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Screening and identification of host proteins interacting with
the non-structural protein 15 (Nsp15) of porcine epidemic
diarrhea virus

SUN Jinlei', YU Ruiming?, ZHANG Liping’, ZHANG Zhongwang’, WANG Yonglu?,
PAN Li%>, ZHANG Quanwei' , LIU Xinsheng®"

1 College of Life Science and Technology, Gansu Agricultural University, Lanzhou 730070, Gansu, China
2 National Key Laboratory of Animal Disease Prevention and Control, Lanzhou Veterinary Research Institute,
Chinese Academy of Agricultural Sciences, Lanzhou 730000, Gansu, China

Abstract: To screen and identify the key host proteins interacting with the non-structural
protein 15 (Nspl5) of porcine epidemic diarrhea virus (PEDV). The IP/pull-down assay and
mass spectrometry were employed to screen and identify the host proteins interacting with
Nspl5. The interaction between the host protein and Nsp15 was studied by co-immunoprecipitation
and laser scanning confocal microscopy. Finally, Western blotting and RT-qPCR were employed
to examine the interaction between SLC25a3 and PEDV. The recombinant eukaryotic expression
vector pcDNA3.1(+)-Flag-Nsp15 was successfully constructed, and the host protein SLC25a3
interacting with PEDV Nspl5 was screened out. An interaction existed between SLC25a3 and
Nspl5, and SLC25a3 significantly inhibited PEDV replication in a dose-dependent manner.
SLC25a3 inhibits PEDV replication. The results of this study provide a basis for deciphering the
role and mechanism of SLC25a3 in the host immune response to PEDV infection.

Keywords: porcine epidemic diarrhea; non-structural proteins; protein-protein interaction; virus
replication

¥ AT PR T (porcine epidemic diarrhea, H (nucleocapsid, N)7F1%2 5 & [ (envelope, E)iX

PED) 11 %5 Ji 4 % I A7 P I8 15 %% 2 (porcine
epidemic diarrhea virus, PEDV), Hilf KGR K
U N - RN 7/ - - o 74 o R F WS ST N
515 e B 1 R (transmissible  gastroenteritis
of swine, TGE)FHI!' 2, &-Fh & & B BL 1 15 4R BE
&L PED, MWLM FE o E,
FRIER EHE 100%5, PED F 1971 4E7E 35 [ gl &
KRB, 20 22 80 AEAURIEFR HFLLE I, 2%
ATERAR 12 A 2284 12 H , WA R B,
71 B AR A SRR e 2 JE ),

PEDV JE R4l R/NZR 28 kb, W] i £f- 58
[ (spike, S). B [1(membrane, M), K7CH
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4 NEEFYHEE T Nspl1—Nspl6 25 16 N EZE 8 LA
HBLESE 1 ORF3, 45/ Nspl5 J2— 1M
T 339 NMRAERZIK, TR NI,
Hi 25 i Nsp5 7E pplab s 6135NLQ|GLEg44
F1 647sQLQ| ASEguss 2RI AL, = S5sei il
It Bl 25 2K 3Rk 1 32 BTS2 BT AL . A
55 &3 PEDV Nspl5 Refgiil1s E4ip T8 %
(interferon, IFN)FIN BCRORL 1 7= A, TSP TE
FRIR G &

N EFE Mt E N, 15 2 METE
HIBERR AL AL, BB S5 5 RNA 455, /2 PEDV
GRS W R S . PEDV i AR RS a3 4
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M), wEEATREERAEAZENED, &
YeRphe B A A RS e M S AR A7 ) O TH R B
BAER, ARG N 2 AR B A
< PEDV ByHEFH K-

B BLEUAR 25 ZKEAGL 3 (solute carrier
family 25 member 3, SLC25a3)7EI i kK 155
HEEMIRE, ERB—FNEER, S FEY
& 34 kDa, SLC25a3 | VZAA7E T2~ H 4 s
T, SH5FZEEAESREY, EaEk, m
FENDUA KB SLC25a3 7EM ik 3k 5 MR &
JEFNGST ROV B YIAHSE, SLC25a3 B4 MiRYT
SEAE IR /Ny AR A P R T e R S 1
W3 PR E SLC25a3 RYFIAFITIRE, T LA R
R ] RSO AW e 41171 = W2 o S S E A

HTl, SLC25a3 £ 5 8% 7 I 1 AH X F
FED, SLC25a3 TEH w5 A ML S s
MASHII, ASEFSE N A IP/pull-down 454 5T
B, ik o % AR AE A M PEDV &
) SLC25a3, LU HIRSY PEDV 7E18 E 4
S L E R 2%

R

1.1 Bk, Btk HENTRE

pcDNA3.1(H) K . KIGFF# DHSo. &5 I
FA(LLC-PK) . A R 4 (HEK-293T) , I
PHE3 M B 40 if (Vero) 2 PEDV #:#k CH/HBXT/
2018 (GenBank % 5% %5 : MH816969)34 H A< S
EXV YN

*®1 KWMRFAASIY

1.2 R RFEM

GoSecript™ Jz #5550 W | 3 9% 2 4% (At
SV EYIF ARG F . EndoFree Plasmid Midi
Kit W H Omega Bio-Tik 2y w]; PR U1
BamH IFl Xho I, T4 DNA M3 H New
England Biolabs /A #]. One Step PrimeScript' ™
RT-PCR Kit, PrimeSTAR® GXL DNA Polymerase
¥ A% HEJEDEYHEAREGRA . MEM
FiFR 5L . DMEM S35 5E | A 07 R0 e g 35 1
H e8GR B 2 F] . Flag Al Myc Hrik g
B 3 R A Yy e 7 (L) A PR Al . B-actin,
PR 1o 1L ¥ [ (horseradish peroxidase, HRP)
FRic P/ RPTiR . HRP Aric il Ei ik
488 pric Ll 2P/ 1gG H&L ¥ A b
EEREYEARARAA . IHFEPR [gG H&L
W H TR A S A RA A
1.3 SRS &K

A B 55 LA PEDV # #& CH/HBXT/2018
(GenBank & 555 : MH816969)F 51| Fl Sus scrofa
JE#y SLC25a3 2 [N J¥ 51 (GenBank % 5% 5 .
NM 001164512201 2%, FIH SnapGene™
1.1.3 Bt iR 5 19 Nspl5, SLC25a3
BT WS, 5IFSER 1, S WA T
A TARRCEIE ) A R w5 .
14 EBEZRJIEBHEHERFTIK

JEHL PEDV JE&Z% LLC-PK il /Y 5 RNA,
iz BRI % 5 Promega GoScript™ ZR S8t B 4545
YE15%] cDNA, LI cDNA Jtiti, #:4F PCR §"

Table | Primers used in this study

Primer name Primer sequences (5'—3") Product size (bp)
Nspl5-F CCGGATCCGCCACCATGGATTACAAGGACGATGAC 1017

Nspl5-R CCCTCGAGAACATCGCCTTCAACGTGGTGAAG

SLC25a3-F CGCTCGAGGCCACCATGTTCTCGTCCGTGGCGCAC 1086
SLC25a3-R CCGGATCCCTGAGTGTACCCAAGCTTCTTCTTC

The sequences in bold are BamH I and Xho I restriction sites.

&: 010-64807509

B<: cjb@im.ac.cn
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¥ PCR WK Z: 5xPrimeSTAR GXL Buffer
1 mmol/L, dNTP Mix 200 pmol/L, 54
0.3 umol/L, #5149 0.3 umol/L, ¢cDNA 5 uL,
ddH,0O 25 pL, PrimeSTAR GXL DNA Polymerase
1.25 U, 3£50 pL. WERFH: 98 °CHiAEHE:
3 min; 95 °C7AEM: 30s, 55°CiEk 40s , 68 °C
FEfH 1 min, 34 PMEIHR; 68 °CHAEH 5 min, [H]
W PCR 779y, 44734 0 B B8 R R 73D
(BamH 1. Xho I)JFs3illi%E4 % pCDNA3.1(+),
J5 M| EndoFree Plasmid Midi Kit 2SR, K
R T Y] S I, 0 T A YRR JBR
P EA T A TR (1) B A BR 2 w1y,
J¥ 1E 8 J5 8 H 4 il 4w 44 8 pcDNA3.1(+)-Flag-
Nsp15 Fl pcDNA3.1(+)-Myc-SLC25a3, 43 54 e
pCDNA3.1(+)F ki Fl pCDNA3.1(+)-Flag-Nsp15 Jii
Fi %2 LLC-PK 41, 24 h J5 WO AN ke S 287 T
Western blotting Jiiif:
1.5 SRIEIUTE

W MR ) ok Yo 2 LLC-PK 4,
37 °C CO, JiFi A 157 24 h G BUH, Fi 4 °CTie
1 1xPBS ¥ 3 ¥, JEMA 300 uL NP40 2 ik
UK F2E 1 h, ZE5EUE 12 000 r/min &0
4 min, M Y 45 uL EHEOEEN Input =3
fn s B 10 pL B3 A BCA P B ()8 [ vk
B, BRI E R 2 1 pg/ul, 1 mL &
Z; BARES A 10 uL PMSF (& F1REID 617,
3 uL Flag ¥ifk, 4 °CHEKE®K . SREMA
40-50 pL Protein(A+G), 4 °CIEKIEHE 4 h;
1500 r/min Z.0> 3 min JGIA 1 mL HUAH
1xPBS, 4 °CFLIRVE 5 min, TE 3 K. 5 3 K3
FIEEHARNA 4xLoading Buffer £ IP £
i, JE 4T Western blotting H ik .
1.6 Western blotting &7

HCIP #1 Input #5147 SDS-PAGE, ¥/
T (R 2R 1 B RS IR 41 4 & I (nitrocellulose,

http://journals.im.ac.cn/cjben

NO) |, M 5% T3 TBST 7E 2 ) ]
1 ho TBST ¥ FZAMEAR, A Flag dilk
(1:5 000) 4 °CiL I H - WrE 4w, H TBST %
e 3K, AR 10 min, FFEHUEEER, fiIA HRP-
HEPEHT /N BRPTMAC(1:8 000) = IR H 1 ho
3K, BRK 10 min, FEEUEVE, ARG
Ab2# K Y6 (enhanced chemiluminescence, ECL),
{5 F Tanon 5200 ¢ #8 W aE 451
1.7 R

R 38 25 R P i e k) R A T AR e
fE: SDS-PAGE %55, M &ERHUH it A2y
100 mL FJEZ R, [EE 10 min PA_E . 57 [E5E
W, A 100 mL 30%Z. 1%, FEREIK b %)
10 min #A77E% . #H 200 mL ddH,O #E47k
¥, 100 mL R JEBOR (1) ZE D) 2 min
T, HEES R T 2 YOKME. FOKINA
100 mL MARIA TR (1) E IFES) 10 min, A
VR EAT K VE , A 100 mL 4R 44 & (6 i ok
i, HERRBBOAHENENRN. 57
YL AW, A 100 mL AR YLK IR (1%), =
MR IRFES) 10 min, ZKIRZSH, FERHEYPL L
WG PG K YR, SR ddH,0 177
1.8 PEDV Nspl5 BE{EEH LC-MS/MS &
BT

WA BT VERE 20 L, 4T SDS-PAGE,
T FE S HL UK EHE A ST B I H SR VI T e fe 2
BT 1.5 mL BO0EH, —20 °CIRAF. HAEEN
) LC-MS/MS # 173t 24T i B A YR
F FRZN w) KT UltiMate 3000 RSLCnano #8524
WA ER B Q Exactive Plus &40 3¢ B i 1 £ AR
-4, G55 E UniProt 2044, XA [R] S2 56 4H B
A AT HE L E PR (B E B ) 7T o
1.9 HREAHBELR

Vero 41l ifi %% 4 pCDNA3.1(+)-Flag-Nsp15 Fil
pcDNA3.1(+)-Myc-SLC25a3 , Fsi ks 373k, 1xPBS
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e 3 WA E ] 4% R HEE, [ 5E 60 min,
T 0.25% Triton-100 FZ & 55 F4EH 10 min,
1xPBS ¥t 3 %K. A 5% BSA #[4 60 min, PBS
PE 3. MALL 1:2 000 Fi Bt BLJE Myc Bifk
KA B Flag HUiK, 4 °Cid %M &E . PBS 2R
UE 3K, BB I AA 1:2 000 fY 488 ARic i
AP0/ R 1gG(HAL) K 594 Fric iy 1gG(H+L),
37 °CH% % 60 min, PBS Z& MRk 3 ¥k, RGN
A 2 3 4',6- K IE-2- 2K KLUk (47, 6-diamidino-
2-phenylindole, DAPI) (H PBS #ikf), EiRFE
5 min, PBS ¥t 3 K, 7EHOGH R AR B s N ge .
1.10 ERRHXEE PCR

FEHAN AR S RNA, #2218 Prime Script™ One
Step RT-PCR Kit Ver.2 &7 & rE i W in AR
7, RT-qPCR WA Z : 2xOne Step TB Green
RT-PCR Buffer 2.5 umol/L, . T
0.4 umol/L, BAH RNA 0.5 umol/L, H,O 7.5 uL.
J i At 42 °C 5min; 95°C 10s; 95°C 5 s,
60 °C 30's, 40 NMEM . FAFFNFEA B E 2 4
Hw A f#H C1000™ Thermal Cycler {{#5 %} PCR
RS IEAT R
111 3 E 2 O F5 B 5T = (tissue culture
infective dose, TCIDs)il| E

PR iR L, 3 500 r/min 5.0 2 min,
R, F DMEM 535 3L (emRE B 20 pg/mL)
K BRI THESL 10 F5H6 R o FHHEAS W2 2 4t a4l
i 80%ZcATHY 96 FLAR RS IR, PBS ¥k 2 1K,
PR IR VR 1k, BRI 100 pL
A 96 bk, BAFBEER 8 MHEE . M
100 pL ZEHpIG I HL 2 ZARFN 200 pL, 28 XY

% 2 SLC25a3 F3# RNA F%

HEOM 200 pL ZEFEEEIR3E, BT 37 °CHi g%,
Hid Z4i i Z L% . F Reed-Muench P Gk
45
1.12 SLC25a3 ¥t PEDV £ &850

¥ pcDNA3.1(+)-Myc-SLC25a3 ¥4 LLC-PK
4101, 24 h J5¥% PEDV (HBXT-P100)#: ¥k LA
MOI=0.1 /B4 ifd .

JEYL S 0, 6. 12 F1 24 h AN B R i
K Fi; 02, 05, 1.0, F1 1.5 pgiX 4 A
[) 46 B Mk )& 1Y pcDNA3.1(+)-Myc-SLC25a3 Jfi ki
Iy MG 3 2k SLC25a3 [ siRNA 514
(# 2)LL 120 pmol 5l EFEYL 5 LLC-PK 4l
24 h J5 WA BEAE i, Western blotting Fll & 75
ATHAEM . HEHEA TIBERE siRNA i
i

WS £E 14 40 L 55 R FE Western blotting 630
PEDV N Z& 135K ,RT-gPCR ¥l PEDV
mRNA 7K, AR A E 3 W4T TCIDso Kl
WREE L o P ARG ik SLC25a3 . M
ik SLC25a3 DL A fR N1 SLC25a3 X
PEDV & il 540 . RT-qPCR J W14 2 K 2 v
®xMS% 111,

2 ZERE54

2.1 PEDV Nspl5. SLC25a3 E#ZERILH
0L AFES

) PEDV &Y% Y LLC-PK 4 il 5 RNA i
Me, FHe s - T PCR B3, 2% 194 R Je v ik
RN, AELEEMI 1 017 bp () PEDV
Nsp15 H i) 4 (K 1A) &% 1 086 bp ) SLC25a3

Table 2 The sequences of SLC25a3 short interfering RNAs (siRNAs)

Name Sense (5'—3) Antisense (5'—3")

3. C25a3-667 GCUCCUAUGGAAGCUGCUATT UAGCAGCUUCCAUAGGAGCTT
S.C25a3-706 CCAGGUUAUGCCAACACUUTT AAGUGUUGGCAUAACCUGGTT
SLC25a3-973 CCUGCUGAUUCUGUGGUAUTT AUACCACAGAAUCAGCAGGTT

&: 010-64807509 B<: cjb@im.ac.cn
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H 2 (K 1B), H5BUIR/IMARE, RV
I vEkEH Nspl5., SLC25a3 iX 2 AL, i I FR
il N YIRGE BamH 1, Xho 173 BI%F pcDNA3.1(+)-
Flag-Nsp15 il pcDNA3.1(+)-Myc-SLC25a3 17
YIS E (B 1C, 1D), BERHIKEE R B K
N EFRN—20, HIPESRAHR . R E
ZH JFkE pcDNA3.1(+)-Flag-Nsp15 1 pcDNA3.1(+)-
Myc-SLC25a3 #4823 .

A
5000
5000 3000
3000 5
2000 1288
1500 Nepzs  1000— SLC25a3
1 000 sp
750 750
500 500
200 200
100 100

2.2 EHFRNRIRIE

YOE IEMf A E 4 iR, pcDNA3.1(+)-Flag-
Nspl5 1 pcDNA3.1(+)-Myc-SLC25a3 435Il Yx
LLC-PK #£4T Western blotting £l , 45 7=,
Nspl5 fl SLC25a3 &1 K/NK 38 kDa Hl
34 kDa, 5T K/NHSF . 7€ Vero 4l h
SE, KP4 Bk PCDNA3.1(+)-Flag-Nsp15
(El 2A. 2B)#il pcDNA3.1(+)-Myc-SLC25a3

C D

bp bp
5000 5000
3000 3000
2 000 2000
1 500 1 500
1 000 Nspls 1 000 SLC25a3
750 750
500 500
200 200
100 100

1 PEDV Nspl5 E[E K SLC25a3 £ [E PCR 31 (A, B)FINEG L E(C, D)

Figure 1
digestion (C, D).

A
\g?\ ~5;\5
‘%v, qua%%Q
kDa Q@
40
38 kDa
35
LLC-PK cell
‘v
xﬂ” > 5
Q Q
kDa M SF
35—
- 34 kDa
25—
LLC-PK cell

2
Western blotting £ 3

Identification of PEDV Nspl5 gene and SL.C25a3 gene by PCR amplification (A, B) and double

B \\X-\ \\f\,\%
) DR
s Q&’@
&
kba M < Py
40— ..
38 kD
s - . )
Vero cell
P O @
’b . \)C) ’b .
QY\_Y’Qf‘o QY\R.V
kDa M €N §
35
34 kDa
-
Vero cell

HRIEXEHBRK pcDNA3.1(+)-Flag-Nspl5 (A, B)Fl1 pcDNA3.1(+)-Myc-SLC25a3 (C, D)

Figure 2 Over expression of recombinant plasmids pcDNA3.1(+)-Flag-Nsp15 (A, B) and pcDNA3.1(+)-
Myc-SLC25a3 and Western blotting identification (C, D).

http://journals.im.ac.cn/cjben
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(I 2C. 2D)7E LLC-PK #iJfi fll Vero ZiJif 4
REMLRAE ik .
2.3 PEDV NSP15 E{EEHA LC-MS/MS
SR

G TR SE R BoR, AR EEE . R
HEIF I T, R R LT e HAE B

kDa

50 —
40 —
35—

C
RT: 0.00-40.00
100

95
90
85
80
75
70
65
60
55
50
45
40

Relative abundance

30
25
20

13.58 1406

509 605 800 8.80 928 1568 17.14
TR PEN] !

6 8 10

N F

12

14 16 18

(F 3A), SR IEE e Hh 28 1 BT A TR e S
S 5 X BT AEAE 35 25 (] 3B), R
TE454 PEDV Nspl5 BB EEAEE N . BP0
AR (R 3)L%EE 27 41~ 5 PEDV Nspl5 i
TEHAEME EEMA, ETIRBE SR RIATE
L IRBBE ARG RE S 2 AT A T A TR

NL:
2.83E9
TIC MS
12165-
Nspl5

36.76

36.90

3401 3408

31.21 31.81

93
1729
2930

20 22 24 26 28 30 32 34 36 38 40

Time (min)

& 3
it

PEDV Nsp15 E{E&EHK LC-MS/MS &R 7 #

A B dEPiTE. B LG, C: BT

Figure 3 LC-MS/MS analysis of PEDV Nspl5 interacting proteins. A: Immunoprecipitation. B: Silver

staining results. C: Total ion current plot. “—” repre

&: 010-64807509

sents significant difference bands.

B<: cjb@im.ac.cn
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# 3 PEDV Nspl5s EEEZEBRHHER
Table 3 Information on the interacting proteins of PEDV Nsp15

Gene symbol Accession (UniProt) Coverage Unique peptides Aa numbers Mw (kDa) pl Peptides

SL.C25a3 AO0A5SG2QMB3 4 1 323 34.0 92 1
ACTG1 A0A287A5G1 12 4 378 42.0 55 4
HSPA9 FIRGIJ3 4 2 644 70.1 56 2

VEHL SLC25a3 47 fe e ILUTIE B IE WOE IR A W BRI, 25 R B AN ] 26
2.4 PEDV Nspl5 5 SLC25a3 ®eiZLiE  Jebmicivfs £ SLC25a3 Fi#Ed I NsplS 7£
B E ZHNES, T F—XE, P SLC25a3 5

WA e SLYIVE R IE PEDV Nspl5 515 F  Nspls /40l NAFAEdL 2 i3 2 (E 5).
4 SLC25a3 Z.IEU M HAE & & , Western blotting FlagNspl5 + - +
ERLEIR, 7E Input 419, Nspl5 5 SLC25a3 ¥ Myc-SLC25a3 — + +
SEFIA A5 HISA IO N ST, 1P S2ahd - W
IP: Flag

LW, FHEN Nspls I Hig&E T SLC25a3
UUUE Tk, WK 4 fs, PEDV Nspl5 GBS
SLC25a3 ILTTE, M EAFAEHA R R, - W
2.5 PEDV NSP15 5 SLC25a3 4RBIAIE E 1 Input
%ﬁ—ﬂﬁﬁ SLC25a3 5 PEDV Nspl5 17

TEHMESZ . 740 Py 52 520 . 4G 4 PEDV Nspl5 5 SLC25a3 EfEXE

. Figure 4 Interaction between PEDV NSP15 and
ki PCDNA3.1(+)-Flag-Nsp15 1 PCDNA3.1(+)-

SLC25a3 identified by co-inmunoprecipitation
Myc-SLC25a3 #54% Vero #iiJifd 24 h, Je @5 i (CO-IP).

- Myc

- e Myc

Goats anti-rat  Goat anti-rabbit DAPI Merge
(488) (594)

Nspl5

SLC25a3

SLC25a3+Nspl5

5 M EREESTISIER PEDV Nspl5 5 SLC25a3 HEARL Hf R =50 um
Figure 5 Observation of the colocalization between PEDV Nspl5 and SLC25a3 under a laser confocal
microscope. Scale bar=50 um.

http://journals.im.ac.cn/cjben
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2.6 SLC25a3 #i#] PEDV B E#|

#:L pcDNA3.1(+)-Myc-SLC25a3 % LLC-PK
AN J5 $Fh PEDV, Western blotting 45 i/,
SLC25a3 3 ik fdi PEDV N 7K [ 5 &8 U] B %
(& 6A), M RT-qPCR ZEH0] LI it F ik
SLC25a3, PEDV N %5 /KB R REAL, 5S4
XTIRZLAR L, 25 B3 (P<0.01) (I 6B), H#%
FIK- RN EE (B 6D)— 2, IEMIE R
ik SLC25a3 Refg i PEDV & il
2.7 FHAIRME SLC25a3 EEFRi#H PEDV
p=kid

=T RNA %4 24 h 586 PEDV

(MOI=0.1), Western blotting (¥ 7A) % RT-gPCR
(K 7TBYES SR Bos, M TXIRA, LR
SLC25a3-667 . SLC25a3-973 £k V-0 i T I,
[ PEDV N # 1. mRNA FRik/KV- Si e
K- 2 HE (] 7D). iF—25 3R SLC25a3 figf
B E M PEDV & ifil, Hrh SLC25a3-706 f77E
FESPET PR, X 88 9 0 i 5 .
2.8 FISMc#ESLIn

SrAER 0.2, 0.5, 1.0 A1 1.5 pg B9
pcDNA3.1(+)-Myc-SLC25a3 #:4¢ LLC-PK 4H
i, 24 h J5#:Fh PEDV #§8:(MOI=0.1), &y
24 h 5 SBT3 . Western blotting 45 5 1.

A B
50 mm Myc-SLC25a3
Oh 6h 12h  24h [ T3 pcDNA3.I(+)
kDa + - + - + — 4+ — Mye-SLC25a3 g < okl
T3 g 1.5
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A: Western blotting #&ill]. B: RT-qPCR . C: JKJE /3 #1. D:

SLC25a3 inhibits PEDV virus replication. A: Western blotting to analyze the effect of

overexpression of SLC25a3 on the expression level of PEDV N protein. B: RT-qPCR to detect the effect of
overexpression of SLC25a3 on the level of PEDV N mRNA. C: Grayscale analysis of PEDV N protein. D:
TCIDs was used to detect cell supernatant virus titer. ns: P>0.05; *: P<0.05; **: P<0.01; PE-N: PEDV N

protein.
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Figure 7 siRNA knockdown SLC25a3 promotes PEDV replication. A: Western blotting analysis of the
effect of knocking down the expression of endogenous SLC25a3 on PEDV replication; 1: SLC25a3-667; 2:
SLC25a3-706; 3: SLC25a3-973; 4: pcDNA3.1(+)-Myc-SLC25a3. B: RT-qPCR to analyze the effect of
knocking down the expression of endogenous SLC25a3 on PEDV replication. C: Grayscale analysis of PEDV
N protein. D: TCIDs to detect cell supernatant virus titer. ns: P>0.05; *: P<0.05; **: P<0.01; PE-N: PEDV
N protein.
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Figure 8 SLC25a3 inhibited PEDV replication in a dose-dependent manner. A: Western blotting to analyze
the effect of different doses of SLC25a3 on the expression level of PEDV N protein. B: RT-qPCR to detect
the effect of different doses of SLC25a3 on the transcription level of PEDV N gene. C: Grayscale analysis of
PEDV N protein. D: TCIDs to detect cell supernatant virus titer. ns: P>0.05; *: P<0.05; **: P<0.01; PE-N:

PEDV N protein; NC: Blank control.
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