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THFFE A 32 R R A0 3R R A0 B Y 1 Bh A5 AR A B R 2165 9 2R bR i @V IR VpS 7™ T bk
JEYLZ K5 )5 48 h(hours post fertilization , hpf) I IEE; 481 ( Danio rerio ) )40 H-31, , FE 7 JR B By i /1 | 3 A K Ig T
W (Escherichia coli) EcO1 BT R , RGELLAL T BV B ARG AT 18 19 3 BE R & (median lethal dose,
LDy, ) A1 2k LK AN g s Mo 4 AR B AR TR 3 A i B , RT-qPCR B iiE RAE AR DCHER il b 1 il10 TEI&RGLHT
JE B A ARk, 45 S SR B IS R R i T B SR L B 0 4 £ fY LDy, 4393 7. 90 x 10° CFU/mL Al
1. 14 x 10" CFU/mL, 53 A fi A B B, BE Ttk e 1 75 0 K PR 0 55 v M 400 0 ) 3k 3 S B, LS
B2, RT-qPCR 455 B 1 fhJa e B v 1 SRR A ) 1o ) s BE A0S B w85 14 al1 b 1 10 FE PRI Rk, 5
HEIRFU A RAE N o BT LA WES, FATTHE ST %) At 5K B - B % £ 4 0 T Jo) A IR e Y, Ay ok — AL 5 v
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RESES: S941.4 XERFRERE: A

BV I 9K & ( Vibrio parahaemolyticus , Vp ) 4&
N-E- BN, AR 51 N B0 sh Wi ™
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N

P48 ( Danio rerio) 32 K5 SRA S & & RN
B, AT A 90 B 1 R PR R B0 1A L
FEAREANML KA% T BE AT M Al R 3148 T i
HIZBFE TR o Bk, BE SRR A 3
JHZ M S B KRR R4 3 FIE5T
IR A 95 Iof 25 1 3ok R R AIL ) 5L A R 1 I
T H., H Gl S S B A AT 22 b il 21 45 4, i 9
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N7 LI -9 Jo) B R A R 8 R AR e
I, M I ' AR 5 A WL R M T T R
VA L ST SRR R o i L B 5 0 e R A D 22 18] Y
FHEAE IS e, I 2t — 28 730 B S AE 40 i
Wik AR, RN B 5 DR i KR
TBENLE BVE DL S S IS R 3l

U RPRS ik

1.1 WM RHAR

S I B A B T £ 0 T b R A B
AR E BB B ) AB SR REE
HLAH LB T 2% £0 2 O I B 1 £ R Tg (mpac:
GFP) 1 3 [ fin F) 4@ JE W K % 38 A2 WL 73 42
( University of California,Los Angeles, UCLA ) #RAi
PN, 2 IRt (2Ain. org) ML SR FE BE 0 £
RV MINE VST il bR R B i 27 Bl 55 2L
B2, VpST Y ARSI AR L OB A
B RIBFT I EcO1 F AR SEB S 4h s A5 51, 4
PRUER SC 30 B B IRV R S M B B 2y
(RAH B AE 47 (SHOU-DW-2016-002)
1.2 SRR F

Sz 3542 7 43 5 : TRIzol® Reagent ( Invitrogen,
155969026 ) .Light Cycler® SYBR Green [ Master
( Roche, 04887352001 ), cDNA synthesis kit
(TaKaRa, Japan ) . DEPC ( Life Science Products &
Services, 1609-47-8 ) ., PTU ( 1-Phenyl-2-thiourea, 1-
REL2-Hi Ik, Sigma, P7629) | & {Jj ( Life Science
Products & Services, 865-49-6 ) . 71N Ji£ ( TEDIA
PS2032-002) ,MS-222( Sigma,1001013176) LB %
%L (Sangon Biotech,, A507002 ) FlI&i {4/ ( Sigma,
7647-14-5)
1.3 SRIG{Y=%

SCEG A AR AL : Milli-Q Direct 8 ALK R &
( Millipore , Milli-Q Direct 8) . B5.[>#L ( eppendorf,
S810R) | fH i 47 JK (Innova,40R ) | & 3 3/ 44 2. il
5% ( Zeiss, SteREO Discovery. V8) . fif & 1 4 &
( Warner Instruments, PLI-100A Plus) .50 1FE B0
155 ( Zeiss , Axio Imager2) SERY 586G E & PCR &
45 (Roche , LightCycler® 48011) . PCR {¥ ( Bio-Rad,
¢1000 Touch™ Thermal Cycler) . 13k {¥ ( Bio-Rad,
PowerPac) F1 4> H 3l 41 21 &) 3% {L ( MP Bio,
FastPrep®—24) o

1.4 SLWFHE
Lodo 1 PR B 1 £ &) 0 Y S 06

WAL T 3 ~ 6 J1 % 1 BUAE B 1 £ k47 7
YN, RN % A 24 hpf W, 00 PTU S (3%,
28.5CHiFE 5 48 hpf, WA IR Vps7™"
BRI EcOl BERR A RAFI, 4% 1210 73
SIINAZ] LBS(LB BB A3 % 1) NaCl) Hl
LB Ay 553 p .37 °C ,200 r/min 3K 57,
SRIG 7 e 43 LBS A LB WA SR i h 3 5 &2
XPEOW , A 55 FE K 4 000 r/min B0 5 min, A
(40 B PBS ¥k 3 UK, B 5 M B R 3 107 CFU/
mL( CFU, Colony-Forming Unit) & JR UG &, HoAth
W R MM PBS BB B B R AR . AR e
OLIVEIRA %57 o i Jy i3k 47 B0 2 £ 4y £ HE 34
TS WEAT DA, B A R G R B Y TR O
PSRBT R — T B s RO I AR
F B ERAT RS ah Y AE U LSS T TR
TR /0N 0 Ao R T AR R ) SR B 1
nL, X & 5 $] 48 hpf [Y3E 5 0 %)) fo i 478, 30
RIS gt —4 . XTRAESS 1 L PBS 3y
BAPEXS B, AR 3 A PATSE 00, R Ja iCE
TSR, T 28.5 ClHEREE SR IR, WIS
71 12.24 36 .48 72 L J 96 h () RFFET-%5, L 3
ASAT S P E, AT Bliss V53150 20 T
WSt 40 5 96 h ) LDy, (median lethal dose,
LDy ) {EL, HHIF GraphPad Prism 7 2{F 22 il 4715
ko
1.4.2 AR5 5t 4y 0 Byt 5 g rh Mok 4
iR DERI PG e

WA E 3 48 hpf (13 L fa 4y #0320 T 200k
FES4 0.3 mg/mL () MS-222 Hr k47 R4k B, Jf:
I P v i S AR S OB X U S R AT A A .
T A B £ ) £ A S 3 H 16 9 0 v kL 2 i
(7T A RN B 1 S e L K EcO1 A1 VpST7™ 43
IR AR 5 2EAT IR 4 000 o/ min B0 S
min, PBS ¥t 3 WK, e 5 i B R £l 10° CFU/
mL, BRS04 0 B 4 1) BV O3 0 % R
1| 48 hpf FY5EED fa gl AT IR, IF 00 il e R e
6,12 .24 F1 48 h I L 5E L £ 4)) {2 90 T 2Lk i
0.3 mg/mL Yy MS-222 vh JE47 R B 4b 2R, A1) H]
FEGIE B WU 0 240 T R IR R R 40 i 7 A
VE R 2 72 #F 47 v WL AL 48 %, &% i Adobe
Mlustrator C 2018 #4474 FE
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1.4.3  RNA 270 E & PCR
B0l 1 VpSTV A I B B SRy 2 o DT

fa gl ta, [F B ST PBS A BT R L8 e/ 4, f 4 2.1 KB EMEIBNNHELRIEHER
3 AMEYPETR S P HITETESS 6.12.24 H1 LD, M7EE H 4347

48 h ST IR Gl 4 A A 2 4 R G B 1D £a &) £ 5| A4 HF A 10°.107 .10° F1 10° CFU/mL
Trizol H1, 2J IR 21 J5 S UEL RNA K RNA [ 8% fi EcO1 Bk VpS7™ Bk B I S e 48 hpf
K cDNA J&  fR A7 2] - 80 C ffif] Primer 6.0 AYBEhfa4fita, i i Bliss 3243 9315 EcO1 Al
BAFBET RT-gPCR 519, I LA ofla yNZ Jor Vps7™" I BiE T #1401 #1596 h 1) LDy, EcO1 &
ofla I HE R AN 104. 06% ,illb (Y SERE Ty geprifashtafy LDy, Jy 1. 14 x 10" CFU/mL( 32
97.20% ,il10 ¥ ¥ERCE N 103.90% |, 5|9 51 2), VpS7™ R BE T £ 40 £ 1 LD, 2 7. 90 x 10°
W& 1o RT-qPCR i #k R Jy LightCycler®  CRU/mL( 2 3) . il 471 2 3 £ % B0 7l
480SYBR Green | Master 10 L, E RS0 gty Ec0l F1 VST B 758 12 h B BE 1
U pL (#EEDY 10 pmol/L) , eDNA B84 1wk, 40y i 3k B 36 775 0 ; EcO1 5 7 5 (10° CFU/
RNase-free water #f 75K & & 20 wL; RT-qPCR [z mL) B YL B D 2h A A 1R TS R AE 70% LA | (F
MR A 95 °CL10 5360 °C,30 s;40 4> cycles, iH la) , H7E 12 h JG AN FAET; 1 VpS7™" Il e 1) &
i 27k X B AT, SRR g 107 CRU/mL B BE T 8 12 h S BE T 4h 6
FEE + b5 fE 3R (Mean = SEM) Z2oR, M geim RAE T 70% , e 4 )y 10° CFU/mL &
GraphPad Prism 7 SEAT{FIA], SPSS BAFEAT A yhpg o g 96 h J5 , REAS S BE 2 f 4 S HE TS
PERSRITHT R T RS AR5 2200 A Cone= ([ 1h) o A Hode P AT 181, B8 T 1 4) fr 0k
way analysis of varianc, ANOVA )6 & ] LSD HlI T i B 5 R

Bonferroni 2112 5 L4, 2.2 EIEMANE 5 R AR E A R B A
TR T

%&1 RT-qPCR3|¥ER

Tab.1 RT-qPCR primer information FATHIFH 10°CFU/mL ) EcO1 1 Vp57™" 43

SRR P PR 2R AR I 2% (B 9 Tg (mpa:

HEH AR JF5(5'-3") NCBI %35 )
Gene Sequence(5'3") NCBI ID GFP) I T 4l f, FE SR Y% 0.6 .12 .24 #1148 h i
ofla CTGGAGGCCAGCTCAAACAT ) \paneme A3 O W v PR R A B Y AR S R . R e v

ATCAAGAAGAGTAGTACCGCTAGCATTAC
o it 2 T v I %% 25| e L N = R
AT CCAAACCCATACCACCAG ST AU BT b R B BE S £ H i e — A )

itte TCGETGTCTTTCCTGTCCAT  CAQ0358.1 P18 B L J1 ., 1 SR A SHG 0457 1 A48 T X B 5
il10 éféf;fﬁgg?ggj?ﬁ??ﬁ AY887900 Zb@i%i & JRi :l}[3 Ej@ é’!fé ( Kl 2 a ) o & 'ﬂ] "[%‘ Ec01 Fi
Vp57™7 43 iYL 48 hpf Bt T th &)y £ ) B3, BT

%2 i Bliss £t 8 Ec0l BBID 4 96 h ) LD,
Tab.2 Bliss method to calculate LD,, of zebrafish larvae infected with Ec01 at 96 h

3R 1 [l AL B XA B SE5 ShYIE SET- AL FEToH LR PR FA [EEEES
Dose probit regression Logarithmic dose Test anmimals Dead number Mortality/ % Probit Regression probabilty

5.90 x 10° 9.77 30 8 27 4.38 4.49

5.90 x 10® 8.77 30 6 20 4.16 4.10

5.90 x 107 7.71 30 5 17 4.03 3.70

5.90 x 10° 6.77 30 0 0 0 3.31

PBS - 30 0 0 - -
BRSO LDy, =1. 14 x 10" CFU/mL

Notes: Media lethal dose LDs, =1. 14 x 10'" CFU/mL
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%3 F Bliss kit & Vps7T"" BRI D fa%h % 96 h f LD;,
Tab.3 Bliss method to calculate LD,, of zebrafish larvae infected with Vp57%™ at 96 h
FR & [ LR FAAL XA B SR B FET AR FETR SHHLAR LA Bl B
Dose probit regression Logarithmic dose Test anmimals Dead number Mortality/ % Probit Regression probabilty
2.44 x10° 9.39 30 29 97 6.83 6.5
2.44 x 10® 8.39 28 17 61 5.27 5.50
2.44 x 107 7.39 30 11 34 4.60 4.48
2.44 x10° 6.39 35 5.7 3.42 3.45
PBS - 30 - - -

BB & LD, =7.90 x 108 CFU/mL
Notes: Median lethal dose LDs, =7.90 x 108 CFU/mL

100 —+— . + - PBS

g 90 10° CFU/mL
%E 80 ~ 107 CFU/mlL
= 70 ~ 10° CFU/umL
%290 ~ 10° CFU/uL

~

=

“ 0 12 24 36 48 60 72 84 96

BRYLRt ) Time/h
(a)
100 (—+—— . + = PBS

xR

> 80 108 CFU/mL

-
%2 6o ‘ - 107 CFU/uL
HE— ~ 10° CFU/uL
= 40

o ~ 10° CFU/mL

5 20

g |

0 12 24 36 48 60 72 84 9%
JRYLnfE Time/h
(b)
(a) EcO1 YL BE T 6 40 0 B 77155 3R AE 5 (b) Vps 7" e B
i ) 0 A I R
(a) Statistics of survival rate of zebrafish larvae infected with
EcOl; (b) Statistics of survival curvature of zebrafish larvae
infected with Vp57%"
E1 HFEEST

Fig. 1 Statistics of survival rate

SRR AR VST IR BE T a4 1 ), bl
JERYLI [E] (4 SE 4, VST 3 i b, B B IR I
48 h (hours post infection, hpi) JLF#% 58 4= V5 5o
S57ESS PBS Xf BRLLAA HE, EcOL B BRI VpS7™"
WRIT IR GL B By 0 &)y #1 )5, HREHH 55 K = g b
PERLA B B R T, EcOl BRRTE 24 hpi 41 35%
(it g e A 40 1 i 3 ) v 0 i VpST ™ T
PRTE 6 hpi T IAF U, HLER AR I T 0 ; B ok

YUt ] B IEAS , EeO1 B RS 2 40 55 0 v 1 b 4
JEL %) B i A 3K B e 0 T — B W G o,
VpST™" BRI YL 417 55 Fp R 40 i i B A
IR B = W Je B s/ (HAE 12 hpi {53 2T EcO1
Y2 s 3 48 hpi, W v PR A AN IR AR BL
AR BIRAS (B 2 b) 6
2.3 REMXEEHREETN

FATi i RT-gPCR 43 546 I EcO1 T4 £k Fi
VpS7" VB R IR YL BE S fa 4y £ 6,12 .24 Fi1 48 hpi
PR At ML IR 41D T 58 20 il TR 4110 1y
Fik Ak R EHE T b KB -EAE
PBS X} B 20 TG i % 1 28 4k (6 ~ 48 hpi) ; EcO1 Jg&
Yefg b Rk m BRI EE A S TN G
78 6 hpi BHAFIWEE (&3 a) ; VP57 YL,
il1b [k S BT IS B AP T e BRI Y
L TE 6 hpi BFIRE(IE(H , 5 EcOl JRYL AR A2,
Vp57"7E 24 hpi, 5 PBS A FL illb (1355 H
W EEF R (B3 b) o SRR+ il10 1y
ik AE PBS X HE4L e B E A1k (6 ~48 hpi) ;
EcO1 J&YL S5, il10 FHe [R5 90 SE BT I s 1)
PABT = B R B, TE 6 hpi B, 5 PBS
X REALAR LL 10 Rk i o T R AE 12
24 148 hpi iRy i5 55 PBS XJ HRZH TG i
ZF (K3 ¢); 5 Ec0l A, Vps7™ sy j5 , 10
() 2638 i S LG 0 MR R AR W T s e 3
VpS7"HE 6 hpi 5 Pk ARG, bl 2 TR B[] £
FEA il10 By FeIR 43 HITE 12 .24 F1 48 hpi B &
Wi, HLAR S35 R 5 T 6 hpi B il10 ()RG5
(EI3d),
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2501 m

XA KB ﬁ@ﬁ%’c?ﬂzﬁm%ﬁ
p RFP

TRYLE [A]

Time post infection/h

(b)

(a) TS S MR 2 B 4145k 48 hpfl BEh £ 4Jy 00 HE 300 1 67 1 (20AR O FRAT , 1 (R 2 R HHfL ) 5 (b) EeO1 I VpSTR™ 43 B & Y
KL 45 0 ~48 hpi FHSFME R AN K 3 553 72 (n = 10)
(a) 48 hpfotic vesicle injection site diagram of zebrafish larvae ( the red box is the enlarged part, and the white dotted line represents the otic
vesicle) ; (b) The dynamic process of 0 —48 hpiinzebrafish larvae infected with EcO1 and Vp57™* respectively (n =10)
2 EcOl il VpS7T™™ 43 IR e T 6 4h 1 [0 ch et A AR B O PR B0 8 IR AR MO B A 22
Fig.2 Dynamic process of neutrophils recruitment and clearance in

zebrafish larvae infected with Ec01 and Vp57*" respectively
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4 PBS

*k

4 e %

illbHINT RIEE
illb relative expression
no

) FIW ] {Iw = (IW
12 24 48
JBRYLAt ] Time/h
(a)

6

1.0

Xk
0. I I ﬂ
0.0 6 12 24 48

JRYLAt ] Time/h
(c)

o1

il1OFXT RIE R
il10 relative expression

1 ¥4 Infected

o
b

dekde —

-

nNo

illIbHIRIEE
illb relative expression

=

iﬁ i’l‘ -’l‘
12 24 48
BRYLRt ] Time/h
(b)

il10fAXRIE R
il10 relative expression
S

L~

6

[=]

Iﬁ B =
12 24 48
BRYLAt ] Time/h

(D)

(a.c)EcOl JRYLRET, t 4yt 5 illb il10 43 SIAEAG AN Ta] S i Fak AR 1k 5 (b d) VpS7 T YR BE Tt 4l 10 )5 il1 b \il10 4 S| 7645 A i
Al FE R, *P< 0.05, % #P< 0.01, % *P< 0.001 N EBERI¥ER, BRENEZERRER

(a.c) Changes in expression of il/b and il10 at various time points after zebra fish larvae infection with EcO1 ,respectively; (b. d) Changes

in expression of illb and il10 at various time points after zebrafish larvae infection with Vp57™™" respectively

#*P<0.05, * *xP<0.01, * % % P< 0.001 represents statistical significance,no significant difference is not shown
B3 Ec0l # Vp57T"" SR B A RHRERXERNRIZET N

Fig.3 Changes in the expression levels of inflammation-related genes

after Ec01 and Vp57°™" infection, respectively

3 e

G R FH R a0 S R R o DA HR I
TR A8 5 R B £ 4 £, Sl ST R PR e A
T o % 0 A Bl 9 AL 5 B AT R B AT B8 A LD, 11
A7 2, BB £ 4 #8% Ril 5 0L 9 500 1
Bk VpST Sy g, WX R AT B EcOl R A 5 i
DRI T R 100 5 By 32 Oy B B2 R AR
EESCTSIEA PN 72 1N - 3RS N o N o
IR 75 5 ke £ BT SRSk = FATT 9 4%
SRALBE— 25U T AP I I R B £ ) )
I, BE T BOBE B A 7 H AL T, X A I 9
PR i RN B B Y6 A — 72 19 i PR 25
SR S

PEL R R HA RSN R E W] KR

GRBEANIE W S BE A I 18] 7 8 S5 R I 38, £
T B 1 11 B BIF S 200 T DR DA AR L% A
2 AR I 11 3 A ot R A A A
TEVMERMBEE R, RS CERE S rp gy 7 — &
B R TR T , (R 22 B E T I 4 v 7 4 B ik
DERETY L, i XoF Jey S Sk e A5 T A A ST AH X 4K
MU R A I R S R 2
S €IS E AR SR S P S R R R S N e
S A AR ) R UE I A
SRR Bt 4y #0115, A S I L IR AR
AT T 1 Jey PSSR AR, ) 1 T R A
SR PE S 0 s, AR H N R i i e, L
WS ER . W8 rh VERL 40 I A5 A A o K AR A
G R VO AR, AR A M SN AR A
PESAE T R HE R BAE A  EJR R ), v
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HhER 2 R DR DA B A B AR S 3R e A 4
BT X S AT A W o, A8 S Y T
FRATIE I 4 2 WL A T R e R B £ %)) £ o o
PERLA M ) F0 5 R, 45 2R R B, B ) B00E 1Y )
VA I I T 2 e I R A% 41 53 ik 1) g v R 4
i 380 R SRR A, T 7 3 555 ) R A R A S
JERZE R g TR R A L, HR EAE . K
AR R 1 N S e B 1 1 4 £ H J , 24 g
85 | 2 B W 25, (B RS AL A 5 Jo% L 3 1 5 ) )
VA5 LSBT FE £ J IF (1] P 7 532 K 6 1) I v P 4
¥, S T RS BT e I R AR R R S
SEAE LML PR 1~ A8 20 TR A T 3 SR B
RAEEEAEN] . TR RGBS R 1/ MA
PO, F5 T A AR R 4B A - TL-18, ] LAk
— A g rh RN L Y 55 4 A0S M 4R (reactive
oxygen species, ROS) B, LAASEHR A o 75
FATRIBIETE b, R A B R I 1 I B 7 S e .
WIRED IR 016 W 3k, BIPE MLINTE 5 R 1Y illb
AR TR KB g, # 2 0 JE 1 6 ME 2 A8 E 4 Y
PRI il1 b 48 () 3235 THs ) gl s 2
T B AT LG5 5 K AR G S AE S, {H B I 5
T AEWE 75 3 S0 3 B A RAE SV o AE R AE S
L ilTb T oA B AR M Rk, BE S AE R PR
i H R AP A, T L PR 4 ) RS A
W HRSEERTT 2 i1 b B3R, 1T B W 4 A Y 48 55
WIARTEEE, JF H il b 5 b 4 A &
A BUAE S, BEAS 4% 9 rh VERL 40 i A 5 AL, BE 1k 2%
TEMYTR . KARMAKAR 45 A ffF 5 2 B e P
400 2 dlb X B G A Ak R R W
( Pseudomonas aeruginosa ) ;== [ 1 £ 2K IR,
SEIE O A PO A0 I A A R E PR
PO FETRATAO S5 H b ML AR T R K T
T, BXE B )y f 7R SR B I OB S il b )
K R R SR I T R A ) R R S AR 1 L
M 241 b 1A oy 2% 2 AR £ g b PR 240 D 11 O i
o RN T TL-10 7] LI ] 28 58 o B
N, BIFFER ] TL-10 1 RLGRP 1 3 0052 46 B (0 3
HERE ( Staphylococcus aureus ) [ 4 B &y | %
I ST A B i AT Bl S e B o £ 4 £ )5, il 10
AR, TR B A I INTE 6 ~ 48 h [y, il10
PR 3K ek 22 O P TR 4 1 2 i T v o TL-10 T
DT ¢ i 3k SRR 5K B s 2 9 e
i R, BELIBT i T0 PR 732 4 S 20 40 ol 12 %
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AR PR T HOAE T 10 f 0 B  b E T LA
SR Py A I AT 5 | G2 0 2 B 8 R, M T
PVBE T 0 4 S ) S LG B A SRR A R I
OB SO L 1 BRYEBR” St T BiE
R,

L5 TR, FRATTEE ST T — oA 800 40 T H
SR B T £ 4 £ (14 SRy F SR B TR | 1 I SR A6 T
(SR AT EL B AT T BE 1 £ &)y fo SR R
M3 R T8 5 ) g 5 8 v o 4
FASE) SIS AE 10 LA g RS, IR T 7 J
T PP LA 5 PR 119 2 1 KT, 1KE R T A
— SR AT 5 B 7 LG B 5 | A AL AR R 9K 4 928
R 29 B HER
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Dynamic changes of neutrophils against Vibrio parahaemolyticus in zebrafish
larvae
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Abstract; Vibrio parahaemolyticus is a zoonotic pathogen that poses a serious threat to animal, fish and human
health. In order to study the dynamic process of host neutrophils and bacteria infection, we established a
model of local infection of the 48 hours post fertilization (hpf) zebrafish larvae otic vesicle infected with the
V. parahaemolyticus strain labelled with red florescent protein ( Vp57™") in this study, and the Escherichia
coli EcO1 strain was used as a control to systematically compare the median lethal dose (LD,) and survival
curves, infection process and dynamic process of interaction with neutrophils of V. parahaemolyticus and E.
coli, respectively. RT-qPCR verified the expression levels of the inflammation-related genes il1b and ilI0.
The results showed that the LDy, of E. coli and V. parahaemolyticus infected zebrafish larvae were 1. 14 x 10"
CFU/mL and 7.90 x 10" CFU/mL, respectively. Compared to E. coli, V. parahaemolyticus recruited faster
and more numerous neutrophils during dynamic infection imaging, and induced more illb and ilI0 genes
expression level that caused strong inflammatory response in zebra fish larvae at the same time point. Based on
the above research, we successfully established the model of V. parahaemolyticus-otic vesicle zebrafish larvae
infection, which provides a basis for further study of the dynamic process of neutrophil clearance of Vibrio
parahaemolyticus infection and the in-depth revealing of the innate immune response mechanism.
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