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W E. ARG EF &L TR E A I JR 5 (respiratory syncytial virus, RSV)IE LM E G |
(nonstructural protein 1, NS1)¥# & [E4uik, AT 4t e il F NS1 H A IR Efe At
W, it A S IR R P 8 R A, NS AR B M E R R b, 2RBHER
B, FAEATUEAEIFE NSI &a, WHieka La s A5, @Bk % R R WK
(enzyme linked immunosorbent assay, ELISA)#X AR i i 4844 % 5k NS1 S50 [E ik 69 42 308 4o io R,
FH44iZ B4R T IR 3% %% 3 K (indirect immunofluorescence assay, 1FA)% %, J& ¥7 i (Western blotting)
e, AT RSV NS LA Ao i R mie ¥ ) RE S AL, P46 % A IR
B F 64 5L RN, 4R K I, RSV NS1 && EXMATE ¥ A EBBEAMN, L RE, KT
T —MRAFF IR, R MHEFe9 RSVNSL 40, H TR A [gGl, HIRAM T A 1:15 360 000; 1% /4
A RSVNSI & & st LB mied B4 &k, IFALREAYW, NSI 225 H £ mI0R
S mlotn; IR I R IR IR R AR A WK TR LB AT S S mied £ XA NS1 & 4.
AR 2 RAZRIE R AT RAF RSV NST & &, P #1% 5 3L RSV NS1 #40, ZFLIRfb4F 7 1%
AINS1 &&, THEATRATEF %, HNSIZONARFLLLT Lo,
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Preparation of a mouse monoclonal antibody against the NS1
protein of respiratory syncytial virus

CHEN Jiao'?, WANG Yajuan'*®, CHEN Zhihua'?, RU Yi"?, ZHENG Haixue"**",
PEI Jingjing"?"

1 State Key Laboratory for Animal Disease Control and Prevention, College of Veterinary Medicine, Lanzhou
University, Lanzhou Veterinary Research Institute, Chinese Academy of Agricultural Sciences, Lanzhou 730000,
Gansu, China

2 Gansu Province Research Center for Basic Disciplines of Pathogen Biology, Lanzhou 730046, Gansu, China

3 School of Life Science and Engineering, Lanzhou University of Technology, Lanzhou 730050, Gansu, China

Abstract: The aim of this study was to prepare a mouse monoclonal antibody against the
nonstructural protein 1 (NS1) of respiratory syncytial virus (RSV) to analyze its expression and
distribution during transfection and infection. Additionally, we aimed to evaluate the antibody’s
application in immunoprecipitation assay. Firstly, the NS1 gene fragment was cloned into a
prokaryotic plasmid and expressed in Escherichia coli. The resulting NS1 protein was then
purified by affinity chromatography, and used to immunize the BALB/c mice. Subsequently,
hybridoma cells capable of stably secreting the NS1 monoclonal antibody were selected using
indirect enzyme linked immunosorbent assay (ELISA). This monoclonal antibody was employed
in both indirect immunofluorescence assay (IFA) and Western blotting to analyze the expression
and distribution of RSV NSI1 in overexpressed and infected cells. Finally, the reliability of this
monoclonal antibody was evaluated through the immunoprecipitation assay. The results showed
that the RSV NS1 protein was successfully expressed and purified. Following immunization of
mice with this protein, we obtained a highly specific RSV NS1 monoclonal antibody, which
belonged to the IgG1 subtype with an antibody titer of 1:15 360 000. Using this monoclonal
antibody, the RSV NSI1 protein was identified in both transfected and infected cells. The IFA
results revealed predominant distribution of NSI in the cytoplasm and nucleus. Moreover, we
confirmed that this monoclonal antibody could effectively bind specifically to NS1 protein in cell
lysates, making it suitable as a capture antibody in immunoprecipitation assay. In conclusion, our
study successfully achieved production of the RSV NS1 protein through a prokaryotic expression
system and prepared a specific monoclonal antibody against NS1. This antibody demonstrates the
ability to specifically identify the NS1 protein and can be used in the immunoprecipitation assay,
thereby laying a foundation for the functional studies of the NS1 protein.

Keywords: respiratory syncytial virus; NS1 protein; prokaryotic expression; monoclonal antibody;
immunoprecipitation

P W 38 4 % 2 (respiratory syncytial virus, — HA & o EZ LT AR £, 2015 4, 2
RSV)ESEEL L, BT ERMEFEN  FH 320 FEILEEYE RSV B, 296 50 7724
TR SR E RN L PRSI, FAEZY AR RSV A SEAY SRR T R A e
A 6.6-19.9 11 5 % LI'F JLE R YL RSV MiSET™, RSV & —FhET7 Btk st fd RNA SR 7
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J& TR F ik RNA f#E B, Ik Ak, A
WETEIE , EARZN 150 nm, KEN4HM 152 kb,
A 10 NEEFE, gt 11 TR EEAE (open
reading frames, ORFs), i/ A 3'-NS1-NS2-N-P-
M-SH-G-F-M2-L-5'1", 5[] R} H Al fl & e, NS1
FII NS2 J& RSV Fr5 A AE45 44 25 [ (nonstructural
protein, NS), TEJ5EE Sy #bift P SCHEN, &
T o ] T A T3 2 (interferon, IFN)FE 5 i
HEARAIN G EBOR RSN, fEE RSV &Y,
NS1 1 NS2 i BRI IR SR 20 A i L, T
fEE Th2 M ALFI Th17 WREAHAEAYIEFED . NS
B EFE RSV 7 i vt ol 4 S — B0 8504 I R HE
I S A Y

NSL JE[H 44 417 bp, 4l 139 M= ILFR IR
B, HEAKNH 15.6 kDa, NSI 25 [T S A L5 #
TE 2017 4ERRAT, & H 3 o BEER 7 4
BT, HH 3 4 o BHEMNE F R
OIEff R, X R HA —E MR RGN,
HAFERMBEMNHENY, HiZ o BIEAEH
JUANBK IR LA W BB 2 5 8 (1 -2 1 AH B AE
B BRI, 76 RSV YL R, JLRE N
M FBATENL T AN, i NS1 2 A 45
N5 M B, PFEdE— RS, NS &
AEN T, HEFHZ NS1 bR
PP, H C o o BRHEM 2848 A5 NST H#%
EAM, H NS C 3 o SHEZ AR AL 5 F4mhl
IFN-B /- HUR RN, 2R 25 T X SR 40
PR FE BT RE), 3 3 Bk b A R Y R e 2
FAXTF NST /-S4 TFN $550 AN G058 50 0 7815
FEREE, 5 RYLEF 4 B (wild type, WT) RSV A
L, 2848 NS1 C ¥ o 82 EM FH A BEARFE A549 2
FfL R B 52 R AL, R BUL R RSB R A B E
ARSI BRI 4 UESE, NST 7E4N
JE RN A% 38 AU NST iE A A A%
Jei, i SR E AR, 25E0E F R R A
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BRI SR T, PR O R 1L ok, AT
FEGUAE E B0 B e SO, R Y
VI3 LG AR B . R, 2B 0P RS
HEE NSL 518 EHRFRMH BB EY T RS
PE T i RSV IR e K Ho Ay 165 1) 3 - HL i

1 H A JC R AT RSV NST B g ST
A& (monoclonal antibody, mAb), R T % NS1 &
F S REFR AL R A S . ABIEFE B ] 25
T NSI mAb, [FIBPEZ G0 T A3 e oot
(indirect immunofluorescence assay, IFA) #
Western blotting #:ll, 734 RSV NS1 7Eid Kk
20 e A B SRR A P A 20K S A O, IR
fli' T NS1 BRHTTESRPETTVE SO iy 1 A EL,
Nt EHESE RSV G B AR5 1 NS
51d FEA B R AR R T R

R

1.1 EE, &tk F’HL "EMIEY

RSV NSL B 1741l o M 4 MR A Rk
AR A A B, KW H i (Escherichia coli,
E.coli) DH5a #1 BL21(DE3)J&& 2 75 4 Jifg Wy T
TaKaRa 23], fiki pCAGGS-HA . pCAGGS-Flag
pCAGGS-HA-NS1.293T 4ififl . A549 4 fifg 1 RSV
A2 TR AL R RAE, 6-8 [l i BALB/c
/N B T ROl B 2 B 2 M B S 5 I 52
gyl o S S B A /) BRURR R A S 2 A
PESEI, FF 3045 P R OME B2 B 22 M BE AR
PF 525 2 W fe B 5L 4 At ofE (HE HE S
LVRIAEC-2023-059).,
1.2 EERF

FREIPEAZER N VI BamH 1. Xho 1. Not I
il Nhe TJ4F TaKaRa 23 #]; HA Fr%s BT
Pk | Flag #n%s BHL sa PR | BUR L SR AL P ity
(horseradish peroxidase, HRP)#x it 19 L1 = T B,
IgG Hiik . g IRARSE LN R IRESER . I
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£ M7 | Flag beads F1 Flag peptide 15T Sigma
/vH]; HisTrap FF #2536 FUZATHE A protein G 4f
EHEWGF Cytiva 275 /NZ 2R & A B T
(small ubiquitin-related modifier, SUMO)EE{@E
T EREEERBARA R (Jb50); ECL A
& F Merck /A H] ; protein A+G Agarose T
BHAREWHEAA AR (1),
1.3 NS1 EFFERFRIERRAWEMETE

2% NCBI 22 4i i RSV J& K (mutant human
respiratory syncytial virus strain long, %5 .
KF713490.1), *f NS1 43K 7% Ak,
FIKF I W5 | ABFYIA 58 BamH 1l Xho I, H
T G ME R A DB BR A wl AT B P 91
B, R A% A EIA pET-28a-HisSUMO,
IEAG AL Y E 4 SR 4% 4 pET-28a-HisSUMO-
NS1, $iZFkis L2 E. coli DHSa &2 A4
Jfl, $REUTORLS E4T BamH T Hl Xho T A1) %
I R YR A BRA | (7 )i A Ty
Bk o
1.4 NS1 EEEZFRIEFRAMNEENEE

FIF Not IAI Nhe TRR il o4 4 B2 Py Ul it
pCAGGS-Flag /A F1 pCAGGS-HA-NS1 JFiki ik
TR, WY B 53 AT IR, SE
T4 DNA # 4% B K NS1 H B # #% &
pCAGGS-Flag J&i #i , #4 @ K # % 5 B ke
pCAGGS-Flag-NS1, XJ 3k 15 09 51 24 i ki E 17
PCR JOW YIS 8, FFRAEA /1 7l 7 20 o
1.5 NS1 EEMEZFTEMKL
1.5.1 NS1 ZEAMFESFRIX

W 5 41 kL pET-28a-HisSUMO-NS1 #4L &
E.coli BL21(DE3)EZ 410, HEHME P el
WY& #ERT 5 mL % - RIRE R (100 pg/mL)f) LB
WAREE IR 37 °C, 220 v/min F RIS, F
FEHMER , FWLL 1:50 B9 ELBIEERNF 100 mL 7%
RIAREE RN LB WA IR 5L, 5537 2 ODgpo M 0.6
LA, A 100 uL ¥ EEA 1 mol/L #9 IPTG,

&: 010-64807509

16 °Cif5'5 %35 14 h, 8 000 r/min &5.0» 10 min Y
SETEIR, BERTTTE -5 22 1% W (50 mmol/L
Tris-HCI, 500 mmol/L NaCl, 20 mmol/L BBk
pH 8.0)F &, FF TR, 8 000 r/min Z.0»
15 min, 4038 BiEwADLRE, HPh Ui
8 mol/L JREHFEIAE, H#&HE /54 SDS-PAGE
H Uk 4 E LEE NST 25 R 2R 0L .
1.5.2 NS1 ZEBRI4L

BRI 1.5.1 B3R ik ok
WHIETRIKN, BOBUERA, BRSO
SRR FIEW . BB RS AKTA pure 150 48
PASC O 359 0.45 um 3238 1y FH 2R A2 A
BORBATAA, WU FHLA RS FE (Y R 27 gl
FTUEZFNVEmE , o3 IR Ve A2 R i . 4k
Je I EA R 8 SUMO B =S iR Y] 3 h,
FHZERZM BRI —4ifk, B His-SUMO
E R, %4 SDS-PAGE #2514 fb A5 i
1.6 BEREERAEIE
1.6.1 #kEARENR

il & RSV NS1 & s reEdiiA, Kra
fEJEHINS T2 S5 170570 DL 121 5 el LA s i 4
BET, g 6 H 6-8 JHiMENE BALB/c /MR,
551 AR e AL, 55 2 IREAE 4 1R
B AR AT FLE, 2356 0. 14, 28,
36 RERIE—IR, BIRGBIEE TN 50 pg/H.
1.6.2 BT ERARIFIE

ARG 14d, RESIM, HE M.
KA EE ELISA J5 vk Rl /)N BRI 3 9 B s
B, B R = /N BB ML 5 SP2/0 4 i il 75
I, MAIE, RAEEE ELISA ik, Piusc
AN B35 —30, HRP FRiCHIILEHR 1gG
il —40, kS RSV NS S Y PR 2452
S8 AN AR , K P 2 s A vk 3 Wk e b alifbfs
YK, WdEanit, /MBI K . R
i FH Protein G SEFZMTHE4L L PR aREDTIA, IF
it FH /N BT 43 7R 3atR) X SRR A T B S

B<: cjb@im.ac.cn
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DL T 5 2 3 a9
1.7 BRREREHNEE
1.7.1 RSV NS1 &4 HY ELISA #0

Phafifbiy RSV NS1 & (1 ng/pL) M EHHT
JEL, 2%4 1L 25 1 (bovine serum albumin, BSA)
B AW, AR JS BY NS BT RERLIAR(1:7 500 JF
I 2 SR ROVE N —3t, IR SP2/0 &1y
/N EUB K AVE A BT B8, HRP Fric B9 1L EHT R
I1gG (1:10 000 FF)VEN — 41, >KAIAEE ELISA
T kil NS1 B e TR R . (LB e L AL
FEbh OD i —723 A% I8 OD {8)/(BAE %} 18 OD -
25 U0 IR OD fH)>2. 1 B 40 R FHAE B DL S/IN>2.1,
BFV: L 1) e KA R BEAE R iZ b AR 3L A o
1.7.2 RSV NS1 83 &5 AN

B AS49 AHHILL 1x10°/FL Y3 B 2 Fh T L 3R
M, A EA RSB R, pCAGGS-HA-NSI
Fas okl pCAGGS-HA 73 JIFE YL 4 24 h,
fdi 1] RSV MOI=1 195 8 i B A549 21l 2 h,
F P A BRYL ( 4 M A8 Sk BHPE XS R, IR 2 b J5 P
5% 48 ho JH PBS YRIAANME 2 K, 4% R
B IR 1 5E 20 30 min, 0.2% TritonX-100 2 &8
i% 10 min, % 2% BSA H blocking buffer = it
M1 1 h; FH RSV NST HLrgFEHTI4(1:500 i FE) 4 °C
SRR s FHEPUR 488 460265 H1(1:500
FiBg) 37 °CI¥H 1 h; PBS ¥k 4 Wk, )i 4.6-
RS2 FE 5[ W (4',6-diamidino-2-phenylindole,
DAPI) (1:2 000 i B)= ik 444% 5 min, PBS Pk
4%, FAERE M N WER,
1.7.3 RSV NS1 E##] Western blotting 1|

B B F IR TR pCAGGS-HA-NS1 fllZs #
Jk pCAGGS-HA 43l 5% Y 293T 4tiffi, 37 °CH5
7% 24 h JE 4R 293T 4iiffd; LL RSV MOI=1 ()5
FERURYE AS49 40, 37 °CHEFE 72 h Uk
AS549 YHAf, TF AL i 20 AR A P X B
WCAE A AN AR S, D 12% 8 IR AT

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

SDS-PAGE, #%E)Z R4 LM (poly vinylidene
fluoride, PVDF)iX, LA NS1 HygFEHiiA(1:2 000
i) —Hi, HRP pric i ILEHiil 1gG Piik
(1:5 000 #i )i —HT#E4 T Western blotting #5ll .
1.8 SBIIEIRIE

B 293T 4L 1x10° A /ALEEF TS FLAR,
S AH B Y F R IK BB pCAGGS-Flag-NS1,
Xof BE 20 5 25 28 JFoki pCAGGS-Flag, 24 h i
EANN, 2B 0, WO IS B ORE S T
UIUE . TEANHEAES I3 = RS F] 1 protein A+G
Agarose BJUEIT 54T WA T AL FRAE A, T 12%
E AT SDS-PAGE, #EIZ PVDF fi, LU
Flag FrEZEPiIAEE NST 5 h—Pi, HRP FRichY
AP R 1gG Uik (1:5 000 )b —Fiikfs
Western blotting Kl

2 BER54

2.1 NS1 EFREZFRIERNNEZTRIL
FRARIEREE

2 ffi ki pET28a-HisSUMO-NS1 4 BamH 1
M Xho 1 3EGY), BEVI™“YI4 1.5%B e %R
HLUK , 193KV 5633 bp il 417 bp P ZREERAE
(B 1A), SHUHESRAERT G . WF 2R RN
JFAZF K FUkL pET28a-HisSUMO-NS1 #4735 .

X B 20 B Fikl pCAGGS-Flag-NS1 #E£7
Not IF1 Nhe DGV %7€ , #ZHR HL UK 45 R R (Bl
1B), 7] W.h 4 782 bp H1 417 bp M 447 Ttk 45717
MegAlign 4Tl s 5, 5 HEERE NS
P RIIEPEISF] 100%, KPSt e A% A
JFiki pCAGGS-Flag-NS1 .,
2.2 NS1 EEMACRERE

TE IR HAR FIEKE 4 — 2N
4 33.6 kDa 45T, HEUIA/N—3, MARAES
PR FIE R OKE 2)Joib s LR 24), i
ZEMAEAEIZERIE RGN AT RIS
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o B RZ AT X Rl R Ik NST A B

b b
ATk, AifbfE R4 SDS-PAGE %E, ' '
KATE 33.6 kDa AbWER 3| — &4 5B 11 4kl
(¥l 2B), HRIXEEGFAFF, WA SUMO &
M==AY 3 h, JF TR 25 F1 )2 Bk 5 B 5000 5000
His-SUMO fl 4755 , SDS-PAGE MR 5 o0 oo
(1 2B). VKt § AR S, P
5 NS1 EAHIBEM R/ N—2, BRIk 750 750
His-SUMO 2 11, Al 500
2.3 NS1 BRFERAENEESHEK 250 250
difery NSUEAGINRUR , FIFIREE g o

ELISA ik BHYE va e, il 2 vl alifl, 4k

A 4
—HRERE AR Nsal mAb 2tk 151 4D4, 1 EZHFRH pET28a-HisSUMO-NS1 (A)#1
?EJ%B%J(, AifL)AREI RILRENUIR, SDS-PAGE A GGS-Flag-NS1 (BRI WAL 4 %

Y B oR] DUA BB B — 0y E AR S R (A Figure 1 Identification of recombinant plasmid

3A). Western blotting % E 45 R E M fivkpy gy PET28a-HisSUMO-NSL (A) and pCAGGS-Flag-
NS1 (B) by double enzyme digestion. M: DNA

N =]
IB1 4D4 fig S AW FEALALRTRHI) NS 82 F S marker DL5000; 1: Recombinant plasmid; 2: Double

JrbE AT (&l 3B), WAL S E % PR PT R [gGl R, enzyme digestion products of recombinant plasmid.

A B
kba M 1 2 3 4 kba M 1 2 3 4 5 6 7 8

e -
1160 — . B 1160 B8

- - -
w:— E B > e
| B 50
i *---.
450 — “ ! 'y
- EEE
35.0 — . A - -y -
i =a
25.0 T — L]
. @
134 —
18.4 — .. re
144 —SN -
14.4 — - [

2 RSVNS1 EAMERFRESALEE

Figure 2 Prokaryotic expression and purification of RSV NS1 protein. A: SDS-PAGE analysis of recombinant
protein NSI1. M: Protein molecular weight marker; 1: Precipitates of recombinant strain
pET28a-HisSUMO-NS1 without induction; 2: Supernatant of recombinant strain pET28a-HisSUMO-NSI
without induction; 3: Precipitates of recombinant strain pET28a-HisSUMO-NST after induction; 4: Supernatant
of recombinant strain pET28a-HisSUMO-NSI after induction. B: SDS-PAGE identification of purified NS1
protein. M: Protein molecular weight marker; 1: Precipitation of induced protein after cell disruption with
sonication; 2: Supernatant of induced protein after sonication; 3—4: Rinsing solution; 5—7: Eluent solution; 8:
NS1 protein after removing His-SUMO tag.
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A B
kDa M 1 kDa M 1 2
180 — |
130 — 1(7)8_
100 —ws
70 — 55 —-—.
55 _ . o 40 — -
25 —
-
15—

15 —

10 — 10

3 RSV NS1 #fkr&E{L /589 SDS-PAGE
Western blotting £ &

Figure 3 SDS-PAGE and Western blotting
identification of purified RSV NS1 antibody. A:
SDS-PAGE identification of purified RSV NSI
antibody; M: Protein molecular weight marker; 1:
Purified RSV NS1 antibody. B: Western blotting
identification of purified RSV NS1 antibody binding
to prokaryotic expressed NS1 protein; M: Protein
molecular weight marker; 1: RSV NSI protein; 2:
RSV NS2 protein.

2.4 NS1 25 FEHIRRIUN N

PLNS1 A Ebi, 4ifkny NS1
mAb (1:7 500 JF-4f 2 5B ERBOME N —PT, IF
W SP2/0 il 25 1 /)N U /K VE Ay B B, SR 1]
% ELISA Kl NS1 mAb &y, 450%0], %3
PURLH AT 5 1:15 360 000 (K] 4).
2.5 NS1 BRERANFFFMEMR R MHEE

2.5.1 IREMED NS1 EANKRIESTEHE
EMLDH

R RKY], ZRHLS A549 LN
RSV NSI I #iE= a6 RiF, Festeag, 1m
ZZHAR pCAGGS-HA YL B T e 2 91,
7£ pCAGGS-HA-NS1 5Ly rh, NS1 &M
FE AT A, DAL T A (A 5A).
Western blotting 554 78, NS1 #iT 1B1 4D4 X H.
Wikl pCAGGS-HA-NS1 #5YL(r) 293T 2k

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

150 ¢

100 f —_

50 F

S O O © OO O D
FTIFIFFITSLFITIITSLFITIT SIS

AT BT Q O O AN O N QO D

AR\ ;},\,go'\q,‘,»b"@g‘oq'\,%&b%n)b/@
NTNINTNIN DO 0
NUNTNTQYN

4 k5 RSV NS1 BHHMN BN
Figure 4 The titer test of purification RSV NSI1
monoclonal antibody. Dotted line indicates S/N=2.1.

IR FIRE A — SR TR St R s (18] 5B), H
R 293T AifffEAR RN B TCL s, 5
HA $HUE R —HrRngs FAIRF(E 5C), thilhi%
BN DI SEESS A NST B, 80 AR,
TESRSHY RSV NS1 & R TR S B R
KK NS1 25 M [FIFERA RAFRI OB
2.5.2 RSV B4+ NS1 EEMKRIES A
B E L 4R

HE—H BT 1B1 4D4 %F RSV JE4t 48 h
DASARIRIL 1Y) AS549 AMa A TR ARSI, 252 i
7N, B3 1B14D4 5 RSV YL A549 4tk 5
PR VPR Al AT AT R e SOy, HLAE RIS Y
A549 AP e RS G (K 6A). BFFEAEL,
NS1 ZEHAE RSV YL =204 20 i
W, D RSEN T4 . Western blotting 255
/%, NS1 i 1Bl 4D4 XHEULHY A549 4 ik
)R PR ot G T 38— 25 355 A 1 A S P s e ([
6B), TAIRYLHT A549 AHMITEAH R & oI AR -
253 NS1 BfmAERBIUEREATPHEA

BT 1B1 4D4 FH T2 ive S5, F Protein
A+ G Agarose 454 NS1 mAb, UL NS1 Hii5l Flag
WA BRGVE I —dt, SRS #TURR 293T 24
MU LL(UKIE 1), 2338 NS1 /9 293T 4 it (Vk i
)15 3 — 4 W1 B A4 S 4 (18] 7A FIEL 7B).
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>
vs]

2 25 —|'".
<
T
78]
O
@]
< 15—
B ——
< 10 —
=
w
]
Q
<
B C
10 pm 10 pm kDa M 1 2
o — 25—
DAPI HA Merge

%)
“
E 15 '
" -
@]
&)
<
4 10 pm 10—

5 NS1 ERERFMEEPHIRIES THAEE R

Figure 5 Expression and subcellular localization of NS1 protein in transfection cells. A: Confocal detection
results of NS1 monoclonal antibody 1B1 4D4 binding to eukaryotic expressed NS1 protein. Scale bar: 10 um. B
and C: Western blotting identification of eukaryotic expressed protein NS1 (B: Anti-NS1 monoclonal antibody
used as the primary antibody. C: Anti-HA mouse monoclonal antibody used as the primary antibody. M: Protein
molecular weight marker; 1: 293T cell lysate transfected with pPCAGGS-HA empty plasmid; 2: 293T cell lysate
transfected with pPCAGGS-HA-NSI1 plasmid).

A B

DAPI NS1 Merge kDa M 1 2

RSV

10 pm 10 pm

10 pm

Uninfected

10 um

10 pm 10 um

6 RSV NS1 ERAERERERMMPAIRIAS I A E L
Figure 6 Expression and subcellular localization of NS1 protein in RSV-infected cells. A: Confocal detection using
NS1 mAb for RSV infection. Scale bar: 10 um. B: NS1 mAb for Western blotting identification of RSV infection. M:
Protein molecular weight marker; 1: RSV-uninfected A549 cell lysate; 2: RSV-infected A549 cell lysate.
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7 NS1 BiEREIREREDHINA

IP: NS1
WB: Flag

Figure 7 Application of NS1 mAb in immunoprecipitation assay. A: The immunoprecipitation (IP) antibody is
a NS1 mAb, and the primary antibody used in Western blotting detection is a NS1 mAb. B: The
immunoprecipitation antibody is a NSI mAb, and the primary antibody used in Western blotting (WB)
detection is a Flag mouse monoclonal antibody. M: Protein molecular weight marker; 1: 293T cells transfected
with pCAGGS-Flag empty plasmid; 2: 293T cells transfected with pCAGGS-Flag-NS1 plasmid.

gEHLRI, HIA3A) NS1 B gREdiiA 1B1 4D4 1]
DL F e Bive L 5
3 w5 &#

NS1 Fil NS2 J& RSV [WIEZME T, BIRA
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