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1.1.1 HIN1
: Balb/c
; SP2/0
; Quick Antibody—Mouse 3W
Clone Easy
: DMEM Gibco
; ; HAT HT PEG
1500 HRP IgG ( BSA) 2-
(N- ) ( MES) 1- -(3-
) (EDC) N-
( NHS) Sigma
Millipore
1.1.2
( Thermo )5 Milli - Q ( Millipore
) ( ) ; AKTA purifier ( GE
) ; Biodot ( Biodot ).
1.2
1.2.1 Balb/c HIN1
Quick Anti-
body—Mouse 3W 2
Balb/c 14
21
ELISA HIN1
3
1.2.2
15 Balb/c
SP2/0 1:9
50% PEG 1500
10% Clone Easy HAT
HAT HT ELISA
16 Protein A
0.01 mol/L
BCA -20
C
1.2.3 ELISA 0.05 mol /L. pH=
9.6 100 L/
4 C PBST 4 200 L
1%BSA 37 C 2 h.PBST 4

100 pL

N

37 C 1 h.PBST
4 100 wL. HRP IgG 37 C
1 h.PBST 4 H,0, -
OPD 10 min 2 mol/L
492 nm
1.2.4 HINI
EDC
HINI1
HINI
HINI1 "
0.1 mol/L. MES 5
mmol /L. EDC 2 mmol /L. NHS 30 min
HINI 37 C
3h
; 5% BSA
37 °C 30 min;
0.02 mol /L. PBS 4°C .
HIN1 0.02 mol /L. PBS
2 mg/mL IeG 1 mg/
mlL XYZ3050
37 C 4h
N \PVC
3.5 mm
2 L 60 pL
10
min 365 nm
HIN1
HIN1
IeG
365 nm
1.2.5 HIN1
HINI
/
H5.H9
2
2.1
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Quick Antibody—Mouse 3W 2 Balb/c 2.2 HIN1
21 7 HINI
ELISA 10°°
3 HINI
96 88.2% ELISA  1CI2b 2E1la
133 46.2%. ELISA . .
H1.H3.H5.H7.H9
HI 26 2.2.1
S1 HINI ( 9.8x10°
7 . TCID,/L)  0.02 mol/L PBS 1: 10,
7 Protein A 1:20.1:40.1:80.1:160.1 : 320.1 : 640.1 :
ELISA 1280.1 : 2560 2
107 1. HI. 1. 365 nm
H3.H5.H7.H9 ) 1:320
1 (OD,,,)
Tab.1 Antibody titer detection ( OD,,)
1: 1000 1 : 10000 1 : 100 000 1:1000000 1: 10000000

1B3a 3.53753 0.966 29 0.180 94 0.068 83 0.055 77 0.060 07

1C12b 3.940 11 1.391 29 0.364 34 0.096 66 0.053 96 0.055 61

2A5a 3.81242 1.383 39 0.219 42 0.067 56 0.054 17 0.057 02

2E6b 4.142 09 1.685 12 0.32271 0.093 76 0.055 11 0.053 25

2Ella 3.629 64 1.392 83 0.261 86 0.074 93 0.054 64 0.059 47

2F8c¢ 3.770 81 1.4777 0.258 85 0.078 75 0.060 95 0.056 51

3D4b 2.296 98 0.923 76 0.18503 0.066 91 0.055 65 0.060 19

2 HIN1

Tab.2 Limit of detection of HIN1 fluorescence lateral flow

immunoassay strips

PBS -
1:2560 -
1:1280 -
1:640 -
1:320 +
1:160 +
1:80 +
1:40 * 1 365nm
1:20 + Fig.1 Images of limit detection of tested immunoassay strips

1:10 + under 365nm ultraviolet light
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3 HIN1

Tab.3 Cross—reactivity tests of HIN1 fluorescence lateral

flow immunoassay strips 7
HINI1
1 H3N2 - Protein A
2 H5N1 -
3 H7N9 - HINI :
HIN1 3.06x 10’ TCID,, /L
4 HON2 -
5 Victoria -
6 Yamagata - HIN1
7 -
] -
9 -
10 - -
11 -
12 -
HINI1
3.06x10° TCID,, /L.
2.2.2 HINI1 2 365 nm HIN1
N N N N Fig.2 Images of cross — reactivity tests of immunoassay
. — . . strips under 365 nm ultraviolet light
3. HINI ¢ HM
Tab.4 Sample tests using HIN1 fluorescence lateral flow
immunoassay strips
2.2.3 HINI1
HIN1 RT-PCR
20 (P/N) (P/N)
60 HINI1
26 26/0 26/0
RT-PCR
4. 30 RT-PCR H3N2
HIN1 4 0/4 4/0
26 4
30 0/30 0/30
H3N2 .30

1 The World Health Organization.Influenza ( seasonol) fact

HINI sheet 2014 7 .http: //wwwwhoint/mediacentre/factshe—
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Preparation and application of monoclonal antibody

against influenza A virus HIN1 subtype

FENG Wu'? LYU Qi’ MAO Mao' YU Cen® MA Lan’
( 1.Key Laboratory for Special Functional Materials Henan University Kaifeng 475004 China;
2.Division of Life Science & Health Graduate School at Shenzhen Tsinghua University Shenzhen 518055 China;
3.School of Life Sciences Yunnan University Kunming 650091 China)

Abstract: Influenza A virus HIN1 subtype vaccine was used as immunogen together with Quick Antibody-

Mouse 3W adjuvant for immunization. After hybridoma screening and specific screening a total of 7 hybridoma

cell lines secreting specific monoclonal antibodies against influenza A virus HIN1 subtype were obtained. After as—

cites induced and protein A affinity chromatography purification a immunoassay strip was established with the an—

tibodies through the integration of quantum dots labeling and sandwich lateral flow immunoassay.The limit of de—

tection of this immunoassay strips for influenza A virus HIN1 subtype was 3.06x10° TCID,, /L.Tt has high sensi—

tivity specificity and accuracy which can be used for rapid detection of influenza A virus HIN1 subtype.
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