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Abstract: Helicobacter pylori (Hp) is a gram-negative, microaerophilic bacterium found in the human stomach and duodenum, and
long-term H. pylori infection is linked to the development of gastritis, gastric and duodenal ulcers, and stomach cancer. H. pylori infection is
mainly acquired during childhood, and its spontaneous clearance is rare. Its prevalence among adults can be effectively reduced by early
diagnosis and antibictic therapy . In this study, a standard H. pylori strain (AT CC 43504) was cultured in vitro, the lysate was used as an antigen
to immunize BALB/c mice, and a hybridoma cell line was prepared using conventional techniques. Intotal, 21 hybridoma cell lines that stably
secreted anti-H. pylori monoclonal antibodies (mAbs) were obtained based on indirect enzy me-linked immunosorbent assay (ELISA) screening
and mulkiple rounds of limiting dilution subcloning. Ascites were prepared and mAbs were purified using ammonium sulfate precipitation
methods. The pairing of mAbs and sample detection were conducted by colloidal gold immunochromatograp hic assays (GICAs), and multiple
mADb pairs with high sensitivity and specificity were obtained. Among them, the limits of detection (LODs) of the lysates from two antibody
pairs consisting of capture (mAb 2-18E1) and detection (mAb 2-9H5 and mAb 2-17E9) antibodies were 25 ng/mL. These results indicated that
the GICA method can provide a basis for the develop ment of reagentsto detect H. pylori antigens.
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Fig.2 Indirect ELIS A analysis of immune mouse serum
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Table 1 Ickntification monodonal antibody subtypes
FAR LK Rtk
1gG1 2-9B11  2-15C1 2-10B3 2-4E2 2-17E9 2-18E1
1gG2a 1-2F9 2-5E1 2-10B10 2-9H5 2-17A10
1gG2b 1-3F3 1-2D10 2-14F3 2-7TH8 2-8D2 2-2C6 2-8H6
IgM 2-10E9  2-15B10 2-16G7
1 2 3 4 5 6 7 . Fik; 8: 1-2F7 #i4k; 9: 2-10B3 4udk; 10: 1-3F3 dudk; 11
— 116 2-14F3 4dk; 12: 2-10E9 #u4k; 13: 2-16G7 4u4k; 14: 2-17A10
— 6 Rk, 15: 2-TH8 #udk; 16: 2-9H5 ik,
() - gy - . .- as Al % KA i, RIS KIS T
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J— - e P 1gG ALHi1k, SDS-PAGE /rHii st fitk, ik

B -

3 SDS-PAGE 43 &t {5 HOt {2
Fig.3 SDS-PAGE analysis of purified antibodies
JE: 1, 2-15CL44k; 2, 2-10B34u4k; 3, 2-18E1 44k,
4, 2-TH8 #udk; 5, 2-10B104u4k; 6, 2-17E9 4dk; 7, 2-9H5
R, M, &a45T= marker.

4 Western Blot S HrEHAIRANE Ho EEMRER
Fig4 Monodonal antibodies recognized by Hp whole-cell
antigens using western blot

E: 1. Marker; 2: 2-17E9 #u4k; 3: 2-18E1 #u4k; 4:
2-10B10 4dk; 5: 2-15B10 #uik; 6: 2-15C14dk; 7: 1-2D10
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[FBT R Hp 22T 88 60 AR 24 EA%
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Table 2 Monoclonal antibody pairsscreenedby GICA

@akFie  2-15C1 2-9H5 1-3F3 2-10B10  2-10B3  2-17E9  2-18E1 2-7TH8 2-8D2 2-2C6
2-9H5 4+ -
1-3F3 + +++ ++ ++ ++
2-10B10 +++ ++ + ++ +++ ++ % ++
2-10B3 + ++ F+
2-17E9 ++ +++ ++ +++ + +++ + + ++
2-15B10 ++ ++
2-18E1 ++ ++++ ++ +++ ++++ + + +

VEr P R EAURIL AT AMRE £V A 10 pgmL 89 Hp 3/R; “+ RIZ SRS TA MR EE VoA 1 ugmL 49 Hp 4
SR S R IZIARL AT MRE £ A 0.1 pg/mL 49 Hp 3UR; “+H+70 R IZ TR LA TAE MR EZ V4 0.025 pg/mL 49
Hp #&; “ RIAIZFARLAAHN Hp FR FAZ 5 A B A S I AR FE

2-18E1{u
2-9H5b5C

friek s

RrME &
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NN T T F ] s
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Fig.5 Sensitivity of GIC Astrips to the Hp antigen
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