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 E:. [84]) KA IEIK CATH-BI 2 95 4 K MAFE RS218 B4 %5 Rk 48 J(BV2
4m ) K IE R L b %o BAE R AUH] . L7 i5 Y A28 RS218 B )RR tm oAk h R EAER!, KIEH0h
Mock 21, RS218 2 #2042 CATH-B1 R4 #2+RS218 2 440, K F Cell Counting Kit-8 (CCK8)iX 7l
S e ), @i H R EOEA N CATH-Bl sl A& K #rafeta i 69 55 A%, BRBE %
TR M kA K B F & 4 f A& (interleukin, IL)-1B. TL-6. IL-12 =¥ 3758 B F -o (tumor
necrosis factor a, TNF-a)4%, %A % X% ¥ PCR (quantitative real-time PCR, RT-PCR)#& %] IL-1B
F= IL-6 mRNA & A KT, & & JfFP &4 47 (Western blotting)ik A2 4m ie P 45 K B T & & KkAz B
F «B (nuclear factor kappa-B, NF-kB) P65 #= P-P65. % % & 7% 4. % & i B (mitogen-activated protein
kinase, MAPK) ERK #= P-ERK #9%& & &2 K-F. [4 R] CATH-Bl 2 F 4K 7T RS218 #-F 4942 £
e B F IL-1B. IL-6 A= IL-12 9 K-F, R & 2 FH74] IL-1p #= IL-6 mRNA & i&, K% CATH-B1
3t 4nH G R AAZ R R E# ok, {2 CATH-B1 %64 8 E474) P65 #= ERK #di v & @ ey kik, [4
#1 CATH-B1 i@ i 47 4] NF-xB #= MAPK 13 5 i@ 34 4 & A Rk K A5 37 4] KEAE R, 4 I 9 40 ) Ak
AP 2 KIEAH AT F AR,

Xx82i7: CATH-Bl; M/ BmRMEXAATR; PIRF@l; XJE; NF-«xB/MAPK 1z 5 i %

TN H « 5 U T (2021 YFD1800800); - 5% A2 £ A G 0 T H (NCTIP-XD/C17)s - HLPCTH AR5 7 Mk 3R
& R T H(CQMAITS202312); V6 B K 224 58 A2 BHIF AT 1 H (SWUS23134)

This work was supported by the National Key Research and Development Program of China (2021YFD1800800), the National
Center of Technology Innovation for Pigs (NCTIP-XD/C17), the Chongqing Pig Industry Technology System
(CQMAITS202312), and the Southwest University Graduate Research Innovation Project (SWUS23134).

*Corresponding author. E-mail: penglianci@swu.edu.cn

Received: 2023-12-10; Accepted: 2024-03-18; Published online: 2024-03-18



2382 XU Yating et al. | Acta Microbiologica Sinica, 2024, 64(7)

CATH-BI1 inhibits extraintestinal pathogenic Escherichia
coli-induced inflammatory response in microglia

XU Yating, PAN Yandi, XU Liuyi, FANG Rendong, JIANG Sha, PENG Lianci’

College of Veterinary Medicine, Southwest University, Chongqing 400715, China

Abstract: [Objective] To explore the effect and mechanism of the antimicrobial peptide
CATH-B1 on extraintestinal pathogenic Escherichia coli (RS218)-induced inflammatory
response in microglia. [Methods] We used RS218-infected mouse microglial BV2 cells as the
inflammation model in vitro and set three groups: Mock, RS218 infection, and CATH-B1
pretreatment+RS218 infection. The Cell Counting Kit-8 (CCK-8) was used to determine cell
viability. The colony counting assay was used to examine the growth, adhesion, and invasion of
bacterial cells. Enzyme linked immunosorbent assay (ELISA) was employed to determine the
concentrations of interleukin (IL)-1pB, IL-6, IL-12, and tumor necrosis factor (TNF)-a in the
supernatant of cell culture. Quantitative real-time PCR (RT-PCR) was performed to determine
the mRNA levels of IL-1p and IL-6. Western blotting was employed to determine the protein
levels of nuclear factor-kappa B (NF-«B) P65, the mitogen-activated protein kinase (MAPK)
extracellular signal-regulated kinase (ERK), and their phosphorylated forms. [Results]
CATH-BI1 inhibited the RS218-induced secretion of IL-1B, IL-6, and IL-12 and mRNA
expression of IL-1p and IL-6. However, CATH-B1 did not affect bacterial adhesion or
invasion. In addition, CATH-B1 inhibited the expression of phosphorylated P65 and ERK.
[Conclusion] CATH-B1 plays a vital role in reducing inflammation by inhibiting the activation
of NF-xB and MAPK signaling pathways. The finding provides a basis for elucidating the
mechanism of antimicrobial peptides against neuroinflammation.

Keywords: CATH-BI1; extraintestinal pathogenic Escherichia coli; microglia; inflammation;
NF-«B/MAPK signaling pathway

WA 74T TR (extraintestinal pathogenic NS S5 A4 A R R 2 R G B B R SR

Escherichia coli, ExPEC)BE7ESE E M oh IE# 4HZH
A E I R Y, SRR | R
A . WBE SR, e U R TR
NS AAIE AL 4 s AR AR R G 02
ExPEC J&Yety Ay B A BOR R AL, 7] 5|k
PR B0 A i SNV, X5 B AS 1T 3 ) HR o o 28 2R G 4t
i, SEICT-MBEED. RS W AE, B
TARCRAE , Bl 5 FRAE MY 2 ) Tohi A R A =5
A5 FHRBTIE EXPEC I RHRLENT .
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B M A P T B e 2 ARG S P
TSP IR R AR S, /NS B A A 6,
BET 2 PRAG A AR 28 G RE I — R FRY . B /MR
JRANAE Toll #£3Z{A(Toll-like receptors, TLR)#
T, NP EAZBAZKE T B (nuclear factor
kappa-B, NF-«B){55 i B4 05 , 9K 30 T i 98 0E
B By ik, A FE B4 L A & (interleukin,
IL)-1a, IL-1PB FIRIEIRFER F-a (tumor necrosis
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factor o, TNF-a) 1Ak, T A A/INBE 5 40 i £
P 22 24 )70E Ak 2] 11 P (mitogen-activated
protein kinase, MAPK) {5 51l %, r=A 1G4 16
PERFRIZBEMEYI BT, TS 5 il M RERE A |
AN R 2o seT= 0 R, il
2 I3 A0 R 1) 5 T AR A 28 R A T 7 1 o

P IR A A DA AL TR, SR 4
1 A 2B B AT AR TR Ny T 2
N o N b Lo 0 W/ A 05
PR EABLR . BUiE . BUREEMPUESER
AES K CATH-B1 & cathelicidin Z P
ik, 58281, CATH-B1 1] LIZ5& 4N NE 2k
(lipopolysaccharide, LPS), Jil/b & EitE K
PR5 T TLR4 J00E , AT JRIXG g 240 i o
RYNEHEF IL-1B. IL-6 F1 TNF-o %L,
CATH-B1 il i B 4% 555 B MO Z5 & D T BEL Lk
BEEAANNG, A RPUREEES sk,
CATH-B1 #] A4l TLR4 F1 c-Jun N S /it
(c-Jun N-terminal protein kinase, INK){5 5145
FPTs, WA TR F 1 (interferon
IRF1) 1 + 4 £ B
(interferon-B, IFN-B)FIE , M MXIHTOhAE R %5
(e H R CATH-B1 X -4 B4 i 48 R
AIAE F B AE AL 16 A B A

Ktt, AT S CATH-B1 #E17fiikk
B, LA TE RIAFT I RS218 B /IMik
AR ME(BV2 40 M) VE R (R0 i e AERL Y, g%
CATH-B1 X 4 ifd & A4E PRl F- 435 40 b 1 A1 IL-1B
IL-6 mRNA /K FH520 , #£5% CATH-B1 % BV2
YA AR P ORI E A s I CATH-B1 X 4 B %6
MHRZZ AN AR, R CATH-B1 X 41 1 2 Bt
NI EIAEA s e Fot CATH-B1 X4 4 1 %
NF-kB Fl MAPK {5 538 A OCER I AR, ki
7n CATH-B1 % RS218 5% BV2 A 4 AE IHLH
TR RPN A 2 S A R B PEE S

regulatory factor 1,

1 S

1.1 EFERF

BV2 /BT L(CL-0493) g [ 27 % 5
HRHEARA T ; DMEM Rt HEE.
BERE R | JEME . TRIzol, IL-1B. IL-6, TNF-a Al
IL-12 J Bk % %2 W B 9 2 (enzyme linked
immunosorbent assay, ELISA)] &34y 5 FEWR
AR B (P ED A RA R G4 T (fetal
bovine serum, FBS)IW [ 754N AU A= Wik A FR
O3]y LB B FRE A T 51 A B A R A
H; Cell Counting Kit-8 (CCK-8)W¥y [ It 5t 1803
FEEFEARA R ; Evo M-MLV [ 3% s iR
A S AW SR R A TR A R A E
Universal SYBR Green Fast qPCR Mix I H 7%
F A s A WA PR H] s Bifsks A B B
R TR AL S A FR A F] 5 Acryl/Bis 30%
Solution M H 4 T A9 T8 ( Fis) B A A R 2
Al; BSA W ALt R ARG R A A G
ATk H DU LAY TR R A Al
PBS #Kfil 1xSDS-PAGE HLIKZ% i W H I it
B A BRAF; P65 HUiAFI ERK Hiik
WA AL R AR AE Y E R AR A F]; P-P65 |
P-ERK $U{& I [ Cell Signaling Technology /A ) ;
LPS. RIPI #f# k. il 7 38 (TritonX-100) .
SDS-PAGE [ EAEZZE Pk . HRP Aric Ll=Et
L IgG. WB W52 # . HRP bric L4t 1gG 1
WA A RAEYHAR RS AR A F
1.2 EK

A JEPIF K CATH-B1 W H iR A YR
HAMRAR, KM Fmoc-EAHS ML, it
I R ROROR (35 43 2945 3| 41 B >95% ) CATH-B1 .,
FHICTHE K B: CATH-B1 % 1 600 pmol/L (%17
WRE, T80 °C VKA R HA-AT -
1.3 BINBURMERBITE

FoBAE LI R KIZAT R Pk RS218 H4E
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ARl 2 T AN R G . IS B % 80 °C
PRAFIIBR, 76 LB Al b R IR A o X 4]
28, BT 37 °C 553544 (ThermoFisher Scientific
ANFDEEFRRE 5 . PRI EEYE T LB WiAs:
FRFEH, FE 37 °C fHIRFRIK(H N 55 R AL il i
AR w]) 180 r/min $55% 6 h, HBUETXIEUEK
W1 WO, R &3 (multiplicity  of
infection, MOI) Ky 5 #4741 it Jak g .
1.4 HHAEIESF

BV2 Al iEFh T4 10% FBS., 1% 5 & X LU
K 1%5E45 2% DMEM $5355:, BT 37°C. 5%
CO, i i 5% 346 (ThermoFisher Scientific 23 )
Bigt, HAMEERKE 80%N}, FEEHNILIL
UM IRy, RS EA S 2% FBS. A
FOWPTH) DMEM K55 a2 7 i 40 i 85 5%
PU DA U TR R 4 P o B A Il s R 2
1.5 st

R A7 200 b0 3 % B A R £ B CCK-8
KA GRS, 78 CATH-B1 Hikb# 2 h )5,
4EfLANA 10 uL CCK-8 J&M, TERSFRAIPINE
3 h, HAREFR{Y(ThermoFisher Scientific 23 &) E
TE 450 nm &b AW G BE
1.6 MEAEKIRE

¥ CATH-B1 5 RS218 F 37 °C H; 354 4L %
51,2, 4, 8h, 1000 f5FBER, RHUIK
B SR fE A
1.7 BEEX 9% I B3 (ELISA)

AbBRA (# F CATH-B1 WAL H40ff 2 h, PBS
PE 33, RS218 /&Yt 2 h Ji7, MIA 250 ug/mL )
RKFER, TR M 4kSi5 3% 22 ho Mock 21
Xof g Hi AT i 1 SR L0 R 2 h, PBS Uk 3 ki,
FEANAB B R IEMEE 2 h 5, JILA 250 pg/mL
PR KRER, TESHFAEDAREESE 22 ho Mock
20 55 Ab 32 XoF A M ) 7 R R D SR IR AP A T
AR L AN 4 A RN B3, T 4% B ELISA
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RS U 2P BE, K IL-18. IL-6, IL-12
F TNF-a B2 Ko ZE#85Y CATH-B1 40 FH H
FXF BV2 4 0 R AE B 4 W 52 T B,
CATH-B1 FilAbBRA 2 h, PBS %k 3 i, HIAHT
0 155 JR FEARSEIE T 24 h, Mock 4 %0 1 Hu i A BT
BERESEILNFE 2 h, PBS ¥ 3 i, FUINAGH
BRSNS T 24 ho WOHE 45 2H 20 M 4 v Fn |
W, KM IL-18 1 IL-6 F 0 WKSF

1.8 X B R X E=E PCR (quantitative
real-time PCR, RT-PCR)

CATH-B1 TiiAbPRAAME 2 h, PBS ¥k 3 i,
RS218 &L 2 h 7, LA 250 pg/mL B PR KR %,
TER SR AL SR 1 h A4 h )5, FERF L
%, PBS ¥k 3 3. Mock ZH i FF %0 0 307 S 1% 55
FEWEE, Mock 205 4 PR X 40 A A 087 B RN TR TR
AR [) A 64T A FH TRIzol B $R BN & RNA,
Evo M-MLV [ %% S AR AU 1) & 2 5% o cDNA,
JO Fil RT-PCR 354 #8460 TL-1B 1 IL-6 ) mRNA
K. 51914 B-actin (F: 5'-TGG AATCCTGTG

GCATCCATGAAAC-3'; R: 5-TAAAACGCAGC
TCAGTAACAGTCCG-3"). IL-1p (F: 5-GAAATG

CCACCTTTTGACAGTG-3"; R: 5-TGGATGCTC
TCATCAGGACAG), IL-6 (F: 5'-TCAATGAGGA
GACTTGCCTG-3"; R: 5-GATGAGTTGTCATGT
CCTGC-3"),
1.9 HAEFHMRERE

CATH-B1 #igbHZ0/ 2 h, PBS ¥t 3 i,
RS218 )&%t 2 h J5 ,PBS %t 3 3, 0.1% TritonX-100
FIRBEANE 10 min, WEEZSRRIRATEED A
FHI SR 284 M8 CATH-B1 Tikb3 2 h, PBS
PE 33, RS218 J8&L 2 h J5, PBS ¥k 3 i, 250 pg/mL
B PR KB ZIFE 30 min AFEMISNE, PBS ¥k 3 i,
0.1% TritonX-100 Z i ZLAR 2L 10 min, YR
IR B R R 2B R B, BT AR S
{RZBHM I BB R 2B
1.10 ZHE A % B R 38

SR 2 B =L S — AR AT 2.5 pmol/L
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5.0 pmol/L % CATH-B1 4331 5 LPS Ft[a] gb 3
24 h J5, WURA A AN ALAA AN 3 . Mock 41
SR 3G 52 s, HAR LR S b3 —
o B AR YT A 2.5 umol/L 1 5.0 umol/L
CATH-BI1 43 %I TiA P40 2 h, PBS ¥ 3 i, LPS
JEE 24 h J5 , WA A 4140 i 247 B A 13 . Mock
20 AH DR B G SR B, AR BR S A PR —
o KDL L 2 Rl =0 20 i AR v P
IL-1B A4 3 H iy 1L-6,
1.11  ZE B RENZE 5 #T(Western blotting)
CATH-B1 Ti4bPE 2 h J5 ,PBS ¥k 3 ik ,RS218
YL RN TR E ], B 15, 30, 60 min, 32 b
7, PBS ¥t 23, 1xSDS RN, KIEE
5 min i 2 (1 5 AE M . Mock 20 H {5 fof £ 5%
HE, HALRS A —8. /A 12%8
SDS-PAGE, 244 # T PVDF JIE I, 5%/ BSA
HHBERRIGE T, 5% AR Wk £ AR BEIR 1L
HH, P4 CHELHR, ZHERMEE 1h,
ECL R W%, M Image) 47 5T .
TEFRSY CATH-B1 AL B L X4T BV2 i M4 555

A B
150 — 9.5
- 9.0
£100 - — T, 2
2 E
i =
= 8.5
z S
o &0 =
3 8.0
ollil I 7.5
F o >
&
S o
. C
@0\ (Q\OQ\)
N
L+ QQ
G

WSy, ZbFZH CATH-B1 B E 400 2 h,
Mock A1fd LR BEE IR IEBE T 2 h SRR,
I TRA A —5,
112 FitESH

il SPSS A {iF4 74045 53 Hr, GraphPad
prism FHITLE, * (P<0.05) M A S ITF2E
5, % (P<O.OD)ANA B ERNGITFER,
(P<0.001) A B E MG T2

2 ZERE54

2.1 CATH-B1 X} BV2 4HR85E S FN4HE 4 4K HY
2N

K CCK8 il &7l CATH-B1 X BV2
2 3G 7 B R B VR TR0 PR CATH-BI X
AEE RS218 A Kz, e 3 MAged, 435l
EXNIRZ . 2.5 umol/L CATH-B1 2071 5.0 umol/L
CATH-B1 #. Z5RE/r, SXTRAML, WA
4 2.5 umol/L CATH-B1 #i1 5.0 umol/L CATH-B1
X BV2 A EAFHEERGE 1A), KEN
2.5 umol/L 1 5.0 pmol/L CATH-B1 Xf RS218 i}

— Mock
— 2.5 pmol/L. CATH-BI
5.0 pmol/L CATH-B1

1 CATH-B1 33 BV2 ZHAEE 4 K% 33 RS218 K BIF20T

Figure 1

Effects of CATH-B1 on the activity of BV2 cells and the growth of RS218. A: Effects of CATH-B1

on the activity of BV2 cells. B: Effects of CATH-B1 on the growth of RS218.
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=24
)2

AERICEH B2 (K 1B), HibiEE 2.5 pmol/L
5.0 pmol/L 3X 2 M FE AT 5 2215 .
2.2 CATH-B1 ¥ RS218 £S5 BV2 4ff
K2 R E 53 i BY 22 )

FIFHU EE N 2.5 pmol/L F1 5.0 pumol/L fY
CATH-B1 FiiAb 3 BV2 4l 2 h, SR)5 ] RS218

J&Y 2 h, i ELISA V546 I 20 i 2474 b 5

PERF IL-1B. 1L-6, AR FR3E byl b R 1
- IL-1pB. IL-6., IL-12 il TNF-a A28 7K .
5K, CATH-BI fE ik 25 1) 5 1 b 410 1
BV2 Ziififg+H IL-1B (P<0.01) .IL-6 (P<0.05)F1 IL-12
(P<0.0) [ R MR T 897" 4, {HX} TNF-a
()43 1 TG B 2 (K] 2), UiBH CATH-B1 41l
T RS218 55 BV2 40l i &M 240 M X 53 W

=
Ainl 1 IR L L L WL

~ > % v D D D T D O O
RCRIE OO RGN W

2 CATH-BI *f RS218 i%S BV2 A4 M40 E F 43 il 89§ 0

Figure 2 Effects of CATH-B1 on the secretion of inflammatory cytokines in BV2 cells induced by RS218. A:
Effects of CATH-B1 on IL-1p secretion in BV2 cells lysate induced by RS218. B: Effects of CATH-B1 on
IL-1P secretion in BV2 cells supernatant induced by RS218. C: Effects of CATH-B1 on IL-12 secretion in BV2
cells supernatant induced by RS218. D: Effects of CATH-B1 on IL-6 secretion in BV2 cells lysate induced by
RS218. E: Effects of CATH-B1 on IL-6 secretion in BV2 cells supernatant induced by RS218. F: Effects of
CATH-BI1 on TNF-a secretion in BV2 cells supernatant induced by RS218. *: Significant difference (P<0.05);
**: Significant difference (P<0.01); ***: Significant difference (P<0.001).
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2.3 CATH-B1 ¥} RS218 55 BV2 #ijf
IL-1p #0 TL-6 mRNA FRiX R0

7 B Hf CATH-B1 X RS218 5 $: 114
RAEWIINHIER, FIAWKE ] 5.0 umol/L HY
CATH-B1 fil4b¥E 2 h, #RJ5 RS218 &4t 3 h #
6 h, i#it RT-PCR # IL-1B #1 IL-6 ) mRNA
K. ZER PR, 5.0 umol/L i CATH-B1 3%
FAAIE RS218 /&L 3 h (P<0.01)H1 6 h (P<0.05)f)
IL-1B f%E 55K, CATH-B1 ZbFRLH7ERYL 6 h
J&, IL-6 ) mRNA 7KFAH% T RS218 J&R Y4 1
T H(P<0.01) (K 3). 250380, CATH-BI fig
WEMH RS218 5389 BV2 4 48 E K1
IL-1B A1 IL-6 mRNA f) £k,

A C—Mock &= RS218
5 0 =35.0 pmol/L CATH-BI+RS218
. %k

s = |

1.0 ir%

0.4 ok

03 L

02 L

on | ﬁ

0.0

3h 6h
kk

1

—_

IL-1B mRNA expression/p-actin

N T T 1

LN O noO

0.05 |

IL-6 mRNA expression/B-actin
=)
=
T

0.00

3h 6h

3 CATH-B1 *f RS218 iS5 BV2 44 IL-1p FA
IL-6 mRNA FiX B 5203

Figure 3 Effects of CATH-B1 on the expression of
IL-1B and IL-6 mRNA in BV2 cells induced by
RS218. A: Effects of CATH-B1 on the expression of
IL-1B mRNA in BV2 cells induced by RS218. B:
Effects of CATH-B1 on the expression of IL-6 mRNA
in BV2 cells induced by RS218. *: Significant
difference (P<0.05); **: Significant difference (P<0.01).

2.4 CATH-B1 ¥ RS218 B BV2 4HAAY
FHHMT R RN

1 3 A IE B 9T CATH-B1 X RS218 Jgk
g BV2 AEI R R 2R . G5R BN,
5.0 pmol/L CATH-B1 JFfARHHE#Zm RS218 X
BV2 2L R 2B A . A5 R ERI,
CATH-B1 & B I 52 1) 20 B4 266 FFF A 400 P 1) R
J1(F 4), 388 CATH-B1 FAK A AE A VE FH 3 1
A ) G PR T IR AR SE A o
2.5 CATH-B1 ¥} LPS 55 BV2 fHpEZ 14
YHAE EF TL-1p #0 IL-6 4359 B9 200

N T gE— U CATH-B1 21538 i B %
YERITFAHTE I LPS >k & #5 B A S E 4 M R 1)
YERL, X BV2 ZiifiEAT T LPS fild . 25 R,
X4 CATH-B1 5 LPS It[R4b¥HES, CATH-BI fig
2 EFEAC LPS 75 519 IL-1 H1 IL-6 R 1K 7K
F-(P<0.01) (B 5A. 5B). 4 CATH-B1 il

A
8 Adhesion to BV2 Invasion to BV2
i b e —— 1
—_ 6 B —_
= 4L
E E
24t 2
S S
&b &2
2L
0 | | 0 1 |
) Ol S S
co'\t\' cgv\ c:"\z\ co'\f\
<& X < X
N N
2 )
N N
o &
§V 0\\\)

4 CATH-B1 3f RS218 Biift BV2 (AR RS FHFE
Zrygm

Figure 4 Effects of CATH-B1 on adhesion and
invasion of RS218-infected BV2 cells. A: Effect of
CATH-BI1 on adhesion of RS218-infected BV2 cells.
B: Effect of CATH-B1 on invasion of RS218-infected
BV2 cells.
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B C D
ko
300 xx 1500 - e 400 - 1500
T
a ~ 3300+ ~
E 200} E 1000} E T 1000}
E 2 £ 200 Z
= o = 0
5 1001 i ﬁ 5 soor % ool 5 500
0 w S & & e © © 0 i &5 & o =% ® & &
&L S FE LS FEL T LS
‘b\ ‘b\' g’\ g?\ '%\ g)\ g) fb\
Q¥ NN NS RN
K r & r e e
NN & gV NN SV
&& & & & & & &

5 CATH-B1 5 LPS 55 BV2 {4 E F IL-1 F0 1L-6 2 B9S2

Figure 5 Effects of CATH-B1 on LPS-induced secretion of inflammatory cytokines IL-1p and IL-6 in BV2
cells. A: Effects of co-incubation of CATH-B1 with LPS on the secretion of inflammatory cytokine IL-1p. B:
Effects of co-incubation of CATH-B1 with LPS on the secretion of inflammatory cytokine IL-6. C: Effects of
CATH-BI1 preincubation on LPS-induced secretion of inflammatory cytokines IL-1p in BV2 cells. D: Effects of
CATH-B1 preincubation on LPS-induced secretion of inflammatory cytokines IL-6 in BV2 cells. **:
Significant difference (P<0.01); ***: Significant difference (P<0.001).

BJ5, LPS FAbPER;, CATH-B1 ¥ LPS iR R 45530, CATH-BI # i f#fIk RS218 if55F BV2
PEANAIR 7 TL-1B A1 IL-6 JCHH @ A2 (& 5C., i NF-xB/MAPK {553 I ks b & i 3=
5D). Z5HRPFRUEEH, CATH-B1 WIfgjEilad)ash ik, M AIEM G RAEIEH .

2 BRI A S e e R VR R BT RAE 2.7 CATH-B1 Xt BV2 208 4 14 40 f &+ 4
2.6 CATH-B1 ¥ RS218 i55 BV2 4iffaay  #FA NF-kB E S B AXEEHEN
NF-kB/MAPK 1;.1;‘1_E%9&%§£$E|E'J =AU N T W B CATH-B1 Ab 3 %

i3 Western blotting K1l NF-xB 1l MAPK ~ BV2 448 hE (195400, ARV ) CATH-B1 4k
5ol O ER 2E 11 P6S Al ERK N HAg iR b /K- FAM )5, @t ELISA I Western blotting 5 il
B2k, 455 BR, 5 Mock ZHAH L, Fi#5 RS218 BV2 BRI RAEIRAS . 458 B/R, 5 Mock ZH4H
(Y, NF-«xB P65 MR L& P-P65 5 NF-xB  H, CATH-B1 %} BV2 4ififg &40 A 7 IL-1p
P65 R R IAE ILEF MAPK ERK #i#2  #l IL-6 /WA W Bz (&l 7A. 7B), JFH
fLFE M P-ERK 5 MAPK ERK FE I I #iEE  NF-«B P65 iR L5 11 P-P65 55 NF-kB P65 H
FL(E B 30, CATH-B1 [ #iAb ¥ B k> A RAE AW A B 22L& 7C. D).
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Figure 6 Effects of CATH-B1 on key proteins of NF-kB/MAPK signaling pathway in RS218-induced BV2
cells. A: Effects of CATH-B1 on key proteins of NF-kB/MAPK signaling pathway in RS218-induced BV2
cells. B: Ratio of P65 phosphorylated protein to total protein. C: Ratio of ERK phosphorylated protein to total
protein. *: Significant difference (P<0.05); **: Significant difference (P<0.01).
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Figure 7 Effects of CATH-B1 on inflammatory cytokine secretion and key proteins of NF-kB signaling
pathway in BV2 cells. A: Effects of CATH-B1 on the secretion of inflammatory cytokine IL-1 in BV2 cells. B:
Effects of CATH-B1 on the secretion of inflammatory cytokine IL-6 in BV2 cells. C: Effects of CATH-B1 on
key proteins of NF-«xB signaling pathway in BV2 cells. D: Ratio of P65 phosphorylated protein to total protein.
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