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FE 5 FE FH /K P P JEL T B2 A o7 s S R U AR BELIBT oSLY FO¥E MG ¥ ) Luminex 52 wSLY H)3%/0 U if 35
HHT 28 VA I DR RO BE o 5 IR T FRATTIIAS F 4 2R TR LA A 0125 nmol/Ls 15 1 nmol/L 1SLY *f
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1.1 ##4
1.1.1 BIRRBIURE 77 JEBERR T SC22 #k 70 25 B A
SO 1 37°C, 5% €O, %A T, I THB 53975k
BRI HERR A
1.1.2  FZ 5 AL 25 : Genomic DNA Purification
Kit Wizard ®, BamHI, Xhol, pET30a ( + ), mouse-
IsG-HRP
( Promega ); Ni** affinity resinss Gel extract kit
(QIAGEN), water-soluble cholesterol( sigma) o
1.2 = gy EEF

RO 12198 B SC22 BRAEBEER A sty FEDH . Pt
G0 BN BamHI,  Xhol W JF 51, Psly-f: 5'-
CCCGGGGATCCATGGTGAGCAAG-3',  Psly-r: 5'-
GGCCCTCGAGTTACTCTATCAC-3'» PCR &2 Wi 45 11 2«
95°C 5min, 94°C 1 min, 60°C 1 min,72°C 1.5 min, 30
AR, 72°C SE RS mine AL KL iy 44 N
pET30sly.
1.3 HIEEEEER

B FURL pET30sly #4406 K AT B4 Rosettas 75 53 4%
IRLL R B OR AAT 2l AL 55 5 Semk [ 12 T3k 4. gk
50 mmol/L 100 mmol/L WK P43 5 At 73 £ i s v AR =
Mralifh, EHLZE M A 10 mmol/L Tris* C1CpHS.0) J&
YT A HAECA W 10 mmol/L Tris* C1CpH8.0)B
24 10 mmol/L Tris* CICpH8.0)500 mmol/L NaCl), U
EAE il 28 Bk IR g 24k, BEI A 10 mmol/L Tris* Cl
(pH8.0)« i F BT il & W B ) 73 2%, ¥R T, IR AT
T -20C-
1.4 Western blot 53 #f

FSCHRL 12 10 T 418 45 223547 Western blot £
W PEATHENNZ SDS-PAGE HLVK Jo H 5 21 B 192 2T 4t
FRIBECALAT 0.45 ), BEZ 59 [T G 95k 35 71 s 5 it
A RAR 25 1K) 3 [ PR (12100000 T 4°C I 7 i
B 90k ORI A s A 1 R PR TG (1
20000
1.5 HESHER
1.5.1  ZPLIAN N K LU R ICHI A 4 nmol /L

anti-Histag  anitbody, ~ Rabbit-anti-mouse

MikeJEAE 3 ANE AL, FALIA 50 pl 2% A 4L40
M, VAT JE T 37°CTRUE 1 h, PIHR WL E2 21 40 ff il 45 Al
BRSO, LL PBS AT I . LA 509 21 40 i 24 i )
WV I AR IR FE by — AN e
1.5.2 A ZACLDH ) 3k H A0 JFE i 1 40
JH DA K N JiE 010 < P il 9050 &40 B 4 AF 50T 5, 41
SRR FE DURE JRCTL IR I S0 1 R R e . R
JECo JULERH PR« AV 6 T 4 B R0 N IV Ji il &40 P g 1
A S 2% 40 i 0O ) DMEDC =i# ) 20% FBS 1
37°C,5% CO, i F%, Wil )5 H 0.05% JHERE.0.02%
EDTA 11 A A% AX, #4540 J e 5 10° 40 B/ml, % N 96
FLANAR, BEFL 100 L, K39 512 5 ) PBS e —IK
e H o NAJE L A 40 B Ak T 40 B 2 35 9 TR 4
P10 3 A L 98 FF 0 ) 5l 6 5 8 W U0 PBS VB R
PC % 10° A48 i/ == T IR B, 3¢ 31 96 FL4t iu 3% 7%
B (50 pl/AL).

H DMED BCHIF B FE M 1 nmol/L, BEL N
50 pL, BEANMREEAE 3 AN E AL, & IR B 0 I
2% Tritone-100 [¥) DMEM, & X} & 24 DMEM. T
37°CH#E 1 hy 1000 x g 250> 30 min, THL 50 pL K557
WE] Y3 — 8 96 LA, I 50 pl LDH S W i (i
), 15min JF MR Ay (H o TH 540 I 75 1 5 B (LA
FEBED = (A I — Ay TN D /CA g 55 5 - A g, 11K
XD % 100% » PTG 3 IR
1.6 BRURIEF
1.6.1 7K IR [ 1 1) BELIT A FH = T PBS K 7K v vk
HH [ A A R &R S WK BE: 2 nmol/Ls 1 nmol/L,
0.5 nmol/L, &M 50 pul. 555 2 nmol/L ALK
FIRA TEAE 1248, UCE T 37°C. R4
S TAER G 12234 h B0 3 BN 29% 2041l
B T 37CHEA 1 he £ 800 x g /0 10min, |-
T NABRR AN 8 Ao 1L, LA 52 1L 41 B 1 0 RE
jﬂ%m]o
1.6.2  HUAIBHIOEHT: o T BHLEK Gy 72 b s
FIE AR KT Re LR 5 o, AT T & e ek
PO L7 1 BEL TR FH k56 K 4020 N I vis 55 4
556°C K3 30min Ji7 70 0 VYA, A b s 4% 5=
LG BAWKE 3 pig/mL, 30 pg/mLs LL PBS 24 0% %4
fiF Xt HE S LA 2% Triton-100 24 100 % Z4AR X HE o K 1fiL i
FESh B 2543 1 3 43, 43 9 5 2 nmol/L, 20 nmol/L,
200 nmol/LEE ZH % ¥ 3 W5 Wi 55 R & J5 L B
2% LA MLE I, FF T 37°CHE A 1 he 281000 x g 2

ZAE LR TN SO ., % F R B2 AL S B 96 FUIL, 45 ¢ o 20 sming i BUFG NS BRI A Ages EL . 21 40 24
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fEFE R4 A T R PE = (A IO - Ay I
FEO /A sy i} - A s T D 410090127
1.7 RBDNREERMERE

¥ 10 2 CSTBLE /N, LAY A AL, T s
U 60 pg EAVIEH X AL 25 51K BSA. VRS
J5 1,35 h AR HSR ML I 3 B i o I3 o 1-18s
IL-6~ TNF-o 1 KC %540 Jfid Il - B2 H Luminex 100 I

s, W 7V R AT
1.8 BIRGTS7

PRI I A RO AR AE S, 2 ¢ K
2 R

2.1 mESFRIE

DAISEREBR TR SC22 MR B (4R DNA A #AR, PCR
SN S 1% E AR R 2 1.5 kb,
Y1 FURL pET30sly 2 BamHI- Xhol M§V)43 %] PCR
FE—HE RN R B, A% IR 7 410 s 3% B S B
Be 1494bp, 5 DQ410882 741 — 4.

AL ORL pET30sly I HE 4L E . coli Rosetta 48
IPTG 153 i 70 55 7 v rh RS D00 21035 i 3 1 o T Ak 3R
R AR SR FAE ZHT IS 5 50 mmol/Ls 100 mmol /L DK 14
Vel 2 SDS-PAGE A5 45 S w1 & 1-A. PIFE A4
BT ﬁjﬁ%\ gy TR aliA 5, B Xﬂ; His-Tag I¥] Western

| 2 1% 3 4
k1Da
120

80

«— LY
33

E 1 SDS-PAGE #1 Western blot #&il| E4H %A &=

Fig.1 SDS-PAGE (A), Western bolt (B) analysis of 1SLY. The
recombinant E . coli Rosetta (pETsly) was cultured in LB at 37°C »
200 rpm. The cells were collected 4 h after inducing with 1 mmol/L
IPTG. Cellular lyses were flowed through Ni** affinity resins
column. Recombinant protein was eluted with imidazole solution
after a washing procedure. Protein samples were run on the 12%
SDS-polyacrylamide gel, then one gel was dyed with comasmin
(A), the parallel gel was detected by western blot assay (B). The
first antibody was McAb against His* Tag which was diluted in 1:
10000, and the second antibody was rabbit-anti-mouse IgG
conjugated with RHP diluted in 1:2000. Lane 1, 3: samples eluted
with 50 mmol/L imidazole solution, Lane 2, 4: samples eluted with
100 mmol/L imidazole solutions M: prestained dual color molecular

standard .

blot A5 I 25 R il 1-B.
2.2 ‘HpEEH

R VEAE VAR FIE T wSLY B I 3L
Hrs 24 1SLY 4 0.125 nmol/L 2 50% 4 M . A 3¢
N A E N NINSE Y O AN o 1 NN 2
JHF 4 B R0 VR i O UL 40 B 1 25 1k 4, &5 & A7
1 nmol/LEE 2 4% ¥ Z2 % LA - 40 Jia 1) 25 P 5if J5 7 72
K 20% ~ 25% . S SR, T 2L T 2 v A
JOAE FH 5 1 40 B bb A7 A% 40 o 8 AUk
2.3 R RS % BE T E A

ASEHG A T K HERH[E BE 5 SLY 45 & i)
WPE, A5 1 ~4 h N, IR AT DL R ] i 5 oSLY 1 R
IRLEBIN 101 I3 R AR I, W& Ll 1:2 I
AR, P E R R 1:4 B K&
LA AR . MIE S 0Dy (AT LAE 1 ~ 4
h PR B 5 20 U 2 0 4 O R RS A, H
2L MR JBCR T W  ME 22  (E 2)

0.037 O 1 hours E 2 hours
B 3 hours M4 howrs
0024
3
(Al I‘N“
5, m

25 0.50 1.00
Water-soluble cholesterol/inmol/1.)

'z kA4 B ERE R BT 1 nmol/L rSLY BY% M4E A
Fig. 2 Water-soluble Cholesterol blocks the hemolytic activity of
1 nmol/L 1SLY . The solution of 2 nmol/L; 1 nmol/L; and 0.5 nmol/L of
water-soluble cholesterol was mixed with 2nmol/L of rSLY, respectively,
and the samples had been kept at 37°C for 15 2, 3, and 4 hours before
2% of RBC was added. The samples were left at 37°C for another 1 hour
after the addition of RBC. The supernatant was transferred to a new 96-
well plate. AS595 value was measured to calculate the amount of

hemoglobin released.

FEAR AN B G ok 72 1R AR 56 op, i v R S
IgG ¥ 5 SLY FAER 1 h, 1 B0 N 2040, 25
HORIUNMLE X 1 nmol/L EEAIIE W A 52 4 BHWTE
F 5 ABASEEFALWT 10 nmol/L 100 nmol/L 1SLY ¥ Ifi./F
e 2 SLY B EE S 10 nmol/L ], 21 41 it 24 fig Bt
N 77 % s FEAMLFE NN 1.5 mg/mL IgG 5 24 FE B 21
20% > M 15 mg/mL IgG J& Z4fF L% 5 59 UL T
SR O AR 1 AR 57 VE BB A7 PR S, 24 WSLY WK A
100 nmol/LI , B A ML 1% 15 mg/ml IgG £L41
2R FE B RE 66% (K] 3D,
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Fig. 3  Inhibit effects of antibody and serum cholesterol against
Suilysin. Rabbit anti-SLY IgG was added to the human serum to a final
concentration of 3 pg/mland 30 pg/ml. The sera were mixed with 2 nmol/
L, 20 nmol/L, 200 nmol/L of 1SLY in an equal volume, respectively,
before the addition of 2% Human red blood cell. Samples were then kept
at 37°C for 1 hour, and A595 value was measured to detect the amount
of hemoglobin released. Two controls were conducted with PBS and 2%
Triton-1005  respectively. The Hemolytic ratio was calculated as:
((TestA595 - A5950%)/C A595100% - A5950%)) x100% . Sera
from three health persons were tested in triplicate. ™ P <0.05, ™ P <
0.01.

2.4 EHBBRESBRMERN

45 6 JWe CSTBL/6 F /)N B v S AH [) 571 2 1)
rSLY AR I3 118 1 CBSAD Ja 5 R AN A 1) [ V. i
5t BSA 4L/ RS AR A8 R B 05 8 45 % 5 T 8k
FEHRIL, /N BV 16, KC 2 M40 i 57 R 30
NS NI BTSSR, BAARAEE S G5 1 /D
I 1L-6 - T13 94.1 pg/ml (40.4 ~ 198.8 pg/mlL)(
4-A), @R 7 KC T3 388.9 pg/mlL (182.9 ~
471.6 pg/mL), &5 3 /NPT IS T B, BI28 5 /N4y
A 52pg/mLC11 ~ 116.5 pg/mL), 203 pg/ml(49.2 ~
358.3 pg/mL)CE 4-B) o VEHT 1SLY 41/ BURE A AL »
FTHE DBy, AN, R BB R B2 k%, 1-6
HUKC HRBELE 1~ 5 /NI A 2 ETHES T1-6 ~F ik
JEM 233, 1pg/mL(13.7 ~ 732.3 pg/mL) F Tt 3 1298
pg/mL (580.3 ~ 2363.8 pg/mL) (Kl 4-A), &1L K+
KC 35 B A 596.9 pg/ml(28.1 ~ 1676.5 pg/mlL)
T 1573.5 pg/mL (118.5 ~ 2107.3 pg/mL) (K] 4-
B)o WAL IL-1B, TNF-o 7KV Gi il % 535 LW A2
o BRI S5 SIS fSLY 3 80T AR SR IK R P
I SR [ IS 38, /0 BT ) 28 1P I I i JiE e E
tH—E M2

rSLY mBSA

2500
22000 |
£ A
215007
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=
A RO T\
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% 6001 +
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Fig.4 Inflammatory induced by administration of rSLY. C57BL/6 mice
(SPF level ) were inoculated i.p. with 0.5ml PBS buffer (pH7.2)
containing 60pg 1Sly or BSA, serum were collected at 1, 3, and 5 hours
post-treatment. The concentration of IL-6 (A), KC (B), IL-18, and
TNF-a was measured by Luminex 100. Data of IL-1f3 and TNF-a were not

shown here as there was no observable change. * P<0.05.

3 3tk
3.1 BEEKEMHERMESERRNXAR

FURT M 28905 A A A 23 15 2108 B BR B LA
35 MALE Y, FH 247 5507 5173 B4 (Multilocus: Sequence
Typing, MLST)H] 4324 92 /M4 (Sequence Type ), EUH
Pk B A2 B I 2 AL, A0 AT ST BT HE
b, R R T S0 AH 5% R R DR AN B, S
JE AT AN B B R AR B 1) B A B AT R T
M BV (Suilysin, SLY ) A& [ ¥ B iR J5OR O%
1 1 (Muramidase release protein, MRP)FI4H g 4k & K]
- (Extracellular factor, EF)ZJ5 55 3 A8 B00 M5
TR PO BT AR S TR T, Ja T L [ T A P
i i £ 25 55 Ji% ( cholesterol-dependent cytolysin super-
family, CDCs)J¥ 1. CDC K% % LT L7 75 X
ZURHREAN o Jacobs % (1996) I AEAL 1 SLY %
/N AN IS P17 AR BT S S R4 SLY
G i I AE P1/7 B Ja A B — i PR AE AR, O
JIEE < I < B XY IS A A 2 1 R R T S R TR AL 11
S E I B BV 1D W PRORECIR P Sk 2 Tk i A
FeE o BRI P S5 5 A R ) sy B Sk
PrfE RS Wit HEASCRFBL B8R Allen(2001) 14
T PL/T I sy BREFR, Lun (2003) #4947 LB
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10°CFU BUilifra8 , 50 3 W i 7 i S bR 1) 25 ) IR 3%
AR BP0, Jacob BT 3h 40 G 955 42 37 R 56 K
Allen 55 1 2 DR 25 17 MK B3 A6 45 SRAN — B0, sy
SO Pk T B CLE 11 89-1591 ) 1R A7 £E1S | fit JHE % 485 it
HHE 63% & sly FEAAEN E 13 AATTR%E SLY J&
—ANEEWEF I T K2 YRI5 51105,
Allen F1 Lun [ #)i056 Bt 771 5 B AR (10° CFUD , %
A SHNH G IR 2R, VEE WX R T,
R AT BRI, R T 8% v £ 06 80% 1 1)
oM. T AEAR A AR R (3 x 108 CFUD , Bty 89-
1591 [ C57BL/6 /) K LE 48h L5 46T, 1y B il K ik
SLY [¥] SC22 #K7E 24 h WAET-CHERLR K3, B IS
WE X B AR W T, Lun(2005) &I
W L R AE SR I 2R P, DR IR 571 sty
FEDR R AEBOR ME TR AR R TR 5 A G, AR T A
TEXFR LT, FATET T B4 4% % 2 GSLY) I A4
WEE vk, A IR B 5 B0 A OG5 R IR .
3.2 BARWMMMAETENES RKERMIER
ARSI AR SMASE 25 0T 1,0, 125 nmol/L 1SLY
AT E 509% 2140 U 24, 1 nmol/L rSLY X 41 & ifil.
S0 P K% JHF 00 T Tl 440 B 55 A R 4 B ) v R R R
20% ~ 25% » Ut IS 3 AR AR MR FE T 0 FL k% 4l 3
IR HH ST 3 1) B R A b T 0 ) v 3% e UK
K 2% AT a1 5 A o 2 AR R 5 S A R B
BRI DO TR 91 (100 JET VB MR o0 25 2 B 1100 S R 4 i
RABME IRBCAT O, A FEE— W5, H IR PR
i) A T B AL AN A 7 I 1% A A 2R I I
VEFHIE AT =180 o % 2 1405 S ) i (1 40 1, 2 53
S A HE PR AR I PR MAARORE P % 3 4 FH AT A
FBEERERE S T S RS . R R —ANMEY
SESEIN R IR RAE RN o /N BRI VE S SLY JE
) 1~5h W, -6 AWK KC ek T, 215 H
h, IL-6 ~F-¥J°h 1298 pg/mL, % i35 $] 2360 pg/mL; KC
PYJIRF] 1573.5 pe/mL, =i fH Y 2100 pg/mL, X Ff
RN rSLY SIS 5 5 1E 1 R M N, 18 2
SLY R ELHEAEHI 45 W8 2 Segura M) S0 R WM 5
A B AT G PERIEAE T, ARATT N SRR 40 PR N
LA R 40 A I 440 1) SLY A K R 1) e
Y14 AT 2 MR AN M R T I RE ), S AR R B SLY E
FH 8T 40 PR R ol 2 0 S i 22 W, 5 4 R ) A P R
VEFHARST T, 4E 2005 45 DU 18 B BR 1 215 1 1,
TR SE PN 7SI TN NS E i Db AR PR

(10 ~ 30 x 10°/1), K7 4 g bl E T Clge v
0.93), FET I 51 0 1. F3 40 i v B T 7 i s 47
E b T AN, 8 v 5% 2k SR OB A 7 A T 28 1 Al
LR 465 G 92 40 47 55 3] 98 R 8 43, I 4 i 24
A PR FE R B 3 0, AT DA R AR S R 458
WEREER RS LU EAA I KRB, AR 2 I # R

M3 TL-6 7K P48 59 APl J5 AH 5C . Hack 4§
(1989) K LML H IL-6 I T~ 40U/mL 195 N BEAEIE
W T 7500 U/mLs 89% i N D4R 7 1 28 T
42 NAE(2001) £ 2 ML 11-6 1T 1400 pg/mL ]
SABYLEFET T, Ak SLY A7 o B
FEHEZ) 1300 pg/mL TL-6 72 B0 1 1) —Fh R I
3.3 BEEERENSHER

G DR FRATI IR J — A i/ 4o BEL B85 22 11
BEVEVERT o BHAATIAR B 5 % B [ 2 5 5 I 3 A
TR TR G 5 REHL T IC AR, SRR X R 2

U I A 3RO A% D I I I RS T v AN

# . Jacobs (1998 K I LLO 5 /I [ BET & 5 AN 5%
) 3 &35 45 1) 40 8L, IR ] 9 B BEL1E LLO 75 48 J JiE
FRSERAC R R . A N RIS e W
JEE (Uit 5 JEL A B, o] A A v 3 ) KSR BEL T 7 A
I S5 JIF ] P 7R 5 58 2,86 ~ 5.7 mmol/L,
S g L T RN e
BRI G I35 JH [T ) 6 i) ER R A 50 A
I3 5 SLY WAER 1 h, 0 ELE I LT 40, 45 %
YN L3 BE 5E 4 BEWT 1 nmol/L rSLY ¥ 45 H , {2
XF 10 nmol/L 1SLY HIFH Wi VE AR 5. H A7 A5 4
TEME BN B Y B R AT A 9 B v 22 IR B, (R
RONREFEAAE R (F 1% LB BRI, 6 h 5 B I8 0h
W #IA 5] 0.125 nmol/Ls 10 h 4 4 nmol/L, IR E;
FRIGIEF] 32 nmol/L” » [RIUL, 43 BE i AH A, Se ) ek g
TEBEER R A ORI F IRk &, IR OCFE
JE e RAES RE. BRRAERNRERE
TRV ERR I 3 (0 DR 47 AL, o 6T o 30 4 i 4y 1)
SE R EAT A, T 3 B0 R A I AR L B
SN o R, I35 L I 0 v 2% L AR PR R AN I S 0
HERRTA AR A BN A G R, A B . FRATIHE
W, R RE BRI N ZR S, A0S HL A v JIH [
(VORI , HE 5 25 43 LA 7 0 b 4004 40
Rtk B A b feg = PE A, AR 2 gl i
PR P A3 DL o ARSI 2% & TR P 1gG XY
rSLY HIH AE A, 76 ML A I 1.5 mg/ml 4 7 P

LA, TR, TR AR @M%[fﬁﬁﬁmﬁgi%fﬁﬁéuﬁﬁ @%%%fiﬁﬁﬁﬁ%@%ﬁ@fﬁﬁﬁﬂ http://journals. im. ac. cn



FEAETRAS  EAUBW 3R D) A T BT R 24 (2009049(6)

797

IgG» P H 10 nmol/L J# ¥ 25 X 21 41 H (1) 24 A 2 1% 2]
20% > W 1 15 mg/mL 1gG Ja B3] 59% LA K. HX]
100 nmol/L SLY > F 15 mg/mL TgG AR X BH W7, =5 5%
BB ERAE JR) B P ST AN W] BE A T e v R R PR
W2 o Jacobs(1996) B UCUE M T 459 38 1 S 35 AR 47
PEFAN, AR 25 (2007) FF U & H I Bl 4R 4 A
FA, D5 PR AT 8 3 1 TR S e 0 b OB R A
75 G 5 A0 O LR 4 IE W D RE, A R R 16 1
HiL, WL A RE L5 0 B Bk T AR 078

AT X L ABLP- AN B Mt R B B T 1) BT AT )

YU 2 PUAR KT 89-1591 A& o XU P, X AR & A fo] Ff
FRER IO BUR AL 2 78R =ik o
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Biological profiles of recombinant Suilysin

Huamao Du'?, Lingfeng Xu®, Xiaoling Wang® » Xuemei Li?, Changyun Ye®, Jianguo Xu®*
(! College of Biotechnology, Southwest University, Chongging 400715, China)

(*Institute of Biophysics, Chinese Academy of Science, Beijing 100101, China)

(®National Institute for Communicable Disease Control and Prevention, Beijing 100021, China)

Abstract: [ Objective] To provide insights into the role of Suilysin in the pathogenesis of Streptococcus suis by analysing the
biological profiles of recombinant Suilysin (+SLY). [ Methods] sly gene of S. suis strain SC22 was cloned into pET30a( + )
vector and overexpressed in E. coli Rosseta, and rSLY was purified with Ni* affinity chromatography, anion exchange
chromatography and gel filtration. The hemolytic unit of rSLY was measured with human red blood cells. The cellular toxicity of
1SLY to human peripheral white blood cell and cells derived from fetal heart (HEHD, liver (HEL), kidney (HEKD, lung (HPL)
was detected by lactate dehydrogenase ( LDH) release assay. The blocking effects of water-soluble cholesterol; serum and
specific antibody on the hemolytic activity of rSLY were detected. The amount of proinflammatory cytokines in the serum of mice
stimulated by rSLY was measured by Luminex-100. [ Results] The hemolytic unit of 1SLY was 0.125 nmol/L, but the cellular
toxicity of 1 nmol/L rSLY to human peripheral white blood cell, HEH, HEL,; HEK and HPF was 20% ~ 25% . The hemolytic
activity of rSLY was blocked completely by equal molar of water-soluble cholesterol. Human serum containing 2.8 mmol/L ~
5.7 mmol/L of cholesterol in physical condition, could merely blocked 1 nmol/L of rSLY to lyse erythrocytes. The human serum
with the addition of rabbit anti-xSLY IgG to a final concentration of 15mg/ml decreased the hemolysis by 10nmol/L rSLY from
77% down to 5% successfully, but hemolysis remained 60% when tested with 100nmol/L rSLY. Although IL-1B8 and TNF-a
didn’ t display any observable change, the level of interleukin -6 (11-6) and KC were increased continually in C57BL/6 mice
injected intraperitoneumly with 1SLY whereas the IL-6 and KC level of mice in the control group only increased slightly and
quickly decreased. [ Conclusion] The data suggest that rSLY could not only lyse cells but also induce strong inflammatory
response and damage immune cells recruited to the sites of inflammation. This finding implies that serum could provide light
protection against 1SLY» and specific antibody show a concentration-dependent protection.
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