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( 1):DMEM . HAT.HT.DMSO. .
( keyhole limpet hemocyanin KLH) . ( Bovine Serum Albumin BSA)  Sigma
QuickAntibody-mouse 5w .clone easy ; "HRP-
PEG \TMB N ; N
: Tween20-+ R R N N N
; Babl/C » SP2/0
1
Tab.1 Antigen information from different manufacturers
Code Antigen Manufacturer Source Spec
A - B-glucosidase Beijing Solarbio Almond  G8830-00mg
B B- Brglucosidase Shanghai Yunyue Almond $10047-100U
C B- B-glucosidase Shanghai Macklin Almond  G824159-50mg
1.2 B - ABC 50 pg QuickAnti-
body-mouse Sw 4 21 1 35
37 C 2h 4<C 12h 4 °C 10000 r * min "' 15 min
ABC3 ELISA o
1.3 50 g 500 wL
72 h o 75% 10 min
SP2/0 PEG HAT 7~10d
ELISA 100%
N
1.4 » 4 °C .10 000 r * min "' 15 min
0.05 mol * L™'\pH7.0  PBS5
30 min 4 C 12 h 4 °C.10 000 r * min "' 15 min 0.02 mol « L',
pH7.2  PBS PBS 33%
30 min -~ 4 °C.10000 r * min~"' 15 min 0.02mol * L™'.pH7.2  PBS 72 h
-20<C o 10 uL.  SDS-PAGE
1.5 pH9.6 0.05 mol » L™'
100 ng * mL™" 200 ng * mL.™" 500 ng *mL.™" 1 pgemL™" 2 pgemlL™" 5 pg* mL™"
100 pL 37 C 2 h PBST 1 120 pL. 5% PBST 37 C
1.5h 100 pL 37 C 30 min PBST 4~5 100 pL
37 C 30 min PBST 4 ~5 TMB 37 C 15 min 0.5 mol * L' H,S0,
450 nm o 0D 0D 2.1
. lpugemlL™ AB- BB~ .CB-
KLH.BSA ELISA o
1.6 o
1.7 3 B- 20 ug ABC3 SDS-PAGE
2
2.1 SDS-PAGE o 3 SDS-
PAGE 1o 1

3 . A.B 250 x 10°



C ;3 95 x 10’
B 95 x 10° 1 A.C 2 ;B.C 55 x10° ~72 x 10’
1 o B o
Marker A B C
A | 2 3 4MakerS 6 7 8 9 10
130x10°
95x10° 100x10°
72x10° 70x10°
55%10° 55%10°
50x10°
36x10° 35%10°
28x10° 30x10° 25%10°
1.1A4 ik 7i; 2.1A4 4ifb)5; 3.1A10 ZifLmi; 4.1A10 4ifk
17x10° Jii: 5262 4 ALHT; 6.2E2 4ifk): 7.3F6 AiALHT; 8.3F6 itk
AA BB BB BB C.C B8 9.4H5 4L i; 10.4HS 4tifk)s.
B 1 HiJE SDS-PAGE (% & Kl 2 SDS-PAGE Bt {4 2l fb 4% il
Fig.1 Tdentification of Antigen by SDS-PAGE Fig. 2 Detection of antibody purified using SDS-PAGE
2
Tab.2  Serum titer of mice
A B C
Mouse code Coating antigen A Coating antigen B Coating antigen C
1# 2.0 x 10* - -
24 3.0 x 10* - -
3# 1.0 x 10* - -
4 1.5 % 10* - -
S# - 2.6x 10° -
6# - 5.1x 10° -
T# - 5.4 % 10° -
8# - 1.5% 10° -
9# - - 3.0x 10°
104 - - 1.5x 10°
11# - - 2.0x 10°
12# - - 4.5x 10°
2.2 5 pgeml™ 12
2., A A B C B C
A o
A 2# o
2.3 SDS-PAGE 8 96 1%
3 5 )
10° 3, SDS-PAGE 2
25 x10° 55 x10°
2.4 B - A

B .C JKLH.BSA ( 4 B .C
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KLH.BSA A o
IeG,
3
Tab.3  Ascites titer before and after purified
Cell line code Before purified After purified
1A4 8.0 x10° 5.0x10°
1A10 1.5 x10° 1.0 x10°
2E2 1.8 x10° 1.3 x10°
3F6 2.0 x10° 1.5x10°
4HS 1.5 x10° 8.0 x10°
4
Tab.4  Ascites titer and subtypes testing after purified
Cell line code A Antigen A B Antigen B C Antigen C  KLH BSA Subtype
1A4 5.0 x10° - - - - IgGl
1A10 1.0 x10° - - - - IgGl
2E2 1.3 x10° - - - - IgGl
3F6 1.5 x10° - - - - IgGl1
4H5 8.0 x 10° - - - - IgG1
3
16 18
]8 o N AY AY 3 B -
A A B.C B C
A o
B —
A A B.
C B C o 3
A B.C
B.C 55 x10° ~72 x 10° 2 B.C
o o B-
B- (
) B- 40 x 10° ~250 x 10’ 2
19
B - o
( . ~ )
20
DNP
16 21
1 . B- l. 2018( 14) : 215.
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Preparation and Comparative Analysis of S-glucosidase Antibodies

YU Houmei ZHANG Zhenwen

( Tropical Crops Genetic Resources Institute Chinese Academy of Tropical Agricultural Sciences/National R&D Centre for Potato Processing/ Ministry

of Agriculture and Rural Affairs Key Laboratory for Conservation and Utilization of Cassava Germplasm Resources Danzhou Hainan 571737)

Abstract: B-glucosidase is a hydrolase which exists widely in nature and its content is directly related to the a—
mount of hydrolysate. Cassava contains a large number of cyanogenic glycosides which are one of the substrates
of B-glucosidase and will produce a poisonous substance cyanide after hydrolyzed by B-glucosidase bringing
hidden dangers to the food safety. For food safety an attempt was made to provide a rapid detection technique
for cyanide content of cassava and its products. The Balb/C mice were immunized with B—glucosidase from A B
and C sources as antigens and their monoclonal antibodies were prepared and evaluated. The results showed
that the antibodies obtained from the mice immunized with the three sources (A B and C) of B-glucosidase did
not cross—react with each other. Five hybridoma cell lines were obtained from the spleen of the mice immunized
with Antigen A and the titer of antibodies was above 10°. All the subtypes were IgGl but all the monoclonal
antibodies had no cross—reaction with the Antigens B and C KLH and BSA. It was concluded that the antibodies
obtained from the mice immunized with different sources of B-glucosidase were specific.

Keywords: B-glucosidase; antibody; antibody preparation



