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# E: F3 % A (Cyclophilin A, CypA) Z kM R BRI R FHBERERA, LE50H T@RRy, Sw@ie
LB SN A i B R T, & CD147 vABuih- AT XA, it XoE minegeie. AR XHmATH BL21
RIASF4Ab CypA &6, AR ZEAR KR FHERRE%@IE (BMDM)., 58 5 6% & PCR #= ELISA X
sk R A I, BMDM 4k 69 IL-1B 5 K R F 9 R X K-F ¥ 2% L, Aok CypA BA 4Lt K & A e1EA .
Bl BT vA CypA B A LB RHFE S LK, BT LPS #5560 REWA L6985 K8 . 5 REG7HM,
anti-CypA Huikig 57 4L ReGAF A5k @ o e B 2R, MAGAR ARG, AL AP IL-1p ¥ RA R F T,
& 9 anti-CypA ikt LPS 89 X g B — 7 497857 2R . AR ANLYS CypA-CD147 4948 AR A 4 ¥ b, #)
A anti-CypA 4tk ) K Iz R, A LI KE DR T — 37 69 &3 Ao R0k,
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Effect of extracellular cyclophilin A on inflammatory
response and anti-inflammatory activity of antibody against
cyclophilin A

Wenbo Li*?, Wei Liu"? Can Chen'? Wenhui Fan', He Zhang', Wenjun Liu*?, and Lei Sun'?

1 Key Laboratory of Pathogenic Microbiology and Immunology, Institute of Microbiology, Chinese Academy of Sciences, Beijing
100101, China

2 University of Chinese Academy of Sciences, Beijing 100049, China

Abstract: Cyclophilin A (CypA) is a member of peptidyl prolylisomerases (PPlase) family. CypA is best known as a
ubiquitously distributed intracellular protein. It has also been shown to be secreted by cells in response to inflammatory stimuli
and oxidative stress. Extracellular CypA (eCypA) interacts with CD147 to initiate inflammatory responses via recruiting
leucocytes into inflamed tissue. Recombinant CypA was expressed in Escherichia coli and then purified using Superdex 75™
16/60. The results of Real-time PCR and ELISA showed that the expression levels of proinflammatory cytokines, such as
IL-1pB, secreted by eCypA stimulated BMDM were significantly up-regulated, indicating that eCypA played an important role
in promoting inflammatory responses. In addition, anti-CypA antibody was prepared using purified CypA protein for
therapeutic evaluation in a mouse model of LPS-induced acute lung inflammation. Antibody-treated mice showed reduced
lung injury and the expression levels of IL-1p in the lung tissue and blood were decreased significantly, indicating that
anti-CypA antibody exerted a potent anti-inflammatory activity. Our findings provide a potential therapeutic antibody for

inflammation-mediated diseases.

Keywords: cyclophilin A, inflammation, therapeutic antibody

JEFRZE A (Cyclophilin A, CypA) HA Bk ELH
W K (PPlase) &1k, J&—RhfELEH)
B ZAAE . WEASTEA RN, gieeis e
ARZEWS, CypA FE e dnfuh, HA 225
T 1 4R S A/ SRINB B8 2 9 I g I A 25 53 W )
SN, sk CypA (eCypA) FBHH i 4 151k
FaAeIE M, TEAME K AE R fE v k¥ AR
. #lan, JgZ£kE (Lipopolysaccharides, LPS)Hil
P B R L 2 W R Y eCypA, S 5718 FMR
g S Yy e KR ST A I mim Sk
B RE AT S e V462 i i AR S e 1) 2 A 1 7
1, eCypA i ®EME FTt.

VLA IE 2L, eCypA AT LLVE T 40 i i |
g0 B Ak BT 4 )8 R H % 5 (Extracellular
matrix metalloproteinase inducer,emmprin, CD147)
fF kAT, 35 CD147 LIRCIK-Z 1A g
G, ZHRZAM . PRI, T eI

B : 010-64807509

fatk, S AR R Y AT AR AR 4141
CD147 J&—Flm B ILAL i S M 2R 11, B F o
PERRE VB Z M BT, WS ZRE A EAEA,
12 T IR (0 1R 2 R A 101 2 5 9 A A S
RELL R K B R 2 R S e g™, Ml
5 2P K A KR e B A

Hi, L eCypA 5 CD147 B &, FIF %
2 3 1 5] Cyclosporin A (CsA) Fl FK-506 .
anti-CD147 $ifk . CD147 #5Hikak# RNA T4
Fe ARG eCypA-CD147 ME AR, B AT 7E/A N
o AR AP S50 B OR ARG BRI RIOCR , — R
RHEGE PG K B X AR T X — 25k
THEE A AN AT 5. 76 LPS /N Bl At i ¢
A 2 anti-CD147 duikal CsA 4bBEfE , /N
SR IV VR R PR A B Y ) R R
50% , Vil 6 95 A8 AL AU e RE SR o Bk A il
anti-CD147 HLFN CsA W4 F 244 5 e fifi FH Ho

<. cjb@im.ac.cn



ISSN 1000-3061 CN 11-1998/Q =¥ Tf2%:4f Chin J Biotech

— A HEIBTPROR 2RI K, B anti-CD147 Hilk
Fil CsA #2414 eCypA-CD147 4 & ke fi FA,
AN, T4 eCypA-CD147 BAHHAE It nT sk /b &
P S e th R R A CD4AT T 40 Th2
AN TR A BRI, R 2 e AT
FHE R H AR £ BB eCypA-CD147 %54, A
AR A —SERIER . Bilan, %FXF PPlase 16 14 )
S BEIHIF CsA Fll FK-506 AUHE SpEdi 2%, A
FEMER T BR CypA ZAM i oA 3% 35 38 K% AR
(i CypB)™M, T H.£2x 5] HL A i S 2 4 5
anti-CD147 Hi ik &} ] CD147 fdi Higk 1 1y [R) i v] ik
2: 35 CD147 HoAb Y 1EH A BN RESZ 25

i anti-CypA ik R A4 ST %) eCypA
RIEAER, A2 mAnEn CypA IEH DikE,
Kt , anti-CypA $LiffE Ry —Fibi RAEZ5 Y, 1T
FHIET eCypA-CD147 #H HAEMHIFIAIT R IERI AT 17
PRI IE = THABZ Yy, R b3 5 25 ) 1 5
IR D BIVE R A . EA TP S 52
BRI R A BUARF/INRUMREE AR 193697, &3
AT DAIE 2 D i S0 410 R S I PN
PR3P PN R A0 B 55 22 0 T R SRR, DA
RFET RO WABFFEA A LPS 5 S 1 S8 5 2 17
F/IN RSP Il R AERUIE B T eCypA f& 1 R AE & A=
AE T, IF3F— 2 50T T B8 98 RF S 1k BEL I
eCypA-CD147 MHEAEFIM A anti-CypA HLiALZEM
il 70N B Il R AR

1 MREFE

1.1 SR

6-8 JE I MEME C57BL/6 /N B [ b 5T 4 i |
RSP HRA RA ] 5 v =2 Al v =R
Bl 5k E AW I s 5L v oL iR 3R
R Agz

1.2 Rk, BKR ARk
Kk N CypA M E 4 itk pET-30a-CypA . H]

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

FHEA B TR pcDNA3.0-CypA i ARSI %
FMHEIEARTT ;3 RIBFF# TOP10, BL21 (DE3)HA
SCgR E ARAE 5 /N BB BE AT AR 1Y E W 4 i (Bone
marrow-derived macrophage , BMDM) It H
C57BL/6 /NRE B &, UK IR 4 B g an it
7R LR T-(M-CSF)i% S i i
13 FERFIRINE

o- BE & 1 ¥ . N-Succinyl-Ala-Ala-Pro-Phe
p-nitroanilide PURKJEEY) . A £ B . LPS. #HIR5E 4
#2551 B Sigma 2> Al ; Trizol I H Invitrogen 23 A ;
AMV S #5554 if  \RNase #1157 ) H Promega 23 7 ;
REMMEA R (L-1B) LA A Santa
Cruz A w]; DMEM Figedk | G415 (FBS) I
H Gibco /A#); ROX Reference Dyell . SYBR
Premix DimerEraser W H TakKaRa 2\ 7l ;
ToxinEraser " 4 & % kit £ . ToxinSensor™
Chromogenic LAL A% 2 a0 & 0 3 4307 5
A=Y B BR 2 |l 5 Quantikine ELISA Mouse
IL-1B 77 &6 F1 R&D /A 7 ; Superdex 75" 16/60
J HiTrap Protein G HP #:1lJ H GE Healthcare Jf:{ii
FH AKTA FPLC P4k R4t EIMtE
71 Spectrophotometer ND-1000 “4 NanoDrop /A F]
7 it s TECAN infinite M200 PRO i b5 1% [ %t 1
Sunrise 2] ; 7500 SEHEFE £ PCR {UE A 2 [
A9 2 5545 ) (Applied Biosystems); 2 b fr
FHERMRAR . BETR . FIR . BiPREL . W&, i
FRAN . FriElR . LWE. —HIR | VKESER S5
R oA, BT A S A AR AR TR (i)
JBe A PR F5 io
1.4 CypA ZEBXRIE. @A EIBE N

¥ pET-30a-CypA 41 Jii ki 5% 1k K W #1 o
BL21 (DE3), 37 C-Huffl B R Fid % . PRECAT
VRN 1% RIREER 1 LB WA S R 5, 4R
B 5% 6 h J 1:100 2 A 2 L 1%0 R AR % £ 1Y LB itk
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B3k rp, 37 °C 200 r/min Ji7 7% 55 3% 2 K ODeoo
£ 0.6-0.8 Z [0, BAHUDRiF AT 2R A,
157 'Jfﬁi*?%(ﬁl'? 1:2 000 fin AN LA G LA
F (Isopropyl-beta-D-thiogalactopyranoside, IPTG),
37 'C. 200 r/min 55 4 h, 500 r/min &.0> 15 min
WeBE B AA, IS SIS T A R T W B T E A T
SDS-R N MM BE I HLIK (SDS-PAGE) 7017, %
JE H M I R35 o IR R %5 8 1] 6 mol/L
ERER AR, 12 000 r/min B0 EWE, BTSY)

SR 2= A 20 mmol/L Tris, 20 mmol/L NaCl
fIZE b . FFH Superdex 75™ 16/60 43T 4li
fb, W= 1T SDS-PAGE 4+ #t LAHE H 1Y
# 1, fii /i Bicinchoninic acid (BCA) & & [
TR

¥ alifk CypA 17 | B T 37 CHEFRMH 3.

6. 12, 24, 36, 48, 72 h J5HUFE 1T SDS-PAGE
orHT, MBS HREMRE L

1.5 4fifk CypA ZEH PPlase FHRN R AT E
2EEN
1.5.1 4tk H PPlase &AM
K Fischer 2511 < poy J88 2 11 R8I 32: , s

Seldk, #Sr 2 mL VAR, A7 10 pmol/L a-
JBE 4 11, 78 pmol/L N-Succinyl-Ala-Ala-Pro-Phe
p-nitroanilide PUAKIKY) (% T 0.47 mol/L LiCl
B = L), 10 nmol/L 4fifk CypA &EH ., B
1 860 uL 0.1 mol/L Tris-HCI (pH 8.0) 5 100 pL
200 pmol/L o-BE 8 A, IREJGFE 0 CF il
Ffir 10 min DLiKBIHCEA i A gl Ak BT 15 19
1 umol/L CypA Z 120 pL, 5 min J5 A 20 pL
i 7.8 mmol/L VU ik IK # N-Succinyl-Ala-
Ala-Pro-Phe p-nitroanilide, iHG#EIES 5] % 0 .

4866 HHE 5% 390 nm 4k OD {E7E 60 s YK
84k, L& 20 mmol/L Tris, 20 mmol/L NaCl %%
Ml %R, 0.1 mol/L Tris-HCI (pH 8.0) 25 1,
AR IR R ERAE 0 C,

B : 010-64807509

152 4ifkEBEHNEFTREBRIERKRNE
HALUMEMIL R R B (PMB) ECAA
FI N R PR IR A T, aifbE A4 0.22 um
RS DRBR A Je BAE, 28 TR 2 Bk 9 25 2R WA AE bk
YEWE , 1#FH ToxinSensor™ Chromogenic LAL P #
A IR e N B R A
1.6 anti-CypA % 5z FEHiRHl & R4k
1.6.1 ¥Rz
BV 2% I H iR SR 2K E S 2 000-2 500 g,
WMEE 7-10 d, BIRRETLFH R H— R
(1 d) HUE K pcDNA3.0-CypA 0.5 mg Fi4iifk
CypA M 1 mg 5 5 I [T 58 244 5] (Sigma 24
Al) FLLRIRAWEKPAY B, REEHET
6-8 si. BUSMIE TS ARG s, B Ik
(22 d) FEE =R (36.d) Ml 0.5 mg itk
AR A2 2R FLAL R IR G W TE K hA
P, ZREIET 4-6 sy Kl m g 2,
fii 1 mg 2lifb 8 P s %% —k (50 d).10d )5,
FRI KA Z AT, B4 Ky 100 mL &
T 4 CUKFHIR, B0 MIEY 40 mL, S35
-80 CLRAF# .
1.6.2 ZriEHik
HEDBCET, M 4 /5143 60 mmol/L i
FRZE PR, AE pH 4.5, 140 IMAYIR, =
TEEFE 30 min, 4 CHFE 2 h DL E .o B,
JA 1/10 14FLfK) 10xPBS, JHZE pH 7.4, 74 C
ZMEF, LL0.277 g/mL I ABRERSE, #EFE 30 min,
FrEA R BEOUEEDTE, T 20 mmol/L Bk
BHZE P (pH 7.0) ', fdi ] HiTrap Protein G HP
FEMZMT, LA 20 mmol/L BB Z% vhil (pH 7.0)
FAEMYE, 0.1 mol/L Gly-HCI (pH 2.7) BEi. Uk
SEaifb bk, B E PBS H, BCA Lz
T,
1.6.3 Western blotting % EHiA A Stk
il %/NEL BMDM 4, Jin A M-CSF 5%,

<. cjb@im.ac.cn
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F 37 C. 5% CO, £ T 5% 2 4 M 7 fh U B
FH 240 0 24 % % (150 mmol/L NaCl, 20 mmol/L
4-$2 L FEWR R TR (Hepes), 1 mmol/L EDTA,
1% TritonX-100, 10% i, & (A EE 6l 5) Ui
M, 4 ‘CZLf#% 30 min, 12 000 r/min 2.0 80 F1E,
B 5x FARESE WP , 95 C AL FRAE 10 min, [A]),
ST IR 8 PR R I 0 o0 A B I LR A, W05
Vel )G T/0 i PBS HIA 5x ERESR vhi, 4 Lk
b PR I 5 A 2 R — )34 T SDS-PAGE, &
%% % PVDF £ (15 V, 25 min), & 1% BSA
1 5%BEAE W5 TBST & 7%, i FH 4l Ak 5 bk
) 1 : 20 000 YEK—4t, LARLEHT B-tubulin (1 : 2 000)
KNS, EIRMEE 1h, TBST ¥ 3 Yk, 4% 10 min.,
THUREBURESIR, 15 000 MR, =0
H 1h, TBST ¥ 3Kk, fK 10 min, fEHKY 2
[ENEWI A5 RTS
1.7 eCypA X/ BMDM H 4 E E FRiAK
Sa:EA )
171 ZAfusEs Rabs

BTE 10% FBS () DMEM 1537 3 rp Js AL 85
24 M-CSF i 3404k i) BMDM i Fi 24 Jfa %1 7] 1)
T, WATIRAR I, WBE 1x10%mL FHEA
12 fLIE SR, 37 C. 5% CO, it K E 4
T BE 4k TC I DMEM 853335, AR [\ 1 4
eCypA T AT K77 4
1.7.2  BMDM H R B F Rk K 6l

R IR, T Trizol #2HC RNA, DL
oligo(dT1g) EATI¥I, AMV S ¥ 548 (Promega
ONE]) SRS OV RTE cDNA, WK R
12 uL RNA. 4 puL oligo (dTyg). 16 puL 2.5 mmol/L
dNTPs. 1 uL AMV S50 | 10 pl 5xAMV ¢ s
# . 1 pL RNase #lil5), JnizE Kb 582 50 ul.
i FH S0 56 5% 2 # PCR (QPCR)  J7 W46 1L-18
IL-6. TNFo HJRIAKF, SOk R4 2 b
cDNA. 0.2 umol/L 5%, 0.4 uL ROX Reference

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

Dye II .10 uL SYBR Premix DimerEraser (TaKaRa),
TAKZE K AME F] 20 pb. f# F 7500 S2H3E i PCR
1T gPCR Sy, Ct {ERWARFFNE—4 95 C
30s, %04k 40 AR, 45 95 C 5s, 60 'C 31 s,
BAFEMES 3 WK, DL b -3- B iR A
(Glyceraldehyde-3-phosphate dehydrogenase, GAPDH)
HNZ, FIFAR 27020 HA N ik &

A MR I UL, SDS-PAGE JA ¥4 2R
H¥%#% %= PVDF i, HMHLK, —dihmEh
IL-1B (1 : 2000), —HiWFHifk(l : 5000), LA
BT B-tubulin (1 : 2 000) HNZ:, FIH] Western
blotting Al 1L-1p FRik K-, BRI =LA 1.6.3.
1.7.3 BMDM E#EH IL-1p Rk BRI

WA B ZH AN M TR, R FH IR H g5 W ik
55 (ELISA) W & A4 M b 3s v R PEE - 1L-1p
B &, W2 7 4% Quantikine ELISA Mouse
IL-1p SR & u B itr, Bk 3 AER, T
490 nm AbSEHL OD fH, 4HilbniEdh kIt &N
fpies
1.8 anti-CypA #iifk3t LPS 5SS K/ MR 2 MERH
RIATTMRIFM
181 KT LPS SRR

B 6-8 JEMEME C57BLI6 /INEBEHL A AAs F14H
(PBS). KIAYTHL (LPS). JAYT4l (LPS+anti-CypA)
32, HH 5 Ho AHAR /NS 50 pL
PBS, ARIGTTAANAITA/NRAE SRS, &/
B EATE 3 g LPS (T 50 uL PBS).
1.8.2 JAYTH anti-CypA Hitkshzh

Bt anti-CypA #if& 200 pg i T 300 uL PBS
i, F LPS 5% 24 h A i 4425 —Ik, LPS
BRE RS2 —k, k.
1.8.3 IMEFIMFHLE A IL-1p Fik /KA

KKy 18 hJr/NRIRBREUL, 10 1 AR
7 (Alsever’s solution) 1, {iiH Trizol #£HL RNA. [F]
AP ERCINERUIAE , FREEJS A Trizol W, 3 000 r/min
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B0 5 min ZBRUTTE A K BEULIH B E4R I RNA,
2% RT-PCR J& 1| F S8+ % 1t PCRAXGHA T gPCR [ )i,
LA GAPDH HINZ:, FIFIA 2245 IL-1p 41
Xk, STk AR 1.7.2,
1.8.4  fiideBoR I KOs Y e

s/ NRIRE R E R, FHA (i %=
Jifi B MR x100) T AR R 4R E SR U R
IR, IR Mt s A 10%H . 43
BT 109% 1 R [ E 48 h, & K&V S
WP A LRVERERY) R W U 4 H&E Jefh
Ja T8 gl 5%

2 HER5AW

2.1 E CypA ZERBIFRIEFAL L

4 pET-30a-CypA F5 AL K #TF i BL21 FfE4 T
PRk, WEGRRZ S G .0, Ut
FEVERIG A 6 mol/L #HEEAAE T, SDS-PAGE
B iR E 4 CypA EABRKNL. W
Kl 1A PR, EADEWIEIEARSE, TR
b 24 kDa, SHUHAR/MARF. FrAR AT 2 M
Wi 5, FIFH Superdex 75™ 16/60 J2 BT EE 42 H
BT, FFH SDS-PAGE %@ HE 46 . Wi 1B
[, FriS & LTE 24 kDa fE7E H i 44, ToH
f ey, FLali g AE 90%LA I
2.2 CypA ERHIFRE M

W oAb 8T 37 CHRE IR, /5T
3.6.12,24.36.48.72 h J5 1T SDS-PAGE,
LEIRANE 2 FiR . CypA & FA7E 37 C 24 h N AT {4
FrfasE, G2 CypA HlBaniszF, 15
BHEIISTE 12 h AN, HEBR T H1 T CypA 2 R i
X S5 45 B 5
2.3 CypA ZEHHY PPlase ;& MM

CypA 1 HA PPlase i, ATk & &R
AR R DA 5 ) G 0 B4t . 1) P BE 2 11 il

B : 010-64807509

BIIE T 2 mL AR R, id5% 60 s Y 390 nm 4k
OD {754k, Lk ODggo X t (S)VEEI . HIEI 3 AL, 5
25 FIXHIEAH L, A CypA Bk A 2R BRI,
] 24~ CypA IR HA PPlase {& 1.

A B
kDa 1 2 kDa 1 2
63 63 — =

48

35— —
-
17 —

11—

35

25

17

11

B 1 E4H CypA EZHHRY SDS-PAGE 5 R

Fig. 1 SDS-PAGE analysis of the recombinant CypA. (A)
1. protein molecular weight marker; 2: pellet of the
post-induced bacterial lysates from ultrasonic disruption. (B)
1: protein molecular weight marker; 2: purified recombinant
protein by molecular sieve.

2 SDS-PAGE #ill CypA ZERMITEE M

Fig. 2 Determination of CypA stability by SDS-PAGE. 1:
protein molecular weight marker; 2-9: protein samples
incubated at 37 ‘C for 0, 3, 6, 12, 24, 36, 48 and 72 hours,
respectively.

<. cjb@im.ac.cn
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1.0 -
09+
& 08
07 L - Blank
- Sample 1
0.6 - —A— Sample 2
0'5 L L 1 1
0 20 4} 60 80

t(s)

3 CypA &HH/ PPlase i& M£4&
Fig. 3 Determination of PPlase activity of CypA.

24 CypAZER®H W%?E’Jﬂ%

PMB ml 5N RR MG, LUEW LM
PMB ﬁ@aﬁx—?ﬁﬂﬁima%‘%z BRARRE , AR S 1 b 25
PRINFER . HaifbEAS 3 IEBRNER, HZEk
BRI R IR I . #5055 R 5 Y B R
b R T A R T e R IS 0, SE R Bk
5 o ot LRI 1 2 € AT ) 22 /0 T I N
Ko, g RNk 1R, 3SMEEMINEER S
HILT 0.000 3 EU/ng, 74 S50 o] 43 550k
NBE 2R AL TS A A 53 L

2.5 anti-CypA #i{kB) Western blotting 5 #
W T L T 28 TR - PR L I 2P 4k Je A
HiTrap Protein G HP #: ()2, RS 4lifb /5t
&, PBS Pt , M EN 3.3 mg/mL.
h TSPV AR, Kaifb)E anti-CypA T
{4 1:20 000 F&BEAEA—Pt, FIH Western blotting
X BMDM (4t il 24 R ik CypA B K
PR A TR . P& 4 W] L, anti-CypA FifAn]
PR BMDM H124°4 18 kDa ) CypA 11 .
FEET XL R AR DU, R SR WIS DU 1) L At oy
SPESRT, BAE 24 kDa Ab 253 oM IR, R0
W Bk, FATHEH anti-CypA HUIARER A 2L
MO FUR R Rk R G R IA Y CypA .

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

x1 CypAEHHNSEZS=HNE
Table 1 Determination of endotoxin contamination

Endotoxin Protein Endotoxin
Sample concentration concentration contamination
(EU/mL) (ng/mL) (EU/ng)
1 0.041 16 143.651 7 0.000 29
2 0.032 44 113.314 6 0.000 29
3 0.044 39 218.932 6 0.000 20

2.6 eCypA ¥/ iR BMDM HRIER FRIER
A

1E C57BL/6 /Ni. BMDM il A eCypA, &
W51 0.1, 0.5, 1, 2 umol/L, 9 h J5IAE4
i, FIF qPCR A&l IL-1p ka2t HE
5A 1] I, eCypA 7t 0-1 pmol/L G [Fl M Bl 5 7] &
R, IL-1B Rk wr bz 4 m, 2B IL-1B £k
XS eCypA FlmAFTEMMGPE, {H24 eCypA W&
IEF] 2 pmol/L BF, IL-1p FikE B E FFE, WhE
5wt eCypA XA ™ A s FHAE A G A
eCypA 12 h J5UE4NIE 35, FIF ELISA J7iki:
I BMDM 4361 IL-1B (& it HEl 5B AL,

kDa 1 2 3
48 — —
35 —
25 —;
17 —

4 Anti-CypA ik G IEEE

Fig. 4 Identification of anti-CypA antibody by Western
blotting analysis. Lane 1: protein molecular weight
marker; Lane 2: CypA protein expressed in BMDM cells;
Lane 3: pellet of the post-induced bacterial lysates from
ultrasonic disruption.
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A

15+~
5 *
S 10k
f=
1] sk
o
5 *
5 St
-
k|
& ]

0

0 0.1 0.5 1.0 2.0
Dose (umol/L)
B
40
E
e, T
Z30k
[ =}
=
g
E 20 -
2
3
@ 10 -
. O 1 1
0 0.1 0.5 1.0 2.0

Dose (umol/L)

C
Dose (umol/L) 0 0.1
Pro-1L-1B

05 1 P
B-tubuin MG S S

5 eCypA FIExt IL-1p RixKFBIE M

Fig. 5 Effect of eCypA’s dose on expression level of
IL-1B. (A) gPCR analysis of IL-1p expression level in
BMDMs stimulated by eCypA with different doses for
9 h. (B) ELISA analysis of IL-1B concentration in
supernatant of BMDMs stimulated by eCypA with
different doses for 12 h. (C) Western blotting analysis of
IL-1B expression level in supernatant of BMDMs
stimulated by eCypA with different doses for 12 h.

25 FIRESR AT 0.1 umol/L FE 5 R BER 2 IL-1B,
1 pmol/L #£ i IL-18 & B & F 0.5 umol/L
Feidho X4 eCypA REEIAE] 2 umol/L B, FifH

B : 010-64807509

IL-1B & 2 TR A4 5 A Western
blotting Jy 72 46 I 41 B pro-1L-1B ik & aY A1k .
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Fig. 6 Effect of eCypA on expression levels of
inflammatory factors. (A) gPCR analysis of IL-1P
expression level in BMDMs stimulated by eCypA for
3, 6, 9 h, respectively. (B) gPCR analysis of IL-6 with the
same treatment. (C) qPCR analysis of TNF-o with the
same treatment.
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