1884 B SRR ,2021,43(19) http ://aammt. tmmu. edu. cn

DOI: 10. 16016/j. 1000-5404. 202104087

BEA-1E T EE CD14 BRI 2200 B k40 AR 4L

3

W

T

L

MEFL, WER 400016 TP, TPRIEERL AR B PR 2 B S A BT A

e

o

b

[HZE] HM B H-1( Coronin-1) 5 E W4 MR A6 0 A0 G E Kol gLl Jiik a7
M1 M2 % RAW264. 7 L E WS AR A | 38 1 Real-time PCR F1 Western blot #50] Coronin-1 ()33 ik ; 14 2
14 2635 (Coronin-1 Plus) | i[5 ( Coronin-1 KO) Z g 52 , 1 i Real-time PCR Fl1 Western blot ¥l i 35 |
P AN IE B 235 Coronin-1 ZH I 4H i) — %A fb. &5 B (inducible nitric oxide synthase, iNOS) 7K 3 ; fi| F &
J5UHAE R 2% (PPT) F1 GO 43 H7 Coronin-1 I CD14 AH &4 11 B.AE 5 & 4, FHi@ if Real-time PCR Al
Western blot £ Ml it 3% 3k | @ BR Ml IE % 3K 35 Coronin-1 4 ffl 2 1 CD14 /K ¥ DL K & g 2 b
(lipopolysaccharide , LPS, 100 ng/mL ) 4b 3 5 1 iNOS 7K F-; #4 2 CD14 &% s /% 2 it 2 ( Control-CD14
KD) .CD14 @} ) Coronin-1 Plus Zf{ff £ ( Coronin-1 Plus-CD14 KD) , %t LPS (100 ng/mL) Zb ¥ )5 , 1@ 3
Real-time PCR il Western blot £l iNOS [ Z515, 50 AN EE M1 M2 B 5 I 4 g A 0, M1 &Y
Coronin-1 &3k .2 = T X HE2H ( P<0. 05) ; Coronin-1 Plus 2 iNOS mRNA [ 3%k 5 2K T X B4 ( P<
0.01) ,Coronin-1 Plus 2| CD14 [1j 335 .3 = T X BZH (P<0. 05) ;2 LPS fb 35 , Coronin-1 Plus £ iNOS
MIFER B F 5 T X4 (P<0.01) ;2 LPS 4b PR Control-CD14 KD, Coronin-1 Plus-CD14 KD £H 4 g (1%
INOS /K- 5% BRAH LU 8, 22 5 T ge it 8 3o &5 BRI M1 AR AL S 2 T Coronin-1 [ £
ik, 1 Coronin-1 33 FRIEIFABE H 4% FEA M7 M1 AU AL, {H Coronin-1 3 KA F] T3 CD14 K3k B,
Coronin-1 A3 CD14 &2 {2 LPS i3 B ELN A1 M1 A1k,
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Effect of Coronin-1 on macrophage polarization by regulating the expression of

CD14
FAN Xiaoxia, CHEN Quan, SUN Xuehua, TIAN Ruoyuan Department of Immunology, College of Basic Medical
Sciences, Chongging Medical University, Chongqing, 400016, China

[ Abstract | Objective To investigate the correlation between Coronin-1 and macrophage polarization
and its possible mechanism. Methods Firstly, M1 and M2 RAW246. 7 macrophage cells were established,
and the expression of Coronin-1 at mRNA and protein level was detected by real-time PCR and Western
blotting. Then, over-expressed ( Coronin-1 Plus) and knockout ( Coronin-1 KO) cell lines were constructed in
RAW246.7 cells, and the expression levels of inducible nitric oxide synthase (iNOS) in over-expressed,
knockout and normal-expressed Coronin-1 cells were detected by real-time PCR and Western blotting. The
interaction and enrichment of Coronin-1 and CD14 related proteins were analyzed by protein-protein interaction
(PPI) network and Gene Ontology ( GO) enrichment analysis. Real-time PCR and Western blotting were
used to detect the expression level of CD14 in over-expressed, knockout and normal Coronin-1 cells, and the
expression level of iNOS after treatment with 100 ng/mL LPS. Then, CD14 knockdown cell lines ( Control-
CD14 KD) and CD14 knockdown Coronin-1 Plus cell lines ( Coronin-1 Plus-CD14 KD) were constructed.
After treatment with LPS (100 ng/mL) , the expression of iNOS was detected by real-time PCR and Western
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blotting. Results

M1 and M2 macrophage models were successfully constructed, and the expression of

Coronin-1 in M1 type macrophages was significantly higher than that in the Control group (P<0.05). The

mRNA expression of iNOS was significantly lower in Coronin-1 Plus group than control group (P<0.01), and

the expression of CD14 was obviously higher in Coronin-1 Plus group than Control group (P<0.05). After

LPS treatment, the expression of iNOS in Coronin-1 Plus group was significantly higher than that in Control
eroup (P<0.01). There was no significant difference in iNOS level of the LPS treated Control-CD14 KD and

Coronin-1 Plus-CD14 KD groups with the Control group (P>0.05). Conclusion

The M1 polarization of

macrophages leads to higher expression of Coronin-1, but the over-expression of Coronin-1 does not directly

lead to the M1 polarization of macrophages. Its over-expression can lead to up-regulation of CD14 expression,

and Coronin-1 can promote LPS-induced macrophages to M1 type polarization through the CD14 pathway.

[ Key words |
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Coronins Jg&=— R T A L3l 8 1 240 B 24205y
T %, Coronin-1 ¥ 44 actin-binding protein P57 B{
TACO( tryptophan aspartate containing coat protein) , J
V2 FTR T R 20 | I 4 S bk 2 A4 5 T 4
B W A B TR A A R sh h e
JRAE SN S 2R AN T R . AN A R R
LA 2 A BRI IR S R R SR K
TENMIRE W A AR R et R, B W 20 A 52 380 e oA a5
PHPERET K A R A e, i fie R B M BB 46y £
FEAMHARSE R M2 R, Sy b g 19 Al S e R S it 1
BRI Toll B3 {4 ( Toll-like receptor, TLR) 4
BEWE G £ B (lipopolysaccharide , LPS) # 7% , LPS-TLR4
A T A A Ak g MR f R g
5t W] Coronin-1 (4 & 3k al #1h] TLR4 K LT ifF 18
5 T TLR4 5 LPS (45471 % CD14 9 251"

FL g2 5 4 1 - 1( Coronin-1) 5 HAN 5 A9 S AE S
VA 5, T L Wk 20 B AR A IR 285 S ks 1 AR A
MRIIBEM K. A TR E W4 Coronin-1 5 H;
WAL HIAR S e T BEAIL ] , A BIF S APLRE B Wk 40 i 375 5
Jg M1 M2 B Coronin-1 2 I 3RIA 2 R AFTE 22 5% 5
JH pEGFP-C1 [FkL 44 1 52 ¢ 35 Coronin-1 1) L Wik 41 ]
%, | CRISPR/Cas9 #4 2 #ii[i4 Coronin-1 F) 5 I 4 J#y
2 VISR Z 387K ) Coronin-1 X 5 1% 20 g i 42 1k
S LS SR R PR DG Z s F T GeneMANIA
Bl i, %) Coronin-1 5 CD14 Z [A] i 2 1 BAE G AR ik
155387, 1] shRNA 44 # Coronin-1 33 335 CD14 JLERHY
ELWEN AL 2 Fl Coronin-1 1E 5 &3k CD14 JUER Y B Wi
20 22, %81 Coronin-1 7 LPS A5 M1 T [ W 40 ity
WAl B e LA K325 i 2 7 i CD14 i@ 44, Wi
Coronin-1 2 1 7 B WA i 0% AL b B9/ FISOLHLAR, AT
DRI R BT SR P ) A PR AR R

macrophages; Coronin-1; inducible nitric oxide synthase; CD14; lipopolysaccharide

1 #R5ET*

L1 fmjetk 2245 XA

/NELE WEAH i RAW264. 7 . HEK293T H 5 Pk EE R}
K2 A PE A WF 98 A DR AF; pEGFP-C1 | lentiCRISPR-
v2 . psi-LVRU6P .pMD2. G .psPAX2 Ji ki i 5 IR SRl K
FRIEFO IO ORAE . HABAT RS 1R /N R EE A
y-THER INRE A 4 2R -4( £ [ Proteintech 22 ] ) 5
LPS(E[H Sigma 24 F]) ; DMEM Sl 1% 57 ik | [ 2 11 1
(K Gibco AH]); HHR-MHERBW (R KA
H]) ; i 4 1L 7 ( Natocor-Industria Biologica /3 ], ] i
%£) ; Lipofectamine™ 3000( £ [ Invitrogen /% 7] ) ; RNA
PR & L 0 % SR K R & L PrimeSTAR HS DNA
Polymerase i 7| & . TB Green™ Premix Ex Taq™ ( Tl
RNaseH Plus) RT-PCR i3 & .DNA $#2H0H & ( B A
TaKaRa A 7)) 5 519 R EEER AV EARA R A A A
J; RIPA 24 BCA vk BE I o 1057 & \PVDF JI
(0.2 pm/0.45 pum) (54 E B/ 7] ) ;SDS-PAGE S5t
A& CHERE 2 7)) 5 S —F 1L &5 B (inducible nitric
oxide synthase , iNOS) Z g [&HiA . /)y B Coronin-1 FATE
BEHUAR (L Abcam 25H]) 5 /N ARG-1 B FEREHTIA |
Y CD14 Z 3g BEHUIR /N B B-actin B 5[ N 2 401K
(318 Proteintech /1) ; HORUL (L HIH 0 0 -5
% IgG PR 1gG(3E[E Abbkine A1) ) .
1.2 M1 M2 & E v m e 69 5 5

G324 Dy 20 ng/mL (/N ZH TFN-
y+HAYRBE 7 100 ng/mL ) LPS LK FE g 20 ng/mlL )
ANRE YL IL-4 (55 R A0 FE RAW264. 7 41l 48 h,if
SR ML M2 g 4E R, LR 22 A B R
RAW264. 7 4iijifi 425 A% FEZH ( Control )
1.3 it %3k Coronin-1 4L A 49 1E 5
1.3.1 4 fki pEGFP-C1-Coronin-1 [ 4 RE
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GenBank (AF143955. 1) %115 i H B9 3E A Coronin-1 5|
PP 3G HRER N 1386 bp) . EiE51¥ R 5'-
GCGTCGACGCCACCATGAGCCGGCAGGTGGT-3, i
2] # # 5-GCGGATCCCTACTTGGCCTGAACAGT-
CTCCT-3", % RAW264. 7 241 il J5 F] RNA 5 Bz )
EPEICA RNA ) e 39 B 533 0] 65 136 B 45 306 4% SR o
c¢DNA | L) ¢cDNA M#Eitlk PCR 33 Coronin-1 H ¥ H B,
F BamH 1 F1 Sal 1 XU Y] PCR [5] i ™ Py 1 oz fr
pEGFP-C1 i H:HLA5 A1 5] 4 285 14 A oty , ik 1m0 i H 1)
SRR AR K R Be, H DNA  #2: T 16 °C 1 % 4
4 h, B L BIEZ S TOP10 KIgAT e, KA EE X Pk ii
PRI BH P v b, 1) 45 8 K 5, A A i)
JFkifir 44 pEGFP-C1-Coronin-1
1.3.2  RAW264. 7-pEGFP-C1-Coronin-1 #ii il & [t & <7,
# pEGFP-C1-Coronin-1 57 ] Lipofectamine ™ 3000
UL RAW264. 7 2, 5% 0% 24 h J5 & TR & 5O B
BN MERIOCFRIBNE O, AN DL 16 L B4R,
GA18 i & i 1 , b 5L v B i 2k ) 3% 18 2% 6 58 O Y
RAW264. 7-pEGFP-C1-Coronin-1 #& & %% 4% 40 i k&
(Coronin-1 Plus) ,
1.4 CRISPR/Cas9 k4 Coronin-1 20 % 649 3% 5
1.4.1 CRISPR/Cas9 JE[H ff B i ki lentiCRISPR-v2-
Coronin-1 [RF7EE P& GenBank (NM_001301374. 1)
BEHREA AR Coronin-1 ) sgRNA f5i#f /551, sgRNA-
3%k 5'-CACCGCCACGTGTTTGGACAGCCAGCCA-3',
seRNA-F 3l 5'-AAACTGGCTGGCTGTCCAAACACGT-
GGC-3",7E PCR X FiB k., 1 Esp3 1 [if§1J] lentiCRISPR-
v2 JETRE, o HC 5L A AR ] 1) 2 2R i, 2k [l DA s
DNA #4205 T 16 CFiEH: 4 h, b 2 RZ 4 Sthl3 K
JART IR, 2R PO AP PR T P w7 455
F R 4 TR fiv 4 4 1entiCRISPR-v2-Coronin-1,
1.4.2 RAW264. 7-lentiCRISPR-v2-Coronin-1 #f Jifi &
M EE ST % F lentiCRISPR-v2-Coronin-1, pMD2. G .
psPAX2 = Fikifu 245, ] Lipofectamine™ 3000 % 44
HEK293T #iifif1,48 h J5 18 5 Lig &0t g, T
-80 C&fF. K129 8¢, 10 pg/mL polybrene fiI A
RAW264. 7 4fifif1,6 h J5#bFFH55%1K, 24 b 5 e
WL JEGY 48 h i A MRS B ZR R e, Al A 2 96 fLk
rh PRE E R R 45 2 ) Coronin- 1 3 PRI R R A A 241
# RAW264. 7-lentiCRISPR-v2-Coronin-1( Coronin-1 KO) .
1.5 CDI4mBkeysmipzegzs
1.5.1 shRNA 1855 H 4 fiki psi-LVRU6P-CD14 (1
fgEt AR GenBank (NM_009841. 4) i itig A 24T
2R CD14 ) shRNA #4551, shRNA- 3¢ by 5'-GAT-
CGTATCAAGTCTCTGTCCTTAAACTCGAGTTTAAGGAC-

AGAGACTTGATACTTTTTG-3’, shRNA-TF i S 5'-AA-
TTCAAAAAGTATCAAGTCTCTGTCCTTAAACTCGAGTT-
TAAGGACAGAGACTTGATAC-3', £ PCR 1¥ I iB k.
I BamH 1 Fl EcoR 1 F§1] psi-LVRU6P ki, {ifi H B
A AH R 78 1 AR ity , i 4k [mT i A JS ) DNA 3% B2 il 1
16 C RN i%EH: 4 h, B AL BRZ A Sbl3 KIAAFH, &%
PUARBT M I BE I BRECBHPE sa ke, 3 4, A it i EE 40
P9 B TR AT 45 psi-LVRUGP-CD14,,

1.5.2 RAW264. 7-psi-LVRU6P-CD14 41 Jiil Z [ & <7,

% psi-LVRU6P-CD14 . pMD2. G . psPAX2 = i
£ 245, ] Lipofectamine™ 3000 %4 HEK293T 4 iy,
48 h JEU SRR LI B O uE, T80 CIR-AF. Fig
57 .10 pg/mL polybrene Jil A RAW264. 7 4iiffd,6 h J5
FAFEREFRIR 24 h JE R R SR, B 48 h in AR
TS L , ARG CD14 JE AR @ UTER 1) RAW264. 7-
psi-LVRU6P-CD14 4fi}ifi & ( Control-CD14 KD) ,

1.5.3 RAW264. 7-Coronin-1 Plus-psi-LVRU6P-CD14
YA R EE ST SR FH psi-LVRU6P-CD14  pMD2. G,
psPAX2 = JFikifu 3 2 4; ] Lipofectamine™ 3000 % 4t
HEK293T 4fififs, 48 h J5 i 4189 8 L ig 2.0 38, T
-80 CIR fF. Ff 12 %5 ¥ . 10 wg/mL polybrene fiI A
Coronin-1 Plus 404 ,6 h J5 #5559 ,24 h |5 BT
fef B5 R, SR 48 h i A EERS 75 K ik , LAARTS CD14
Sk fa & Ul Bk B RAW264. 7-Coronin-1Plus-psi-
LVRU6P-CD14 #ifffi Z ( Coronin-1 Plus-CD14 KD) ,

1.6 Real-time PCR #:m)

Fi¢ RNA £ B3 50) 65 Ul B 0 01 32 B0 45 2 4 i 1)
RNA B H 53 %5 5 1 cDNA, DL cDNA S b 3R 47 52 if
S/ PCR Y1 M E 402 iNOS mRNA . ARG-1 mRNA |
Coronin-1 mRNA .CD14 mRNA N2 GAPDH mRNA #%
SR SIS W 1, B RN 3 SR AL, 4
R 285 sk b AT A0 R A, AACE= X R 4L ACH( H
I EEP Ct—4 AL Cr) —&-2H ACH( HI2E A G- %K
FEH Cr) o

%1 Real-time PCR 3|9 F5I 54 EKE

HH SIIFEFI(5—3") PR/ bp

INOS 7 5'-CCCTTCAATGGTTGGTACATGG-3' 197
1 N
Tii# 5'-ACATTGATCTCCGTGACAGCC-3’

ey Ll SCATATCTGCCARAGACATCGT-S' 55
’ T 5'-CCAGCTTGTCTACTTCAGTCA-3'

. ¥ 5'-CACCCGGACACAATCTACAGC-3’
Coronin-1 N 90
T 5'-CTCGATGACACGAACTCGCTT-3'

CD14 % 5'-ATACCTTCTAAAGCGTGTGGAC-3’ 127
Tii# 5'-GGCTCCGAATAGAATCCGACT-3'

3 5'-AGGTCGGTGTGAACGGATTTG-3’
GAPDH . 126
T 5'-GGGGTCGTTGATGGCAACA-3’
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1.7 Western blot -]

RIPA 24 iff i £ B 20 40 M 19 S0 2 11, BCA 51
FHFRM A5 B AW . 4 SDS-PAGE Hijk , fH i By
%% PVDF ik, Fl 5% BiNg293ds bl 1~2 h, in AHYE
A—Pi T 4 CiI BB s TBST PEikJ5 , A HRP $Rid
Mo/ R P, IR NI R 2 h, TBST Yk, H
ECL {52 & 61 & 7 Bio-Rad BEJR BN B3,
fiti ] Image Lab 7341 257 K BEAH o
1.8 & at ZAEM%(PPI) GO Fhat'g o bt

{#i F§ GeneMANIA ( http://genemania. org/ ) A= ¥ %4
e ORI TSI () 2R 1 AR LA R
FRA AR R 2. (58I R 1ES X GO g k41 ar
PALAL 3
1.9 %It o

SRR M ST A 3 W B R axs o, ]
GraphPad Prism 8. 0 B #E47 5048 73 H7 , 4% 2 18] bL 42
FHELR 2R 5 22 43 M 5 P 2H 500408 1) LG A 08 R ok S AR A
oK, KR K a=0. 05,

&R

2.1 M1 M2 A E w29 @, Coronin-1 #) & &
2.1.1 M1 M2 B E 40 3 B a0 5 E
PCR 455 o8 (B 1A) AL FEZH it 48 h J5 , IFN-y+LPS
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AbFEZH f¥) iNOS mRNA FEiA B 3 & T Control 4H ( P<
0.01) ,IL-4 4bF2H 5 Control 20 2 [a] f) 22 S5 T HE 112
M, IL-4 b FEZH ) ARG-1 mRNA K35 B 2% 5 T
Control 24 (P<0.01) ,IFN-y+LPS 4t ¥ 2H 5 Control ZH
Z A 22 5 Tge 27 78 Lo Western blot 255 B 7R (&
IB) : IFN-y+LPS Zh P4 /1y iNOS 2 [ 3Rk B & & T
Control ZH ( P<0.01) ,1L-4 4 FE2H 5 Control 20 2 [8]
ZRTGIFE Lo 1L-4 [ A ) ARG-1 & 1R A
B EET Control 41 ( P<0.05) , IFN-y+LPS 4b ¥4 5
Control 41 Z [A[ 25 7 LG 271 Lo LA B4R R
IFN-y+LPS Hl3#75 T 4 M /5 , INOS 15 &35 5 TL-4 13
FHRAME , ARG-1 mkik, M1 M2 AU E 055
Rz

2.1.2 ML M2 BB W40 g Coronin-1 [ 33k
Real-time PCR 255 75 (& 1A) : IFN-y+LPS kb FHZH fiY)
Coronin-1 mRNA ik I 2 5 T Control 24 ( P<0.05) ,
IL-4 b F4H 5 Control 2H Z [A] Y 22 5 o 4e i 7% 2 Lo
Western blot 55 g 7 (& 1B) : IFN-y+LPS 4 # 4 1Y)
Coronin-1 [ FE L L F = T Control ZH (P<0.05) , 1]
IL-4 b FR2H 55 Control 2H 2 [A] 1Y 22 S T &8 i 77 2 L
DI 25 o M1 R E A L 1) Coronin-1 mRNA I

K2 T M2 RS WA i S X R4
15—
iy )
ﬁlﬁ a
= 104
=
<
Z.
[
E s
£
5
=}
o =
3 1 2 3
45 A
2.5 2.5
i) i )
%] 2.0 a = 204 X
K K
= 1.5 % 1.54
= =
o I
g 1.0 gy 1.0
a0 Z i
= 0.5 i 0.5
O_ LCJ 0_
1 2 3 1 2 3
215 215 B

1:IFN-y+LPS 42240 ;2. 1L-4 % 2 48;3: Control 48 ;a:P<0.05, b: P<0.01,% Control 28 }b4x
A: Real-time PCR # | & 28 4 i, iNOS | Arg-1, Coronin-1 mRNA %% F 7K F; B. Western blot # ] & 48 29 ¢, iNOS |

Arg-1,Coronin-1 & & & ik

E1

M1 M2 BE MR B EE LK Coronin-1 fjFRi%k
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2.2 A RER Coronin-1 3¢ M1 A E v 4n L 42 1L
9% 7
2.2.1 433k Coronin-1 MR MEST  Ff pEGFP-
C1-Coronin-1 [fiki 5% Yt RAW264. 7 400, £ G418 il &
3k J5 , RAW264. 7-pEGFP-C1-Coronin-1 4l #4747 43 {61
P, PR E e Y A R (] 2A)
2.2.2 CRISPR/Cas9 i[5 Coronin-1 i il & (1 & T
FH lentiCRISPR-v2-Coronin-1 {25575 /B4t RAW264. 7
YN, RIS R RO L ST , S B A T , 46
B~ (F 2B) : RAW264. 7-lentiCRISPR-v2-Coronin-1
SR B A BB, R A5 DN e 0 5] S s S
MG, ] CRISPR/ Cas9 m R4 A AT H )
2.2.3  Coronin-1 3o 3235 | m{BR 40 M 5 1) %8 &
Real-time PCR 45 5B 7R (18] 2C) : 15 33420 ( Coronin-1
Plus) 1) Coronin-1 mRNA 33k B 2 5T Control 2H ( P<
0.05) , Ei 420 ( Coronin-1 KO) (1) Coronin-1 mRNA 3£

FOLGE

L

ik B ZL T Control 26 ( P<0.01) , Western blot 4538 i
7~ (& 2D) : Coronin-1 Plus 2 A% Coronin-1 2 [ iA i
F 5T Control 2 (P<0.05) , Coronin-1 KO A Coronin-1
FEH R EZLT Control(P<0.01) , Coronin-1 Plus 151 3%
5% 8 50. 2%, Coronin-1 KO A% 4 93. 0%, FEHH
Coronin-1 Plus 4 it & Fil Coronin-1 KO #H Jifl & #4 %t
W
2.2.4  Coronin-1 3 FiK | @iBR 40 ML 5 INOS [ 45
Real-time PCR %55 i 75 (18] 2E) : Coronin-1 Plus 2
¥ iNOS mRNA 33k I Z K T Control 2H (P<0.01),
Western blot %% 5 i 75 ([§] 2F) : Coronin-1 Plus , Coronin-1
KO, Control #J A1k iNOS K 4, LI EZ5 R FH . M1
HIFHEATE Coronin-1 3% .3 5 F M2 4 1 1 41
¢ Control , Tl 3% Coronin-1 ANEEWS E W5 A AR bR
M1 %4, Coronin-1 ¥ =5 215 2 M1 RIS W 4 il £k 5
.

TGGACAGCCA
TGGACAGCCACCGATGATCACCGCTGTTATGATGAGGGCGG

B

1.5+
i I
X X
j %
.LJ_%’ _H% 1.5_
= 1.0 =
£ : E
= o 107
% Coronin-1(51x10*)— - ‘ R 195

0.5 i i
I £ 059
E b Bactin(42x10°) | S —— s b
S 0 o 0-

I 12 3
ZH 5 C 415 D

124
I
#®
= 0.8 4 1 2 3
=z
% 061 b INOS(131x10°)— | M—-
= 0.4 b
- —
S 024 B-actin(42><103)"b--

0- F
12 3
203 E

1:Coronin-1 Plus 48 ;2 : Coronin-1 KO 28 ;3 Control 28 ;4 : Control+LPS a4 3¢ B ;a: P<0. 05, b:P<0. 01,5 Control
o=l

A: 85T WA pEGFP-Cl-Coronin-1 J§ #5447 % % RAW264. 7 48 0,69 % AL (x100) ; B: RAW264. 7/lentiCRISPR-v2-
Coronin-1 M| 545 & ; C: Real-time PCR #:-i] Coronin-1 mRNA # % 7K-F ;D Western blot #| Coronin-1 & & & ik ;
E: Real-time PCR #:i] iNOS mRNA #£ & /K-F; F:Western blot ¥ iNOS &% & £.i&

2 FRIEFELEE Coronin-1 3t M1 B E I 40 B4R 14 B 2208
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2.3 PPI.GO 5#1

38 2 B AR R 2% (18] 3A) , PPT 3 #r 45 R B
71 : Tlrd | Capzb . Dkk1 , Lbp , Tlr6 . Ncf4 | Ly96  Myd88 £&
20 MFH:H 5 Coronin-1 Fl CD14 £ 4E A0 B AEFH 26 &
GO M8 R R R Se BN B m RAEZ R W)

Casp4

Ly96

Dkk1

Arhgdib

GO-BP

toll-like receptor signaling pathway

detection of molecule of
bacterial origin

pattern recognition receptor
signaling pathway

regulation of tumor necrosis p.adjust

2e-10
l4e-10
6e-10

factor production

regulation of tumor necrosis factor
superfamily cytokine production

tumor necrosis factor production

tumor necrosis factor superfamily
cytokine production

lipopolysaccharide mediated

signaling pathway

2 [

®

SR Kk

PR | A4 Wy 35 . Toll 4 32 45 3 s A5 =00 52
A58 e 2N S 005 5l IR R E B 1)
A (B 3B) o DL SRR : Coronin-1 NMEZ 5
LPS 55 M1 RIS g4 ik 4L , i 55 CD14 74 &
P R A EAE R

Scarb2

Ltf

. Cd14

receptor complex

membrane raft

membrane microdomain

membrane region p.adjust

0.01
0.02

phagocytic cup

endocytic vesicle

plasma membrane
signaling receptor

complex

phagocytic vesicle

SR Bk

3 Coronin-1 5 CD14 %K xEEH PPI(A) .GO £ (B)



1890

B =R RAEAAR,2021,43(19)

http : //aammt. tmmu. edu. cn

2.4 itk ik R Coronin-1 3 CD14 & ik 49 %

Real-time PCR 5% i 7/~ (& 4A) : Coronin-1 Plus
ZH 1% CD14 mRNA ik # 5 T Control 2H(P<0.05) ,
Coronin-1 KO 45 Control 41 Z 8] Z R TG 1T 2=
Y, Western blot 455 75 (& 4B) : Coronin-1 Plus 2§
) CD14 EHFEIELFEFE T Control 4H (P<0.05),
Coronin-1 KO 205 Control 4H Z [0 ) £ R LS ¥ &=
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Real-time PCR £ 58 i 7s (& 7A) : LPS (100 ng/mlL)
kb3 48 h 5, Coronin-1 Plus+LPS £H f¥) iNOS mRNA 3
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LPS 2 [0 () 22 R TG 127 & X o Western blot 4}
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5T Control +LPS 2 ( P<0. 05) , Control-CD14 KD+
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