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BE CXCLIT EZRIERENBERMELIER
SELERK Bk, X K AR ER T It

(P RO R4S BE 245, VT.08 B 5T 210095)

HE. [ BB ] AR BEER CXC L FER 17(CXC motif chemokine ligand 17, CXCL17) X 5 16 41 it () 44 AL A FH 5
WA FHLS, [k IR CXCLI7T EAMWEH M, ZHE 4 IPTC T 5 maRik CXCL17 | A, 7 EZ ik
W AAETE R L A e i fb A PESRAS AL B A, FIH SDS-PAGE 1 Western blot Xt 4fifL ) CXCL17 2 H#EAT5IE,
WiT CCK-8 YAHiE CXCLL17 B [ %44 Wik 200 M 1 i A A FH Mk 2 S 1R, I DA 152 80k o 32 AL 38U B W 4, ) Transweell it
I CXCL17 AT W 2 0 A A T 1k L 38 5 38 56 6 Western blot K61 240 190 22 B SR A9 748 1k B R K 108 346 PO 80055 1 o
PIB/R CXCL17 B4 b E mE 4t A2 VR PP . [ 4550 ] AL 7E TPTG 29K % 0 1.0 mmol - L™ J& 37 CifF T4 TRk
7 h, RS E IR AL CXCL17 A, ZE LG 2R T & ik 95% , A CXCLL7 & [ 7T LIS AR s 5%
FEi W A0SR , LA 38 o 0 I 22 15 3 R W Y LIMKS Cofilin {45378 8% 5 | 62 240 i 9 22 5 B T i, £ 39 400 L 1 42 1 R
B BE NMAFFEEAMITR ., [ G50 EHRIETH CXCL17 & A, I &M CXCL17 & H IR 40 M 22 B 2815
A BV AN LT RS (23T LD, 9 CXCIL7 AE B G g 1 i 7o) H At 1 A 4

K4 CXC B FHUAR 17;J5A% 3555 B RN ; 3258 ; Rl Gy

FE %S .S852.4 XERIR RS A X E4RS . 1000-2030(2024) 05-0932-09

Prokaryotic expression of porcine CXCL17 and its chemotactic
effect on porcine macrophages
QI Jiaxin,ZHONG Qiu, LIU Ruiling, ZHENG Jian,LI Yuchen® , YANG Qian
( College of Veterinary Medicine , Nanjing Agricultural University, Nanjing 210095, China)

Abstract ; [ Objectives ] The aim of this study was to examine the chemokine impact of CXC motif chemokine ligand 17 ( CXCL17)
on macrophages and to elucidate its molecular mechanism. [ Methods ] The methods involved constructing a recombinant bacterium
expressing porcine CXCL17 protein, inducing its expression with [PTG to efficiently produce CXCL17 protein primarily in the form of
inclusion bodies. The recombinant protein was obtained through denaturation, purification, and renaturation of inclusion bodies,
with the purified CXCL17 protein confirmed by SDS-PAGE and Western blot analysis. The study utilized the CCK-8 method to
identify the optimal concentration range of CXCL17 protein for porcine macrophages, employing a concentration gradient in the
treatment process. The chemotactic activity of CXCL17 on macrophages was assessed through the Transwell test. The alterations in
the microfilament skeleton and activation of associated pathways were examined using immunofluorescence and Western blot
techniques to elucidate the mechanism underlying CXCIL17-induced macrophage migration. [ Results ] High expression of recombinant
porcine CXCL17 protein was achieved with a final concentration of 1.0 mmol-L™" IPTG at 37 °C for 7 h. The purity of the protein
after purification reached as high as 95%. Furthermore, the recombinant porcine CXCL17 protein had been shown to induce the
migration of porcine macrophages in a dose-dependent manner. This effect was primarily mediated by inducing rearrangement of the
microfilament skeleton through activation of the LIMK/ Cofilin signaling pathway downstream , thereby promoting depolymerization and
polymerization of the microfilament skeleton and facilitating macrophage migration. [ Conclusions ] This study successfully
demonstrated recombinant expression of porcine CXCL17 protein and elucidated its molecular mechanism in regulating cell
microfilament skeleton to induce porcine macrophage migration. These findings provide an experimental basis for considering
CXCL17 as a potential mucosal immune enhancer.

Keywords : CXC motif chemokine ligand 17 ; prokaryotic expression ; macrophage ; migration ;mucosal immunity
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5 FAAERR, A5 3R CXCLL7 A JRUR% 3R 0K B H A 240 i e e A/ 933

RATE IR T — 28 F A0 A i /N PR R 60~ 120 N IERRALAL, & AT 51 5 e 41 it 5 17)
TERRThEE™  FERbapsh BN 7 R 452 B EAMEAY  ZhIEE R 400 2 2% AR AR AT,
R A 2 3 0 K A A L TR R 4 R S e A S RE A, AT A e Y L H TR A
BE B GALE T F8A CCL25 F1 CCL28") . 7E AFI/INEL T, CCL25 TEMa AN iz b H 200 it v 20 B % 3¢
ik, S HREE R Z 1A CCRI 454 )5 X4 CCRO™ e 4 B A #afLVE 'S . 1 CCL28 W 32 2 L i ek g i
FYFEIR R i rh 263k, B nT IR E ek CCR10 Al CCR3 1% T 400 B 20 Jitd A1 g R Mk 20 I 1Y) 1) 6 i 44
PRI B R I —Fh B Bk Ak - CXCL17, RS s b B 44585 772 X, CXCL17
(C=X-C motif chemokine ligand 17) J& T CXC ZJ% , EWETIARE FIH 119 NI, K& 21 M
SERR B B Bl W B A AR 1 L CXCL17 SRR b 263k | It 10 P W 2 20 21
A RE R FERKTE . e GEE S, A1 &3 CXCL1T 5 EEIE —E B R, 24 A
JEYL R HINT 29 825K SARS-CoV-2 82/ , Il rh i CXCL17 ik 1A, 1 H 25 30 i B 4 i
MZIAZ AR R IR $E— 5T & B 2 B ARG I 51 K A CXCL17'Y | AR 4
T, WT /N BUIE e S B2 CXCL17 28 PRI LA S 8 i s w0 1 e 2 s SR A s, A =3y
7R CXCL17 5 B WGt i SR 2 DI C

H i, % F b7 CXCL17 BIBFFE 24 b e AR U T, X3 I gE 480 BRI, AR 30K 3
FEUR 2 CXCL17 B, JFOFS8 0 w4 M ) R A A FH B S i) 43 - HILTD , i CXCLLT AR R A
RERG TR EEHE T I IR

1 #MR57A=E

1.1 REH

FEPR A P IR ) £ (DC103-01) | =¥ 4lifk ik 7] & (DC301-01) okl /ME IR £ (DC201-01) |
KIGHFH DHSa FIR AT BL21( DE3) %52 S 4 M 3 R 5t i P A= R A FR A B 5 EcoR T 1 Not |
PR 1 N DTS H TaKaRa 23 F] 5T, DNA #E#:8# H Thermo Fisher Scientific /A 7] ; 5 PN 256 b - - FLKk
T (IPTG) (45 5 580 F B L A AR R A BR AR 5 St CXCLLT Bidk (Ag12516) 1l [ il = A=Y AR
PR F]; CCK-8 il & Bl Trx HUAK \HRP - LI E 4T B 1eG HRP - 1L £ 415 1gG . HRP-GAPDH Hit4k 7 i il
(20401ES60) AP 8 R BRI & (60404ES03) M [ 1365 28 3 4= WA BR /A ®] s RPMI 1640 i 2F 1 1 15 77
B H Gibeo 23] 3 H LIMKI 444 (3842S) 4 p-LIMK1/LIMK2 HiA (3841S) . f Cofilin $i14 (3318) i
p-Cofilin HLAA& (3311) 4 [ Cell Signaling Technology /A W] ; % 2 ¥1 Ik ( Phalloidin ) F175 5 Hip 5 4 P 8 e (59
Wy R KA AR A PR A 5 B £ (ED0015-C) W [ 1L AR R A Wy AR A RS 7 5 40 s
it % D( cytochalasins D,Cyto D) H MedChemExpress 2~ Fl ; 25 F1 43T B bR e A 430056 A= PR B A
BN ] 5 JFAZ R 3R pET32a AR - AT .
1.2 SI¥igit56K

I GenBank & CXCLI7 1R ) 9 75 X 7 31| ( GenBank ID;KU978907.1), {fi | Primer Premier 5.0
TELA TR SRS Y 1S CXCLI7 FEH, PCR 9785 H A9 Fr BER /A 326 bp, BIIXSFHIUNR . F.5'-
GGATCCGAATTCATGAGCCCAAATACA-3", R: 5'-TCGAGTGCGGCCGCCTATAAAGGCAGAGAA-3' | T ¥l 4%
5331 EcoR T F Not T BEYIN 5, SR A T AW TRE (L0 ) Bedi A3 FRA FIA B
1.3 EFEHERFREHEWEE

K HI TRIzol 2 S iti 2H 23 v 42 BBOEL mRNA | - B s il ) & & 78 cDNA, 3 i RT-PCR J7 6 M
cDNA H 1%% CXCL17 22 F41 . PCR JUWAKZ (50 L) :2xPhanta Max Master Mix 25 pL, b F #5149
(10 pmol - L") %% 2 wL,cDNA (200 ng- wL™")5 pL,ddH,0 16 wL. PCR [ 444 :95 °C HiAE 1 3 min;95 C
PE 15 5,60 CiR K 15 5,72 CHEMf 1 min, 3£ 35 DEHA;72 CLEAH S min, PCR Y 3G/ Y2 10 ¢- L' Bl
GRS FEL K 28 R I DI 3 i EcoR 1T AN Not T BN S BV, R T, DNA #3E 884G H (92 K P31 5 pET-
32a AR W= WAL 2 DHS o JEREZ AN, FRE2Rh 8135 A NPTt LB SFAk [, BRECR TS
FEARRPME LB R R R M B e B Rk B AR TAY TR (1) B A BRA AT A% 2,
14 EAFSREREGRL

0 7 TE A 14 S 38 okl pET32a-sus-CXCLI7 1 pET32a 25 FOkL /0 BIFE AL & BL21 JRZ & M 2
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FURPIMERY LB [EARRE IR B0 Ve FHE B bR 37 CHEFRid i, PRI e R 1R V% T8 1,37 °C .200 1+ min™'
PG5 WS LA 12100 LL 4R 2 LB WA FR 5 IR G FR 20 4 h (W Doy, THN 0.72) , 5353
M 7 0.0.2.0.4.0.6.0.8.1.0.1.2 mmol - L' IPTG #4715, B SR G WA, F PBS WL
A 3 W, B R IS YE R W, AL SDS-PAGE %858 138 W 1A 8 A 3381 DL, B 2 dnc 3l 15 - 2R
A3 EE B IPTG AW TS 0.2.3.4.5.6 A7 h J5 (TR, 88 7 B 0 5 e 13, FIL AT SDS-PAGE
YoE IE W EE AR IAEN oAk CXCLL7 8RR AFrag iRl Rk R 75 S R AR XTI L3 16,25
55 37 CHAF R TR E A E LIS ORI P i 2B 50 &5 T AR 28 SDS-PAGE 4
B st i Y )5 AT AT
1.5 EAEAMSB4L

WSCEE R AR FH 22 P W1(20 mmol - L™ Tris, pHS8.0) Hi2k | Fifi i FH 68 75 5 M e AT o, AP L v 3 0 I
AR LR A RO 00 1A A 2 v B, AL R AR R ¥ T W2 (50 mmol + 17! Tris-HCI, 1 mmol - ™" EDTA
50 mmol+L™" NaCl,0.5%TritonX-100,pH8.0) {HPEA A, 250> (4 °C (12 000 r+min~' .10 min) J5WHETITE,
H 8 rnmolLﬁlW?(ﬁ%@/@ﬁg{ﬁﬁﬁﬁﬂfbﬂﬁ{%%,%'D(4 °C .12 000 r*min"' .10 min) J5 IREEDIVE , 15
L, Ni-NTA #EH] TBS 22 M (150 mmol+L™" NaCl,20 mmol - L™ Tris, pH8.0) Fi-F4 , ¥ [ 3§ B &
Ni-NTA SEFZHTH 25 A, T 10 A5 H AR 1% DK s 22 i g i 58 46 1 (20,80,260,500 mmol - L™ ) P i 2
HIFICE R . 2t Je B F -+ e NV RR AN (LR R 2 o« L71) &1, (I A B 25 °C i 1 i
VI LR Trx #2887 AESE S CXCLL7 SR F g« . 5o, R LR £ (60404ES03,
X)) EMNFEZE . ] TBS PSR IR S LL 0.25 mL - min™" i858 B 4l A6 10 38 (2 8 ig F o Wese
VR G DEA T M4 FH BCA 10 B Pk B e - W 20 B G e i
1.6 Western blot #MEHEH

“lifb )5 R RSB T SDS-PAGE 43 &5, PR =) 85 28 PVDF JIE - 50 ¢ L™ s 05k 37 C &
M1 h, B CXCL17 Hidk (1:500) AR Trx HTAK(1:1 000)4 CHEEME ., HE 0.05% Tween-20 [¥)
TBST Z2 R PERE 3 WK, AFUK 5 min, B35 FH HRP - 1L 2E0 e 1gG BT (1:5 000) \HRP-LL2E3E F 1gG HLik
(1:5000) YE0 =40 37 CHERE 1 h, ] TBST BRI 3 W8 1 (532870 & AT AG I
1.7 CCK-8 &t M4 pa S 1%

KH CCK-8 35 CXCL17 1 Cyto D Xt MEARMI A B PEAE T . FH & 2% i 4 1l 35 A9 15 77 3 7F 96 FL
MR Y 5 AR AL REFR 100 200, AR RV EE (20,100 F1 500 ng-mL™ ) CXCL17 Ak 34 E 14 i
24 h, s fd AR E (1072107 1.10.,20 F1150 nmol -L™") Cyto D Zb3HE MELHAMI 2 b, #%18 CCK-8 X7 & il
W BRGNS I CXCL17 5% Cyto D X Wk 40 i T 1 B 5200
1.8 #KLEF CXCL17 X} E Mk 20 p g ¥4 1% 1E BB

HRAE CCK-8 ¥R %E S R CXCL17 8 P 5 20 it 4 2 4 3 Bl 358 B S [ e ks P8 A 1 I I 0
H4 5x10° mL™' 4l 200 wWL( AHETR IR, & 2% 035 ) #F P T 5 pm /NE L=, FEIA 600 pL 1640 15+
FE(EF 10%135) B EHRE CXCLI7 EAME F,37 CHREFE 24 h, PBS 6k 1 G 4% 2 B HEEK
/NEE [ E 30 min, PBS ¥ UE 2 K, H 10 g« L' 45 58 448 15 min, PBS 15Uk 3 WK, HF AR TJ R LR /N E R
FEIFHIBEFHUT W/ N E e i b, AR ™ MBI
1.9 #EUEF CXCL17 3 B4 a2 & 2230

FAE CCK-8 M 1) Cyto D X 20 i 1) 22 4k BEYE T, 364 10 pmol - L' %) Cyto D 3% DMSO il
AR BRECWEAAAE 1 b, PRSI CXCL17 & H (100 ng-mL ™) A BEEBEARMT 1 h, I 1:200 F0RE 09 R £ FRK
Yufn, | JLIA I TR A I W A R 2 B R B AR R O
1.10 HIEMSZEITESH

i 3 Image J AKFXF Western blot 5545 HEAT K BEAA 434 , 45 2 (4 I BE {25405 {5 1] GraphPad Prism 9.0
VERRARIED, JF3E47 07 2250 Bl 22 5 1o PEAG

2 HRESH

2.1 ¥R CXCL17 EEY SR FE#ZRIETHRAE
PIG I 2R IR ) cDNA AR UEFT PCR 48 5 3K75 B AL P51, FH 10 g- L™ Bl bR s o Ik 48



5 FEAENR, A IR CXCL17 Y JFAZ 2638 S H % s 40 i it fe A 935

o AR 7E 300~400 bp AL W B4 1 S5l AT G U H 0 Bek B 326 bp (K 1-B) . #HBY
F B pET32a #4415 3] pET32a-sus-CXCLI7 JFkL, K/NR 6 163 bp (8 1-A) . X BORLHEAT R HAIE
SR B R AR R B H MR B BAHAR A (B 1-C) , P25 R 55808 CXCLI7 JEP ¥ 5 —2, 20 JRA%
FIR TR BT

B bp Marker 1 2 C bp Marker 1 2 3
1500 18000
4000
1000 2 000
900 1500
800

700
PET32a-CXCLI7 600

500
400

300

6163 bp

200

100

1 RZRIEHMAE pET32a-sus-CXCLI7 KM
Fig.1 Construction of the prokaryotic expression vector pET-32a-sus-CXCL17 plasmid
A, FRZFGREMR pET32a-sus-CXCLI7 FORLIE 3 5 B. RT-PCR &4 FLIK ST (1 A1 2 ¥925 CXCLI7) 5 C. pET32a-sus-CXCLI7 FURLAG
YISIE (1.23 Bk 6] I8 ;2. pET32a-sus-CXCLI7 1) EcoR T HfFY] =11 ;3.pET32a-sus-CXCLI7 [ Not T Fl EcoR T WEFYI=H))
A. Map of the prokaryotic expression vector pET32a-sus-CXCLI7 plasmid; B. Analysis of RT-PCR products by electrophoresis( both Lanes 1 and
2 are CXCLI17) ;C. Verification of enzymatic digestion of the pET32a-sus-CXCLI7 plasmid( 1. Empty plasmid control ;2. pET32a-sus-CXCLI7 EcoR |
digestion ;3. Double enzyme cleavage product of pET32a-sus-CXCLI7 Not | and EcoR 1 ).

2.2 EH¥KIE CXCL1T EFESRE

W2 pET32a-sus-CXCLI7 ORI FEAL E. coli BL21 ( DE3) 8% 572 25 410 i, Pk B BH M 20 50 B 1 7%, Jin A
1 mmol - L' TPTG T 16 C il i T4k, RIS FH AR 5 RV M 4 3R 5 B VE A R 7 ) ol e
J5 HEAT SDS-PAGE Z3#7, 455 B, pET32a-sus-CXCLI7 TEFXS 3 F i f 35x10° BT 1 46+ 438 i
iy, SR/, TEIRE S A FEAR A R R UMY (R 2)

M/10° M 1 2 3 4 5 6

180
140

100
75

60

—— —— O—
— — a—

45

35

o

15 . ]
2 FEHEBIE CXCL1T HiESRE
Fig.2 Recombinant porcine CXCL17 induced expression
M.2EH > T bR e L2 A RS 2. S #iAE S 3. 2 H RIAE S 4. 2BV S, 5. pET32a-sus-CXCLI7 ¥ 35
5 ;6. pET32a-sus-CXCLI7 W55 UIVE (T HERR R 25 W REERIAM HEH) .

M. Protein marker;1. The empty vector, not induced ;2. Empty vector, induced ;3. Whole bacteria, not induced ;4. Whole

\
“'lllk

bacteria,induced ;5. The supernatant of pET32a-sus-CXCLI7 after induction ;6. Precipitation after induction ( The box marking

strip may indicate the target protein to be expressed ).

2.3 EA¥WIE CXCL17 EHFSRIEFEHMRL

XA A TR pET32a-sus-CXCLI7 W KIAFF R AEAS R 4500 T i S 305, DU @ 2 11 R 8 1 e A B
R, S, RRRIR NS SR RAS (AN RR BE A IPTG 53 8 Rk 45 R R, 78 IPTG kB
1.0 mmol - L7 26 A A B i (I 3-A) . BEJS X 38 A S AY I a] S AT AL RO 25 1 B 7R S
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7 h BRI E R (K 3-B) , &, 5 A SR E ST ALY 45 3R BoR 18 37 CESN 3
F4 CXCL17 B A AR i ik S d s (B 4) o 25 1, 7E 1.0 mmol - L' IPTG 37 C AT 7 h &A%
T, HEAKBIR CXCL17 FikmfHe, H CXCL17 FHH FE AWML X E L, DL EREAEH TIES
TR,

A M/100 M 1 2 3 4 5 6 7 B mM/10° M 1 2 3 4 5 6 7
180
180 —
140 140 Su, S
100 100
75 75 ¢
60 60 |

3 3%iE CXCL17 EAFSRIEK IPTG iRE (A) fnitia (B) £ 4R 1K
Fig.3 Optional induction concentration of IPTG(A)and time(B) for recombinant porcine CXCL17 protein
A. IPTG R (M. B A5 F bRt ; 1~7. IPTG ¥R 0,0.2,0.4,0.6,0.8,1.0 1 1.2 mmol - L") ; B. IPTG i3}
(PR (M. B (2T B b ; 1~ 7. F5 KR 0.2.3.4.5.6 f7 h) .
A. IPTG optional induction concentration of IPTG ( M. Protein marker;1-7. IPTG concentrations were 0,0.2,0.4,0.6,0.8,1.0,and 1.2
mmol-L™") ;B. IPTG optional induction time( M. Protein marker;1-7. The induction time is 0,2,3,4,5,6 and 7 h,respectively).

MJ/10° M 1 2 3 4 5 6 7 8

180
140

100
75

60

45

35

25

4 3E CXCL17 ERESRIZBEML
Fig. 4 Optional induction temperature for recombinant porcine CXCL17 protein
M. ST B AR 1. RIFERRE ;2. F PR ;3. 16 CiFES, RIE:4. 16 CIER, UK, S. 25 TR, LIE;6. 25 Tl
U0 7. 37 YT, LG8, 37 ClT, B,
M. Protein Marker;1. Not induced whole cell;2. Induced whole cell; 3. Supernatant after induction at 16 °C ;4. Precipitation after

induction at 16 °C ;5. Supernatant after induction at 25 °C ;6. Precipitation after induction at 25 °C ;7. Supernatant after induction at 37 °C ;
8. Precipitation after induction at 37 °C.

24 EHEB CXCLI7T RiFEAWEER AL

PRI T 8 mmol - L™ FREE VAR LARE IR LA 1 B4 i rh iy U, AR S AR 1 B ml 1 B
S AR AL L, B T AR (A E R 2 oo L) BEME A, &5 SDS-PAGE
Western blot 2056 X 4l b 85 R AT R, 25 SR B ) B sk A3 B9 %6 U CXCL17 & FH A% 4l 5 3k 3 95% UL |
(FEl 5-A), 4 Western blot BilFiZ 4R H&4 CXCL17 HAEH , HAifbHeRE (8 5-B) . WiV Trx
PRAEHE G AT IS8 CXCLL7 B AR F TR 29 11x10°(# 5-C) .
2.5 EAZEHA CXCL17 x5 htie E k40 i ho#a 4L 415 A

HRAERE IR CXCL17 WAl Y (10~500 ng-mL™") | iR BRI FEE A0 (K 6-A) , N
PRITEAIE  CXCL17 XF H W 4t M i # 19 52 e, 70 /N3 [ 38 $ R B R i, 78 /N3 % 5 0 i 20 4% U5
CXCL17 2 1(20,100 F1500 ng-mL™") J-VEF 24 h, 25 i S 48 (05 7EOL 58 T USRS L M4 M i) e B 1 10 . 445
IR . CXCL17 BB RS 5 W Al LT 8, I HA W1 b i 70 AR (P<0.05) 5 1T 28 1 4 P AU 52 3



5 FEAENR, A IR CXCL17 Y JFAZ 2638 S H % s 40 i it fe A 937

i ER AN A AR A (18] 6-B F1 C) , 1X 3R W] CXCL17 RERE A R S H W 200 i A 4 it 4%

A M/10'M 7 B mMaomM 1 2 3 4 MMm/0 C 5 6 MM/10°
.- - = 60 M " 60
60 [ -
L e

15 45 : 45

35 . . - 35
35 - - \aw l
25 .. el . 25 t
15 . 15 .- - 15

5 iR CXCL17 EAMANUREE
Fig. 5 Purification of CXCL17 recombinant protein

A. T4 Trx-CXCL17 AL EE (M. S T BUAriE; 1. S 8IORE S 2. ZlikiE S ;3. RHRIES 4. RWFESS. B
L6, VSR DI 7. SRR s B VRIS S R R G T SR2E FLBT(Z2) A CXCLIT BT (F7) ) Western blot %5 (M. HHAT
B b 1A 3. SRAGAL Tre-CXCL1T 8152 A4, B4k Tre-CXCL1T 81 s C. I AEVIBR Trx #7255 F CXCL17 S4TI9 Western blot 455E
(M.EEH BT B bnife ; 5.4048 Tr-CXCL17 3 H ;6. VIR Trx FRZER) CXCLI7 &HH) o

A. Purification and identification of recombinant Trx-CXCL17 protein ( M. Protein molecular weight standard; 1. Empty carrier not induced;
2. Empty carrier induction ;3. Whole bacteria not induced ;4. Whole bacteria induction ;5. Supernatant after induction ;6. Precipitation after induction ;
7. Purified sample ) ; B. Western blot identification of TRX-labeled monoclonal antibodies (left) and CXCL17 monoclonal antibodies ( right ) of
concentrated protein samples , respectively (M. Protein molecular quality standards;1 and 3. Unpurified Trx-CXCL17 protein;2 and 4. Purified Trx-
CXCL17 protein) ;C. Western blot identification of CXCL17 monoclonal antibody after removal of Trx tags by enterokinase ( M. Protein molecular
quality standard;5. Purification of Trx-CXCL17 protein;6. Remove the CXCL17 protein of the Trx label ).

A 120 B o RN RanE
100";‘\5——;\;_.
80
60 -
40 -
20 +

ARG F1/%
Cell viability

0 1 1 1 1 |
0 0" 10" 5" 1 10
p(CXCL17)/(ng-mL™")

250 sk
200
150

cells

*

100 ,—|
Sggﬁ

T 240 M A
The number of migrated

20 100 500

Fig. 6 The effect of CXCL17 on macrophage migration ability
A. H CCK-8 T7 AN A R BE (¥ 3% U CXCL1T AR 3R 24 b J5 9 ARG 4 5 B. DL CXCL17 B9 Jpe A FH AR B0 B2/ FH 7 15 I 4
Hid 24 bt B TSR B AN AGIERS 5 C. AL AL WoR BRI E RS B, T P<0.05, *" P<0.01, T,
A. Detecting the activity of macrophages by the CCK-8 assay after treating macrophages with varying concentrations of porcine CXCL17 for
24 h;B. Setting up a concentration gradient based on the screening of the optimal concentration of CXCL17 for use in( A), then observing
macrophage migration under a light microscope 24 h after using pig-derived CXCL17 to interact with macrophages;C. Cell counting reveals the

number of macrophage migration. * P<0.05, ** P<0.01. The same below.

2.6 #ETF CXCL17 3t E R0 AR 22 B 2L RS0

R T SRR CXCLLT 8717 B W20 M i 22 B AR 0 VR FHAIL R, FH 628 2 S ok e 0 5 e 240 L o 24
HYEA, AR CCK-8 1B R R Cyto D (475 H (181 7-A) , H] Cyto D FilAb 3 W 28 | FH-iff
R CXCL17(100 ng-mL™" ) fEHIE WEANAE 1 h FRURAEANME , 2 AR (0 ) , 7F L3R A 10 flBe T g
F WA S 22 1 SR AR AR TS O . 45 R R : CXCL17 B85S 1 W 400 it ol 22 1 28 O A W e oA, R PR A
2 1 LB 2 F 1) 00 TR 1) — 0 SR AR I T IR e, AR, BT Cyto D 97420 3 L Wk 200 i RE % W 25 410
CXCL17 5 51 E e i 22 B 3 4k (B 7-B)
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R T BRI IR T CXCL17 VA7 E W40 i i 228 22 VR FBIL T , B Western blot 32056 46 111 21 Jitg
T 221 B8 1 AR A K2 3 B R ) SC B B 1 Cofilin M LIMK B3R K T 255 R, 385 CXCL17 Ab 3 E 1 4
M1 hJ5,CXCL17 fEHAEE# LJH LIMK F1 Cofilin 25 H FUBEFR L /K (P<0.05) , 8] CXCL17 1] LI i

LIMK/ Cofilin {5518 [ 1755 . Wit 200 0 ol 22 B 402 AT S L W A R A% (11 8)
B Phalloidin DAPI Merge

- Mock

>

100 |-

75

50 CXCL17+
DMSO

AR 1/%
Cell viability

25

0 1 1 1 1 1 1 |
0 10° 10" 1 2 20 50

p(Cyto D)/(umol-L™")

CXCL17+
Cyto D

5 um

5 um

B7 CXCL17 3R B RN
Fig.7 The effect of CXCL17 on cellular microfilament cytoskeleton
A, RIFHEEE Cyto D ALHE 1 h 5 B VELIAAYIEPE B, Cyto D AR MR (10 ol - L") WAL B F W40 1 h J5 FHH CXCL17 kb3
EUREANN 1 h, JLIR AR ARS8 E WA 22 5 2R R A s B
A. After treating macrophages with different concentrations of Cyto D for 1 h,the activity of macrophages;B. After screening the optimal
concentration( 10 wmol-L™") of Cyto D for pre-treatment macrophages 1 h,and then treat macrophages with porcine-derived CXCL17 for 1 h,and

observe the changes in the microfilament cytoskeleton of macrophages using confocal microscopy.
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Fig. 8 The effect of CXCL17 on the regulation signal pathways of microfilament cytoskeleton in macrophages
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B. Grayscale value statistics of Cofilin and p-Cofilin; C. Statistics of grayscale values of LIMK and p-LIMK.
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