i 2 I8
55; VRSN INER A 1 40 MEAECSE S R, AneuB il
WG JAER T MCP-1.,1L-6 A4 MAKF- 2.3 715,
FH LT HFAE MR AneuB 7E15 3 & BG4 M P9 19
FETGRE ) B WS SRR, MEVRIRAR A 1T
REFE SS2 TR 1 32 S 40 B iR P A 4
T4 )5 TR 2

Toll-FE 5 2P 52 /R (TLRs) 22 S 2 R 42 Hh
f)—2KHE > 7, Han Zheng 5 BT 5E 2, £
A TLR K5 2578 EA1 A LS A% 40 A P A i
BRI R ShARAE SN S R o il A BERR TR AV ]
ICHESEN R AR 22 5 TLR Ui
TR, JF 50 O 3 G s 20 LA I AR AR S i
Jo A, LR e i TR R T T S R R A PR A
) s T R 2 AR -5 T A MR AR P A D
SRR R 25 5, $7R SS2 I JE MR R 1]
RES SRS T8 £4 5 TLRs /%, sEmifs 3
GPEN BRI S5 R . AR SCHARTT SS2 TR
I Y% PR 7E 2B ke 7 32 TLRs [&145 e b 24 /e
Bl
1t
L1 EENHF

LightCycler 2.0 Real-Time PCR 1%, Roche /A
7 i Gel Doc™ XR BEME UG 1X, Bio-Rad 2\ )
7= hh; BXS1T-32P01-FLB3 %% i i#E, Olympus
7N F] 7= f ;. Multiskan MK3 il B 50 58 0 52 42,
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Thermo 23 Fl 7= i o
1.2 FEiRF

THB ¥572 300 T35 [ Difco A F]; A7
& DMEM | JiG 4= L7514 T & RYE AR AR I HBOR
OHl; AR FEAR G T R T A R LY 294002
4 T-3E[E Cell Signaling 2\ F]; Anti-mTLR2-1gG Il
F3£E InvivoGen /A Al; RNA HEBGAF] &0 T3
Promega /A Fl; NF-kB i -A% i ) &
W TVLIRE = RAEYIHEARBIGEIT; cDNA ¥i%k 5%
IR £ . SYBR Premix Ex Tag ikF) & T TaKaRa
4\ 7]; Rabbit Anti-AKT . Rabbit Anti-phospho-
AKT  Rabbit Anti-TLR2 , Rabbit Anti-B-actin, Goat
anti-Rabbit IgG/HRP Tt 51 Bk AR M) F R
A, ELISA i & T35 E R&D Systems
oAl RREEER . BSA TRt | Sl Yk
/\ﬁ‘] .
1.3 HEHREEBEFEH

SS2 BREUHR K 05ZYH33 (4385 H 2005 4E7E Y
JIGE PR ARG, STSS WY ) AR SEI = PR AT
I Y T 5 o T TR i B 2 A Bk A meuB S HE R4
ZEARIR C AneuB HA SIS S AN HE; AL BT A
PRETEAN R A TSR LR 1. WARIRAATE
80%F%) H H-THB B& ¥ 1, —80 °C I IRk . B4
TE 5% b 37 °C B i n PkBUA R % T
THB WK F2 5 37 °C R 1537 18 h, 4k
F 1:100 F2 203 EE R THB AR F: 56, 37 °C

®1 LWATARIERK

Table 1 Bacterial strains used in this study

Lk RS Fel

Bacterial . .
acteria Properties/Function Sources
strains

05ZYH33 [fiE# 2 #, SRECHIE, neuB” AR SLH 2 7 B RA7
AneuB IR 2 B, Spe®, neuB™ ARSI T BARAT
CAneuB i 2 %, Cm®, neuB” ARSI R AR AT
1E: Spe: JRKEE; Cm: HEE.

Note: Spc: Spectionmycin; Cm: Chloromycetin.
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PRI 5597 H 2B A A K B (ODgo=0.4) o IR
ERIRIGH PBS ¥E 2 WK, TR A E N
10° CFU/mL, g ¥IJ () ¥ BE DA # 2X 1 TR BB R Ik
THB [ HECAHE
1.4 {APpark R IETR &4

/N B - B A LBk RAW264.7 (ATCC
TIB-71, Rockville, MD, USA) , HE R ERIK
IR AW R . RAW264.7 {£7E7E DMEM
high glucose 15775, DMEM 58 &85 3R 5405
DMEM high glucose 35553 | AIE BG4 ILVE |
5 2 (100 TU/mL) K #5552 (100 TU/mL) R4 41
HIFE 37 °C. 5% CO, MIIEFRAANBET . 48 h IlFH
) RAW264.7 Y 4EJ5 PBS ¥t 3 ¥k, F§ DMEM high
glucose FiFRHEMBE R 10° CFU/mL, il 24 fL4H
RS

1.5 SI¥N&itE

45 GenBank o' BALB/ /NEAY TLRI,
TLR2. TLR4. TLR5. TLR6. B-Actin [ 41,
FIH Primer Express 3.0 #{4Fixits14, 5197
GIWLER 2. T 1 IEEE AR S wl A .

2 B
2.1 RAW264.7 TLR =460

2.1.1 RT-PCR %41 RAW264.7 TLR mRNA
R 0B 05ZYH33. AneuB. CAneuB 5

RAW264.7 DUEGLE % (Multiplicity of infection,
MOI) 100:1 %5 025, 0.5, 1. 1.5, 3. 5, 7h /T,
RIS RNA, 55585 8 cDNA, #% SYBR
Premix Ex Taq IR & UL 45, 1R -G RVAKRFR DL
AR LYREE R 1<) SYBR Premix Ex

FT2 WHE=ZPCRIY

Table 2 Primer pairs in real-time PCR

519 527 P4 BOR/N
Primer Sequence (5'—3") PCR product size (bp)
TLRI R L3 141 CACAGCTCCTTGGTTTTAATG 92

TLR1 Forward primer
TLR1 5 T #5149
TLR1 Reverse primer
TLR2 5[ Fii#514)
TLR2 Forward primer
TLR2 B[ R #5149
TLR2 Reverse primer
TLR4 5[ L7514
TLR4 Forward primer
TLR4 B[ Fi#5 14
TLR4 Reverse primer
TLRS JEA Fii#5 149
TLRS5 Forward primer
TLRS B K T #5149
TLRS5 Reverse primer
TLR6 HE[A {7514

AATCGTCTGAGCAAAGAGACA

CCCTTCTCCTGTTGATCTTGCT 80

CGCCCACATCATTCTCAGGTA

TGTGGAAGCCTTCCTGGATG 74

CCTCTGCCTTCACTACAGAGACTTT

TTGTTTTCTTCGCTTCGTGTT 186

GTCTTCGGTGGATATGTTGTAGAG

. CCAAGAACAAAAGCCCTGAG 190
TLR6 Forward primer
TLRG & Tﬁ?g 7 TGTTTTGCAACCGATTGTGT
TLR6 Reverse primer
P H
i 2L ) GCTCTGGCTCCTAGCACCAT 200
B-actin Forward primer
s 2L GCCACCGATCCACACAGAGT

B-actin Reverse primer
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Taq 10 uL, 24 A 0.2 umol/L 1945514 0.4 uL,
FFEE S cDNA K 2 pL, KIFAZEK 7.2 pL;
TR ZEARFUR 20 uLo R AR 95 °C
305;95°C 55,55°C 10s, 72 °C 5 s, 4L 40 MF
o BN A Rt e oA, LIRSS eaE
S VY % 4 . BALB/c /MY B-Actin ZEPI/E
HNZ,
2.1.2  Western blotting il RAW264.7 TLR2 &
B3&iA: 0B 05ZYH33 . AneuB. C/AneuB
5 RAW264.7 DU E %0 100:1 1%F 1.3.5.7.
9 h JEEREAIMLEE T, HHEIMHOEEETTHI
EEAWE, 70 °C 47, WEHFIT
SDS-PAGE HiJK, RHIHUEEENTRRE R 7% 2 0
FRAFAERE L, H 5% iRs i A £ 4 2 AR
1 h, TBST /5, /il Rabbit Anti-TLR2 (1:100
WiE) , 4 °C W B I VS5 Il Goat anti-Rabbit
IgG/HRP (1:1 000 FiFf), 37 °C 1¥F 1 ho VG
DAB WA [AIBAE B-Actin 2K .
2.2 Western blotting &7 RAW264.7 AKT X
p-AKT ERXRIX

A3 ¥ 05ZYH33 . AneuB. CAneuB 5
RAW264.7 LUBGLE % 100:1 155 0.25, 0.5, 1,
1.5, 3. 5. 7 h 5B EER, HALTRE
2.12 . 43 % LI Rabbit Anti-AKT J% Rabbit
Anti-phospho-AKT 1E K — 4%, il AKT K
p-AKT &,

PA 1 mg/L B mTLR2 #54157] Anti-mTLR2-1gG
10 pmol/L } 50 umol/L 1Y PI-3K FHIr#] LY294002
Iy AE T RAW264.7 400 1 h J5, fmA
05ZYH33. AneuB. CAneuB FYYAM, HEHUR
FEFTA] RS AKT B p-AKT .
2.3 RAW264.7 NF-kB HE- %45

S 9% 05ZYH33 . AneuB . CAneuB 5
RAW264.7 LUBGLE % 100:1 955 15 min, Pk .
2 )5, B 1h, Ll NF-«B p65 —Hiii#H 1h, ¥

http://journals.im.ac.cn/wswxtbcn

iRt Cy3 —HiiFE 1 h, YEE it
Y@ (DAPDYL S, 5 min, £, LAFEOE RS
350 nm P UEL DAPI, RS (98, LU
540 nm P KWL Cy3, NF-kB L0058, SN
[ —HEEF P ) ], 4R 4T (5 X 38l NF-xB #5512
PR X,

P 1 mg/L #) mTLR2 #4$5f] Anti-mTLR2-
IgG. 50 pmol/L [ PI-3K FHIKEIH] LY294002 434
YEFHT RAW264.7 40 1 h J5, JiA 05ZYH33,
AneuB. CAneuB JEYLANNEL , % bR J7 246 M)
NF-«B MG -2 55 a R
2.4 ELISA A& ZRA R F

5B 05ZYH33 . AneuB. CAneuB 5
RAW264.7 DUERYLE % 100:1 5 H 2. 4. 6. 8.
10, 14, 18. 24 h J5, B L3S, M4E R&D Systems
Valukine™ ELISA Vil 3171845, AkEA
i 489 T TNF-o (9530 7KF-

Pi 1 mg/L #) mTLR2 #4$i5f] Anti-mTLR2-
IgG. 50 umol/L f4 PI-3K BHU5 LY294002 435
YEFHT RAW264.7 41l 1 h J5, JiA 05ZYH33 .,
AneuB. CAneuB JEYLAf . +2 Fik T 46 M kE
A HHTJAE T TNF-a 19207k
25 HitFaesE

S 3y i A BSCHE MR TP B R AR v R 25
RT-PCR B HEARRIR AL 3 A AT, RIEH
LN B-Actin FEF Y CAH, 115 B WIEHE T
Xt FA R, L2722 R, ELISA E g4
MR TS B AR AR RE 2 N FL, 1B SPSS K
PRARBCXT ¢ R b 22 SR m B A Gt 2
PAE/NT 0.05 BHEA 5225

3 GRE5AMH

3.1 RAW264.7 TLR mRNA 3% KESHF
FFH TLR1., TLR2. TLR4., TLR5. TLR6 Fl
B-Actin 5|4 Fr i it KL IR A B L B gl i il 28
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Praggk, o TY N —8E L EA A,
P B-Actin FERIFESRAKCPBR LS00 2, DIET A ik
05ZYH33 AbHEd] A2 25 R R CAneuB A3
A (A FR X S K T 2 AE, AneuB ZbFLAH
TLR2 MAEXSHESRKF-H 1 h FFERTHR, 1.5 h ik
WSS AT BT R, E2] 7 h BHE A g & 25 5
1-7 h MZERBA S8 L (n=3, P<0.01), MK
(AN SRR 2724 o, S5 LR 3,
3.2 RAW264.7 TLR2 ERFRiA/KFE

Western blotting #il] RAW264.7 TLR2 &[]
kK, LL B-Actin £ FFRIBIKFBR 2 5L 5 R
7% o G5 BN BR 2B MR AneuB AL TLR2 #
W, 1.3, 5,7 h TLR2 Fk/K -2 Wi, 7 h
KFEE, 9 h FFER N I%. 05ZYH33 K CAneuB b
PRAHAE FIRIE] S TLR2 kK P TIo B 2R,
ZERNE 1 TR,
3.3 RAW264.7 AKT X p-AKT EHFRIEKFE

Western blotting £l RAW264.7 p-AKT £
TR, DLAKT HEHRIKIAKCEER LTI iRE
g L R R bR 2R AR KR AneuB AbFEZH 0.25. 0.5,
1. 1.5 h p-AKT FKik/KFZ g, 1.5, 3. 5h
Fase eI, 7 h FF%. 05ZYH33 & CAneuB b
PR [ RETE] S p-AKT ik KT 5 I i 2 Ay

fbo R WE 2A | B iR, UL 1 mg/L Y mTLR2
F5Pi57 Anti-mTLR2-IgG T4t # RAW264.7 1 h
John SS2 YER 1.5 h, KM AneuB KPR K
p-AKT F£ KK T LI 10 umol/L K
50 pmol/L 1 PI-3K BHW 7] LY294002 ik H
RAW264.7 p-AKT Fik/KF W& T, Hrh
50 wmol/L ) PI-3K BHIT 7 Ab FELH 8 4F FH 1 3,
ZEHRANK 2C. D i
3.4 NF-kB G- %55 1512E

FHARPEDEI ARG NF-«B 06 A% 518 T2,
ZENE 3 iR AneuB A FREHZT YL p65 WAL F
BLAERTEMIRZ, MERAINT TR, F£WiZ4] NF-«xB
WGBTS . 05SZYH33 ) CAneuB 4k
PREHLT Yy p65 W AHELEMIAZ Tk B2 TR, MO g
R, W NF-«B Hir B EMUR X, PS5t
FEBAR . mTLR2 #5505 S PI-3K FHKr#] 4351 Fitdh
FERAW264.7 5, AneuB #H NF-kB #5iz i A 41 iy
R I A2 B
3.5 RIRGERF 577k

ELISA 4l 3 ZH AR HITE S RAW264.7 1)
TNF-o 437K o 25 R IR, 12 h PR, AneuB ik
T 20 ) B 40 M 42 W TNF-o B9KFBEET
05ZYH33 K CAneuB 4b¥E4], LI mTLR2 #5bi

£ 3 HEFRM RAW264.7 TLR mRNA £ FkF
Table 3 Transcript level of bacteria-induced TLR mRNA in RAW264.7
0.25h 0.5h 1h 1.5h 3h 5h 7h

AneuB TLR1 1.30+0.19 1.24+0.09 1.46+0.24 1.42+0.19 1.40+0.22 1.73+0.20 1.78+0.30
TLR2 1.34+0.07 1.73+0.10 3.03+0.12 7.26+0.06 4.50+0.19 3.71+0.23 3.9240.09

TLR4 1.01+0.18 1.26+0.21 1.55+0.24 2.45+0.06 2.08+0.17 1.52+0.23 1.75+0.26

TLRS 0.96+0.17 1.39+0.11 1.04+0.33 1.1840.27 1.59+0.35 1.08+0.24 1.19+0.26

TLR6 1.36+0.20 1.36+0.28 1.08+0.15 1.43£0.15 1.60+0.17 1.36+0.09 1.21+0.27

CAneuB TLR1 0.93+0.23 1.03£0.18 1.13+£0.27 1.40+0.26 1.18+0.24 1.41£0.10 0.93+0.06
TLR2 0.93+0.38 0.99+0.17 0.98+0.06 0.85+0.12 1.04+0.16 1.10£0.17 0.88+0.03

TLR4 1.04+0.17 1.19+0.19 1.17+0.30 1.21+0.24 1.20+0.26 0.95+0.17 1.21+0.09

TLRS 1.21+0.20 1.39+0.29 0.88+0.17 1.11+0.33 0.92+0.26 1.29+0.21 0.96+0.22

TLR6 1.01+0.20 1.11+0.09 1.21+0.27 1.134£0.26 1.2540.25 1.00+0.10 1.05+0.23

TE: 05ZYH33 411 TLR mRNA $E5r7K V150 1.00. AH i 22 5 B Es it g7,
Note: Transcript level of 05ZYH33 TLR mRNA set as 1.00. Data with significant difference are in boldface.
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A B
TLR2 [=o= e e S
. 05ZYH33
B-Actin G- . S . S— L5  [05ZYH33
.5 I AneuB
TLR2 e S N N - £% ,, | O ChneuB
AneuB <F§ ’
P-Actin i — — — — 6
(0]
é-é 0.5 I I
TLR2 [ s e Sess. | T
Ee—— < E_I I
B-Actin CAneu ~ 0.0 |—| |—| I—I I.I I—I I.I I-l I—l
1 3 5 7 9
t (h) t(h)

Bl 1 3 #k SS2 5% RAW264.7 TLR2 EH Rik7KFERIE M
Fig. 1 Effect of three SS2 strains on TLR2 protein expression

1 A: Western blotting 558, AneuB AFI4H 1. 3. 5, 7 h TLR2 FAKFZHHEM, 7 h ik, 9 h FFE. 05ZYH33 41F1 CA
neuB AbFRATC I 325 5 B: TLR2 B HAN A 2SI 0HT, AneuB AbHELH 25 B8] 5535 15 TP A AL AN M1 52 BAbeH, A 3%
25 5 (n=3, P<0.01).

Note: A: Western blotting showed TLR2 protein expression level of /AnreuB strain increase in 1, 3, 5, 7 h, reach its peak at 7 h, and
9 h decline. 05ZYH33 strain and C/AneuB strain showed no significant difference; B: TLR2 protein relative expression analysis,
/\neuB strain is higher than 05ZYH33 strain and CAneuB strain at each time point, with very significant difference (n=3, P<0.01).

A B 1O r =3052YH33
— SEE gk KK
p-AKT/PKB = \SZYH33 £ 08 | mmAneuB
AR TP K B e — § % = CAneuB s
p-AKT/PKB ===, . 25 o4
I —— <2 0.
&% 02
S——— -
025 050 1.00 1.50 3.00 5.00 7.00 0.25 0.50 1.00 1.50 3.00 5.00 7.00
t (h) 7 (h)
C D
p-AKT ... p-AKT .
AKT — — = — g
AKT umol/L 10 50 10 5 10 50
Control 05ZYH33 AneuB CAneuB Control 05ZYH33 AneuB CAneuB

B2 3%k SS2 5503 RAW264.7 p-AKT & A Fi&EKFRIFZM
Fig. 2 Effect of three SS2 strains on p-AKT protein expression

7E: A: Western blotting 2558, AneuB AFHZH p-AKT Fik/KF 1.5.3 .5 h B EAE S, 7h TR, HAPA T B 225; B: p-AKT
AN IR0, AneuB 4bFHZH 0.5 h LU BRSBTS TR WA, A BEMZERm=3, P<0.05); C: Western blotting Z5 1,
£ mTLR2 #5405 Anti-mTLR2-1gG FFEAT, p-AKT 3Kik/K-F T i; D: Western blotting 454, £ PI-3K B LY294002 Y
YEHIR, p-AKT Fih/K-F- 25 T, S Bk B o

Note: A: Western blotting showed p-AKT level of /AneuB strain is stable at its peak during 1.5, 3, 5 h, 7 h decline, 05ZYH33 strain
and CAneuB strain showed no significant change; B: p-AKT relative expression analysis, AneuB strain showed higher p-AKT
protein expression than the other two groups after 0.5 h, with significant difference (n=3, P<0.05). C: Western blotting showed TLR2

blocking agent Anti-mTLR2-IgG suppressed p-AKT protein expression. D: Western blotting showed PI-3K inhibitor LY294002 sup-
pressed p-AKT protein expression, in a concentration-dependent manner.

http://journals.im.ac.cn/wswxtbcn
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| S PI-3K BHEMTHI 53 FiAb B RAW264.7 J5,
A SLIGH I TNF-0 430K R, Hi PI-3K
RELUBT AL BRZH N FEAE I 2% o AneuB ALFRZH Y
HEAK TNF-o 73 WKPAT T 05 P4, P<0.05. BA
PEXS B AAG TN 5] TNF-o 5300, 2550 ILIEL 4,
4 Wik

I B B 5 1 I PR AEAE A Bh AT it
P — I B TR o R T R s e
Ja B RPE N B BRI IR I . 0 — R 1E RN
BT G WP IR SE N A LR N R R . PRI,
PR I TR 25 0 7R T 3 g 8 AR
YEFRA E XL

AT G AR A ) AR I 5 — i ot
B, HEZNOUN TN, A PR
HAZ/E AN . REGOIRGAM . Fik T A mEgn R
T Y TLRs R 1o 1 40 1 2 T 3 11403 D A A

05ZYH33

AneuB

CAneuB
Anti-mTLR2-1gG - + -
LY294002 - - +

3 3%k SS2 753t RAW264.7 NF-xB #4535 A5
Fig. 3 [Effect of three SS2 strains on NF-kB activa-
tion-nuclear translocation

T Ar P ETOLERESR, B L ETOLRRESR,
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Note: A: Blue fluorescence display; B: Red fluorescence dis-
play; C: Blue and red fluorescence overlay display (400x).
Nucleus is dyed blue by DAPI; NF-kB p65 subunit is dyed red
by Rabbit Anti-Cy3 antibody; NF-kB activation-nuclear trans-
location zone showed purple after overlay. A\ neuB strain
showed high level of NF-kB activation-nuclear translocation.
TLR2 blocking agent and PI-3K inhibitor significantly sup-
pressed the NF-«xB activation-nuclear translocation degree.
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Fig. 4 Effect of three SS2 strains on RAW264.7 TNF-a
secretion
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Note: A: TNF-a secretion level analysis, /AneuB strain showed
higher TNF-a secretion than the other two groups after 12 h
(n=2, P<0.05); B: TLR2 blocking agent Anti-mTLR2-IgG
suppressed TNF-a secretion; C: PI-3K inhibitor LY294002

suppressed TNF-0 secretion, in a concentration-dependent
manner.
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