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AT A REMEEMETLRsHRIE
MR TR S0

waer et XERE NER IFR xESHS KB
(LR P RIACSE 55 T U824 S BRI FEr o, SR 5 S0 2 BT 2, 01K 400016)

E TR S 6% e F , BE % #E(lipopolysaccharide, LPS)% 2 £ %41\—%‘ 49 VLI 25 RL
75 B Toll#f % A (Toll like receptors, TLRs)/4F 4 & L3 % & (fibrous actin, F-actin)il %, ZAF 7 4R
T 4P R AN AR % D(cytochalasin D, cytD)A=4m A R i R A THILHE G ﬁ**k [51 FuiEg
(Cofilin-1)FT #5549 IL3h & & M FR T E v 4 IR TLR2. TLR4AA=TLRO#) & ik e 4w 2L 8 = 7K -F 69 %7}
o5 B 64F T B IR B 69 cytDAL FRAW264.7+) R, E 74 4m 248 h, J/l Western blotAa 648 4m H@TLRz‘
TLR4. TLRO#) & A K-F. #1E FLpEGFP-N1-Cofilin-1/f #2 45 £ RAW264.748 8, X B = A #5
xT B8 Ao %2 @ @ i3t BB 4. JF) Real-time PCR ik = Western bloths ) £m i, 4% % 7T /= Cofilin- 1 & ik 7K F-;
Western blot#& ] B 7 40 IR TLR2. TLR4. TLRO#J £ X 5L, F 7 X 4 it A A0 348 40 flew 6 78 = 7K
T RE T, LIRE=1.5 pmol/LAgcytDAL 32 40 it & , RAW264.7 48 i & X TLR28A 2 [41K(P<0.05);
SR E=1.0 pmol/LégcytD4AL 22 4m it j&, E 4 4m it & A TLR4. TLRO®A R [4{K(P<0.05). £ /i%
5 20 i 6 cofilin-1 mRNAZ Cofilin-1% & 7/K-F ¥) & F = #ixd B4 e 2 & e xd B 41 (P<0.05),
HHATLR2. TLR4. TLR9E @ & ik /K-FFotm e 8 = /K-F ¥ B FAKT 2 R AL B LA Fo = & dm o3t
BB 4H(P<0.05). %R &, sMRMcytDA= B 40 fiL 1 IR M 3 & A 69 Cofilin-1% & 37T T E "% 40 e
TLR2. TLR4. TLRO#) & ik, ¥ 0t E &k 69Cofilin-1% &L 2 E KT @B %, %58
TR T E G R RATE Vzriém}]@TLRsé‘J%ii&é&J}i@%l TH IR, A —F AR SE S Mg 6k £
B FAGH BT A,

XK HEiA) EWEHM; F-actin; Cofilin-1; TLRs; T

Effects of Actin Depolymerization on TLRs Expression and

Apoptosis in Macrophages

He Jingrong, Chen Quan*, Wu Ruixin, Liu Jialin, Wang Yi, Liu Geli, Zhang Luyu
(Molecular Medicine and Cancer Research Centre, Department of Immunology, College of Basic Medicine,
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Abstract In lung cancer and other tumor cells, the tumor-promoting effect mediated by lipopolysaccharide
(LPS) involves the TLRs/F-actin pathway. This study investigated the effect of actin depolymerization induced by

exogenous cytochalasin D and over-expressed recombinant Cofilin-1 in cells on the expression of TLR2, TLR4 and
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TLRY and the apoptosis level in macrophages. After the RAW264.7 cells were treated with 6 different concentra-
tions of cytD for 48 h, the expression levels of TLR2, TLR4 and TLR9 in each group were detected by Western blot
respectively. The pEGFP-N1-Cofilin-1 recombinant plasmids were constructed and then transfected into RAW264.7
cells, and the blank plasmid control group and the blank cell control group were set up. The mRNA and protein
expression level of Cofilin-1 were detected by Real-time PCR and Western blot respectively. The TLRs expression
level were detected by Western blot, and the cell apoptosis level of the three groups was detected by flow cytome-
try. The results showed that the expression of TLR2 in RAW?264.7 cells significantly decreased after cytD treatment
with a concentration no less than 1.5 umol/L and the expression of TLR4 and TLR9 was significantly decreased
after cytD treatment with a concentration no less than 1.0 pmol/L (P<0.05). The level of cofilin-1 mRNA and Co-
filin-1 protein in the cells transfected with recombinant plasmid were higher than that in the negative control group
and blank control group (P<0.05), and the protein level of TLR2, TLR4, TLR9 and the apoptosis level in the cells
transfected with recombinant plasmid were significantly lower than those in the control groups (P<0.05). Above all,
cytD could reduce the expression of TLR2, TLR4 and TLR9 in macrophages. cofilin-I mRNA and Cofilin-1 protein
expression in macrophage transfected with the recombinant plasmid significantly increased. High expression of Co-
filin-1 protein inhibited the expression of TLR2, TLR4 and TLR9 in macrophages, and reduced apoptosis rate. All
results showed that the exogenous cytD and the endogenous over-expression of Cofilin-1 protein both could down
regulate the expression of TLR2, TLR4 and TLR9 in macrophages, and the over-expression of Cofilin-1 protein
also significantly reduced the apoptosis rate. The inhibition effect of actin depolymerization on TLRs expression
and apoptosis of macrophages could lay a foundation for further study on the relationship between inflammation
and tumor and its molecular mechanism.

Keywords  macrophage; F-actin; Cofilin-1; TLRs; apoptosis

5 W5 41 B (macrophage) A2 #1144 55 2 1) [ 6o 9%
il —, MES 5 5Bl R, 5 M. shik
SEREREAL A 28 B A R SR R AE S R
RUS1, |5 W 40 i 38 ik JFG 5% i 0 A5 =R 0l 32 44 (pat-
tern recognition receptor, PRRs) ¥ Jil Jp§ J5i #H 5% A5 =X
/7 ¥ (pathogen-associated molecular patterns, PAMPs),
M JE B A W03 S AR B A6 2% B ™. TLRZ B 4H
Jf B 2L PRRZ —, /B FH AL T4 M 1) < 5z 2, e
JRSZ PSSR 2% R U, 8 3l B W 4 i AH OC 1
PRE SN FETLRsHI SR LR L5 5 1815, TLRs$%
WAL 28 SRE 0 3 AT 3 AR RS B A 23 4k BRT 188 (miyeloid
differentiation factor 88, MyD88)i& 12 1% 1k IR T4 L [A]
FAH R Al -6(tumor necrosis factor receptor associated
factor 6, TRAF6), 9 7] # 55 & TIR S5 #4) 35k 1) 167 422 52
YATRIF(TIR-domain-containing adaptor), #2415 1%
8 5% K F-(nuclear factor-kappa B, NF-kB). #2245 3E
1k 5 H B (mitogen-activated protein kinase, MAPK)
S5 AE 7 IE B, 77 A R BA BE IRl F-o(tumor necrosis
factor-a , TNF-0). 5 ‘F % — % 1k & & B (inducible
nitric oxide synthase, iNOS). [14>%-1(interleukin-1,

IL-D)FEE R MM+, 25 RIE RN, WA
FLF B, TLRsR A AH B BC A J5 38 ml a3 sl & 1 5
A S AN A EHE, 3 P BIENF«B. MAPK
SIS, PRARR R, 5IR RGN, 1SR
B A, IR 41 f v 38 i F-actins 5 /088 1O R Al a%
%, H s ON S0 A 45 e 55 IR 40 i v] = 3R 1A
TLR2. TLR4. TLRY% 34K, Z 5 MK ES K
JED, gk IR 980 AH 5% [ TLRs/F-actinf5 5 1 #,
PR . TLR. F-actinZ [AfFEH V)RR, Aif
FRZELAE A R 9T R ORI, L) R R S A eytD
A] s AT HIRAW264. 741 fi () TLR2. TLR4 & TLR9
1) 238 R A0 L T2 7K PR, AR 500K 4k SR 4R T eytD
FIHITLRS K I 8 24006 &, R 58 I PR 3k
[{)Cofilin-1 AT i75 5 [ F-actinfift 2% X} I 41 ffd TLRs )
FIOEFYNB R T2 . B R, £1 % “TLRs/F-actin”
I % P I [ A AR RS S O A T, (H R BT 5T TIE-
actin” [ {5t 410 1) 20 B 3R T I TLRsIW 3R IE, 14 AR W4k
. RSN R A R SR B 40 M TLRs 1) ik K
S B T IR OSSR, TT R SRE R L R R B
16 DA K L B By G 20 R 7 v B AT R
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1 MRERE
1.1 EE#HRS5ERF

/N EL W 4T fUR AW 264.7 H 5 PR B2 B K 224 1
B 57 5 R BT 78 b 0 OR A7 pEGFP-N1E A% K1k it
KL EARIE T AT A E A R A 7, DMEM &
B 85 5% FL W T Hyclone 2 m; JiR 25 g% T-Gibco A
Hl; B8 R -HE R 2 VA Wi (penicillin-streptomycin solu-
tion)(100X)J8) T Fig 38 = R AEMH R AR A A s
2F I35 T Natocor-Industria Biologica/A ] ; cytDI
T3 [ Sigmas 75 G4l IR FA Lipofectamine™
3000 Transfection Reagentls T-Invitrogen/s 7]; RNA
FEBOGR A & W K5 & TB Green™ Premix
Ex Taq™ (Tli RNaseH Plus) RT-PCRi® 7] & 1 Il T
TaKaRaZ\ #); 5140 i1 48 T AW TR (L) 4 A BR
N T Al RIPAZSRTR . BCAZR [ I 52 il 5 &
PVDFJ(0.2 pm/0.45 pm)I4 -+ 3650 54 [ B B AE Y+
K2\ 7] SDS-PAGE#E i ik 1) 6 11 T 4 W 5 2E ¥ Bt
ATl ANRTLR2B e FE PR, RTLRAZ g [E L
Ay 7N B TLRO R 5 [ HUAAR I T~ 56 [l Abcam A 75
Pt i Cofilin-1 51 5 fE HT44 ) T-Cell Signaling Technol-
ogy A Hl; B-actin b [ A ZHi /&%) T-Cell Signaling
Technology /A #]; £ #T %lgG ¥t FE Pt WIgG 9t
)+ Proteintech A ] .
1.2 RAW264.7¢RAE1E 75 K 57 4H

FERAW264. 741 i 1 772 T 5 15%M6 4= L35 1%
HER-HE RN EFEDMEME: =54, ARG IE T
37 °C. 5% COMBEFRARE TR MEHIIRES, 4
A K B, FHPBSTE PR3k, I i % &
6x10°/4L, B TofLAR . K4l i 5 64, 43 51 LA
0 wmol/L. 0.5 pmol/L+ 1.0 pmol/L. 1.5 pmol/L. 2.0
pmol/L+ 2.5 pmol/L cytDAbFERAW264. 741148 h)5 M
AR .
1.3 EHFRNADEREESR

H4 GenBank T cofilin-1(GenBank ID: NM007687)
PR P A%t 519, BS54 5-GCG AAT CCA
TGG CCT CTG GTG TGG CT-3"; Fis514: 5-GCG
GAT CCT CAC AAA GGC TTG CCC TCC A-3'. $ZH
RAW264. 72 Jid (1) S RNA, $2 30 4 558 701 2 vl W
1 5% JNcDNA, LAcDNAH B it PCRY™ $ cofilin-1 H
) Fr Bt FBamH IFEcoR XU YIPCR =] Ui 77 4 Fl
J5 R pEGFP-N {3 3 B A AH [F] 1) & 14 A vy, U174
2210 o/LERNRBEEEIR Fo ik 5 HEAT I, cofilin-12E DR Fy

B FpEGFP-N1#E A4 K Fr Br444: 11 B 7K £ b FHDNA
PR T 16 CCRERE R, F L2 ADHSaK 7 T
B, H & R85 R (50 mg/L)FLKES 97 58 5 %k, HkH
BH 1 o Bt T VR 3R AT 55 77, SREUTTRL 5, B I XU D) 5
1 25 DR 65 5 B ) 2 %) B 20 DR, A 1 A
JF i 44 N pEGFP-N1-Cofilin- 1 (1% 5 A pEGFP-N1-
CFL1). HLipofectamine™ 3000 Transfection Reagenté
pEGFP-N1-CFL1/ifi ¥ flpEGFP-N17%% Jifi i %5, 1 % et
HYLRAW264. 740N . A L 53 9340 A B Gy o R 1)
RAW264.77%% [ 21 s 4H.(BP % [ 2 8blank control) %
JepEGFP-N1 75 JFURL 2K A% 1 25 J5 A %o B 2 (D 1 2 ek
it 2H Binegative control) 1 % J4pEGFP-N1-CFL1 2f
JEURE PR Joi AL 3 4 2H (R S 565 4H B The plasmid treated).
Y24 hfE 5O BB MR .
1.4 Real-time PCREMN APt cofilin-1 mRNAK]
EHRIKT

FERNAFE B 71 £ 150 05 43 1) 3 BT A 7 e 2H
2RI IR AL, 2 A3 NS RNA, K Hli 4 5%
HicDNA, PLcDNA AR FHSYBRIR & 2¢ Y6 i AT
PCRY™ 1, I & & 2 40 M cofilin-1 mRNAZKF. PCR
SN EAT N 95 °CTRAEME30 s; 95 °CARES s, 60°CiE
K30 s, FEIOAMEIR; KA HIZE95 °C 105, 65 °C 5 s,
95 °C 5's, A3 NG L. T HEE)E, X4
T2 AT AN E B3, 44C=R A ACH H
[ 5 R Ct—8 R FE R CH-F- HACH H I F R Ct- K
FIC. 5IMFEH W F. W SGAPDH L 51 ¥
5-AGG TCG GTG TGA ACG GAT TTG-3'; GAPDH
751 70 5'-GGG GTC GTT GAT GGC AAC A-3';
cofilin-15|¥)[E [F11.335 53 o
1.5 Western blotGEZH&MIZHAETLR2, TLR4, TLRY,
Cofilin-1E B HIRIE
1.5.1 cytDA 3240 B F 40 ffi 43 4% 4 40 2w e 69 TLR2.
TLR4. TLRO# & ARK-PFAm  PBSULYINE)A,
FARIPAZL i W 53 57 £ HUAS [R] % A4 AL BH () RAW264.7
i, BCATE H & = 0 SR & 4 & 1k S,
PR EREARBUE S E AR E — 8. BB H4ASDS-
PAGE 10%1] 43 B8 52 FN5% 1 & 48 Jig | vk 40 85, 18
I HL % ZPVDFE(0.45 um) . 5 £50 g/LIE i 2F
Wy R 2 hE, 2 BN /N BRTLR2 B 5 [ i 44
(1:100). RTLR4Z wfEHiA(1:1 000). /N TLROH
o B HUAR(1:500)F1B-actin Y ZPi#R(1:1 000), T4 °CHE
PRI B % IIANHRPARC B9 1L 2E 3T R IgG(1:2 000).
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HRPHRC 1L 25T %lgG(1:2 000), IR %4F T E2 h,
TBSTZE ML 5, FHECLAL 2. & 67 & 7EBio-Rad
Bk e S AG AN I S5, 1 F Image Lab 7 #7257 2K JE A o
1.5.2  ELA i #a4E 3 48 40 R 69 Cofilin-1 89 & A K-
#m o FHRIPAZLR I o WS BT RL G et . =5
TR ol s = kit R R ek I R S e =g = I e
ARG AR . & Cofilin-11 & & H
2 SDS-PAGE 12% 1) 73 25 I 5% 1 248 JK2 FEL VK 73 15
Ji, 1B B ZEPVDFE(0.20 um) b A St il Co-
filin-1 8452 B HT4A(1:1 000). B-actiny ZHi4&(1:1 000),
4 CRARIGE SR, —HiWE. KOG ER L,
Image LabZ3 A1 255 K FE A
1.6 SRR (Aow cytometry, FCM)H&:M Rk
MARAR T &R

FARFE S R REFR ORI Ye 2l 25 ok vt R 201
A A0 MO 232 A0 e, JRAGH AL S, SRR IR
i N AT RO, 900 t/min 03 min, JIA400 pL
PBSZE i T 2 41 A, 1A 40 vk FE 221 10%/mL,

bp N\M\@(
10 000
7000
4000

2 000

1000

500
250

\
Fo PN
gEC g

FCMA il 4 g o 1~ 2.
1.7 SiZESH

FIT A S5 3580 S B ST 3R, O SR A A
ZE(¥ks)FZ 7, [ FHISPSS 22,08 {4 BE AT $ 45 40 My, %
2 ) Ll e B PR 36 T 22 93 BT1(One-Way ANOVA);
PR LA 1 LA T A R AR I ek B0 P<0.05 0 72
FEAGER .

2 FR

2.1 F!HpEGFP-N1-CFL1RRIAYL E R 4E4

2.1.1 BEip%X %  pEGFP-NI-CFLI1E 4 i ¥i &

BamH TF1EcoR DBV 2 &, ME23)294.7 Kb K Fr

B R 290.5 Kb/ v By, ST R (B 1),

2.1.2 pEGFP-NI-CFL1 % 48 iy #1 45 £ RAW264.7 40 2,

W2 7R, ORI Jedl fi24 hjg, B2t B i g2

B A6 5 FE IR B150%, Hern i YRR 21850%

2.2 cytDAIELAYAAETLR2. TLR4, TLRIRIFRIA
Western blot4h H % 7, cytDAS [A] #% FiE #h T

\
APV

El1 pEGFP-N1-CFL1ZE4HFRAIHINEFIL E
Fig.1 Identification of pEGFP-N1-CFL1 recombinant plasmid by restriction enzyme digestion

A FEI R Y RAW264. 740024 ) (FH 22 5 3k); B: B 40 sk ik Y

RAW264. 721 {124 hJ (V¢ 6 R ABE) »

A: the plasmid transfected cells under ordinary optical microscopy; B: the plasmid transfected cells under fluorescence microscope.
B2 RAEMEVNEpEGFP-N1-CFL1E 4 FRHIELRAW264. TR F BTN
Fig.2 Observation of plasmid transfected into RAW264.7 cell using fluorescence microscope
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W7 B W40 MITLR2. TLR4. TLROK) % ix &.
TLR2A [ (1) A XJ 2 3 & M s 241K 43 31 9: 0 pmol/L
cytD(1.87£0.67)>1.0 pumol/L cytD(1.46+0.36)>0.5
pmol/L cytD(1.39+£0.54)>1.5 pmol/L cytD
(0.83£0.21)>2.0 pmol/L cytD(0.67+0.32)>2.5 umol/L
cytD(0.36+0.16); TLR4H [ FIAH X RIE &N =2
K2 %4 : 0 pmol/L cytD(0.87+0.20)>0.5 pumol/L
cytD(0.53+0.18)>1.5 pumol/L cytD(0.38+0.11)>1.0
pmol/L cytD(0.37+0.25)>2.0 pmol/L cytD
(0.25+0.02)>2.5 pumol/L cytD(0.17+0.02); TLR9ZE
AR RIA | M 2558 0 0 pmol/L cytD
(0.900.42)>0.5 pmol/L cytD(0.75+0.71)>1.0 pmol/L
cytD(0.41+0.10)>1.5 pumol/L cytD (0.15+0.18)>2.0
umol/L cytD(0.15+0.21)>2.5 umol/L cytD(0.10£0.09)( ]
3A). &t I ZH A UL, RIS ARAEFEAH (0 pmol/L)
4l Jf 3K IRTLR2A Gt 1] 5 22 S:(P<0.05)(1) b 3 4H
1.5 umol/LALFEZH . 2.0 pmol/LALEEZH F12.5 pmol/LAk
PR, HoRALHEZH 2R IA M TLR4A. TLROA Seit
R (P<0.05)/ Ab FH 4 291.0 pmol/LA BRZH . 1.5
umol/LAL # ZH. 2.0 pmol/LAk ¥ 20 2.5 umol/LAb
FRZH(KI3B). 45 BT IR, cytDA] PLIIHIRAW264.741
JIAITLR2. TLR4. TLROZ ik, X il 4 F A& I
T AR LR R 8. cytDRFTLR2 1 45 B 8%
IR £ 1.5 umol/L, FTLR4. TLROFHI/E FH i) #i%
IR E 4 1.0 pmol/L. 2.5 pumol/L ] cytD % TLR2.
TLRA I FH A B 2

(A) (B)
O O O WO ©®
\\\) Cﬂ\o 0\\\) 0\3'& 6\0 \\\) 02\0\\\/ C\;\o\\\) V] 3 \\\) o
o 05\,6\ ORI
TLRY s o — - - f

Shaon i
deonusts e oe w

TLR4i—;- —

Relative expression level of TLRs protein

2.3 RAW264.74BREH cofilin-1 mRNABYEE KT

Real-time PCRZ5 S &7, J5 R % JeRAW264.7
2 24 hja, 340 40 Mucofilin-1 mRNAF] A X ¥4 5%
IKF A Tk Yk 4H.(58.87+15.32)>%% Jifi ki ot [ 41,
(2.2120.96)>7F H A I (E ). TR Je 25 %
X ZH 2 (8] 1) 22 S B et 2 L(P<0.05), 1H 2
2 iR HR2H 5 2 A B 2H () cofilin-1 mRNAZR 1K
K1 22 7 06 G v 2 L(P>0.05)(Kl4). 4 R 3
i, pEGFP-N1-CFL1J5i %7 & 2 14 = T RAW264.741
Hicofilin-1 mRNA] ¥ 5% 7K, 1ipEGFP-N 15 # %}
RAW?264. 741l cofilin-1 mRNA K 567K I 76 & 3
AR
2.4 RAW264.7408HI Cofilin-12E B FRIAKF

#tWestern blotf ], 37 4H i ¥ Cofilin- 145 [ [
AR FIE A Ay R 5 YL 2H.(1.99+0.77)> 25 iR X6t
HE2H(0.6610.39)>7% [ 4 g 41(0.42+0.33)(E]5) . i@t
i thig, PR A 5= agdz R BH
Gu ik 2% L(P<0.05); T 25 Bk 8 4H 5 25 3 41 i
2 8 22 7 BG4 L(P>0.05). LA g5 R i,
JFRL G YL 41 (] Cofilin- 18 FI RIA /KPR E & T2 A
H R BHPEXTFRZE, T SEBL T fERAW264. 741 g ik
FikCofilin-11 H 7
2.5 RAW264.7¢AfERITLR2. TLR4. TLRYZEH
FRILIKFE

Western blotf& 34141 fd TLR2. TLR4. TLR9
HARIEKF, g5 0 EIR, 38 Cofilin-125 FIRIEKT

0 pmol/L cytD

0.5 umol/L cytD
1.0 pmol/L cytD
1.5 umol/L cytD
2.0 umol/L cytD
2.5 umol/L cytD

ANEDDN

2 NS o

A: AR FEcytDAL B AN TLR2 . TLR4. TLROM) Western blothsr il 45 & B: AN ¥k BEcytDAL BRZHAH MU TLR2 . TLR4. TLROME R MK T
*P<0.05, 5 ARAL B FIL I TLR2ELES; "P<0.05, 5 ARAL B 3L I TLALLES; AP<0.05, 5 AR AL B R I TLROEL RS .

A: Western blot detection results of protein levels of TLR2, TLR4 and TLR9Y in cells treated with cytD with different concentrations. B: the relative
protein level of TLR2, TLR4 and TLR9 in cells treated with cytD with different concentrations; *P<0.05 compared with TLR2 in blank control group;
"P<0.05 compared with TLR4 in blank control group; ~P<0.05 compared with TLR9 in blank control group.

13 Western bloth AN E&K EcytDAIEMAMAITLR2. TLR4, TLRIMIEHRIAKF
Fig.3 The protein levels of TLR2, TLR4 and TLRY in macrophages treated with cytD with
different concentrations detected by Western blot
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Blank control: %% [ 41 5 K i YL Uk IIRAW264.772% A 4l iU 211 ; Negative control: [ % IR ZH 5l 4% Yep EGFP-N 173 5k 8 42 1) 2 5 ki 6 IR 25 The
plasmid treated: SZ462H 5% YepEGFP-N1-CFL 1 5 20 JfUR (1 0 5% L4 *+P<0.01, 1575 HZHRAW264.7 L4
Blank control: the cells treated do not treated; Negative control: the cells transfected with pEGFP-N1 empty plasmid; The plasmid treated: the cells
transfected with pEGFP-N1-CFL1 recombinant plasmid; **P<0.01 compared with the blank control group.
El4 RT-PCREH N EME B cofilin-1 mRNATKE
Fig.4 mRNA level of cofilin-1 in macrophage detected by RT-PCR
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A: 3B Cofilin-1# Western bloti& il 45 5 B: 3241 i Cofilin- 155 F AIAHXT 1K 7K F. Blank control: 2% [ 2 B A &% YL i ki IR AW264.725 H4H
Jifi4H; Negative control: B VXTI 2H 5% YepEGFP-N 175 Jlu ki 214 (1 725 W Rt HE 26 The plasmid treated: SE564H 5% JepEGFP-N1-CFL 1 5 2H Jifi ki
B TORLA Y2l ; *P<0.05, 575 A4 .

A: Western blot detection results of protein levels of Cofilin-1 in the 3 groups; B: the relative protein level of Cofilin-1 in the 3 groups. Blank control:
the cells do not treated; Negative control: the cells transfected with pEGFP-N1 empty plasmid; The plasmid treated: the cells transfected with pEG-
FP-N1-CFL1 recombinant plasmid; *P<0.05 compared with the blank control group.

[El5 Western bloti&ill S IE A Cofilin-12 B FIAEKF
Fig.5 Protein levels of Cofilin-1 of macrophages detected by Western blot

AFIF4HHI, TLR2. TLR4. TLROM KA & A (K
6) TLR2 AT 35 7K1 78 T4 2H.(0.98+0.22)>
23 JiRL X T 4H.(0.45+0.05)> J5 K7 5% 4 £1(0.08+0.06),
T L P DR LA, R G RN A A TR
JLoH 5 22 JFORL N IR 2H R A I TLR2 2 53 359 Gt 2
B (P<0.05); TLRAMAH XY 2128 7K ¥ 25 H 40 il
ZH.(0.7420.11)>7 5 i 4 J& 2H.(0.52+0.13)> )i ki %
L20(0.18+0.16), UKL FE JL 20 A1 2% A MO 4. Jokr
e U ZH R 2 Jo R 0T HE ZE 20 M Y TLRAZK P 1 22 57
it 2 L (P<0.05), 575 4 f 21 70 2 iR x) '

4 2z [H) bE A ) T B 35 2 R (P>0.05); TLROH AH Xf
FER KT A A ZH.(0.65+0.31)>25 i R % [ 2
(0.32+0.03)> i K % % £1.(0.04+0.01), J5i ¥ % e 40
A A B2 R A P 41 5 2 iRk R 2H 2 ]
)2 55 i it 2 5 X (P<0.05), %% F 40 i 204025 i
LT HE 4 TE 5 % 2 7(P>0.05). Cofilin-1485 %k
A I BRI EL Je 4, FLTLR2. TLR4. TLROfH
HHRIAEH AH PR, SRKH, 2VEH
Cofilin-1f 3 %A 7] FIHTLR2. TLR4. TLRYZ [
PRIk



1998 WEFTIE L
() e e ®
U S
3% ° AN O 1.51
o™ e w E38 Blank control

TLR2 om—_ -
TLR4 ” — —
TLRY S Sy

B-actin

Relative expression level of TLRs protein

=
W
1

(e}
I

EE3 Negative control
E3 The plasmid treated

A JTORLEG QLA 2 11 2 R WIS HR 23 L 4 M TLR2. TLR4. TLROM¥ Western bloth: il 45 5; Be JiAL 4% 4 25 1 % 11 41 S ] 2 % i 4 3 2 4t i
TLR2. TLR4. TLROMIEE KX HI7KF; Blank control: 2% [ 2H 8l A #% 4L i FIRAW264. 775 [ 41 iR 21 ; Negative control: [¥ 14 X HE 21 ml 4% 4y
PEGFP-N175 JFURL A4 1 25 iR AT B 2H; The plasmid treated: S562H 80 JepEGFP-N1-CFL 1 # 41 iR i) ORI Y4 *P<0.05, 575 FAH L.

A: Western blot detection results of protein levels of TLR2, TLR4 and TLRY in the 3 groups; B: the relative protein level of TLR2, TLR4 and TLRY in
the 3 groups; Blank control: the cells do not treated; Negative control: the cells transfected with pEGFP-N1 empty plasmid; The plasmid treated: the

cells transfected with pEGFP-N1-CFL1 recombinant plasmid; *P<0.05 compared with the blank control group.
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Fig.6 Protein levels of TLR2, TLR4 and TLRY of macrophages detected by Western blot
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A: apoptosis of cells with different treatments in the blank control group, negative control group and the plasmid treated group. B: the apoptosis rate of

the blank control group, negative control group and the plasmid treated group. Blank control: the cells do not treated; Negative control: the cells trans-
fected with pEGFP-N1 empty plasmid; The plasmid treated: the cells transfected with pEGFP-N1-CFL1 recombinant plasmid; *P<0.05 compared with

the blank control group.
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Fig.7 Apoptosis rate of RAW264.7 by flow cytometry
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