DREYESSHE  biomed.cnjournals.com Progress in Modern Biomedicine Vol20 NO.7 APR.2020 - 1241 -

doi: 10.13241/j.cnki.pmb.2020.07.008

IR AL H s SRR R v DUA T Bl S w2 ] *

H B BEE Kk & AW Fm
(BT R Bl 2B 482 A1 361102)

BE B HE&Rw TR FER M LR, P A TRFGIARE LA T Heik E oAb n wh 8 B 4 09 WAR oo BB
S & Bk (ELISA) AR TR T2 2 bk s B R 09l R0, ik 3Ry B F 5L H E R M6 .0 BALB/c N4, it 55 4] &
P EHENHERAEGGE 5 S H kil 44 ELISA 515 Western Blot 77 i 71 & S8 %, [ Fo A i b4 A -7, 48 R 3E43 09 38 %,
Metibh i Ak &3 ELISA 7ok, ¥ B A FTHE R R hiihn, ER. FEAWTH LA EREL LERASHKR, Y
TR A S E R AL Pk A R 09 3C9 ik e kAR B AL BEARIT Y 3C9 FARBLAT A KA S T WK
% & ELISA 7 ik, it 47 3R 4 44 2 3% 7 i T R T 16 AR b v B om s 7 4, 5F BL3% o ik 5 ILA 1 S AL 3K ) &4l e ak i)
HRAABA, TEAXR o FERA AL MR RE, it KA IF KR4t B F IUH E RO F L L R, iz
Pk Ay Bmh 2 5 AR ks ELISA J5 sk AR kR 4540 B AT 5, T 442 20k v B o om0 16 R 15 B 3R AR 3 4.

R wh B SU RN B TR e R R IR S S AR

hE4 %S :R-33;R379;R379.6 TERFRIRAD:A LEHE:1673-6273(2020)07-1241-05

Preparation of Monoclonal Antibodies Against the Aspergillus

Galactomannan and Its Preliminary Application™
HUANG Xi, YANG Ping-ping, ZHANG Qiang, LIAO Yu-qing, LI Xiao-tong”
(College of Life Sciences, Xiamen University, Xiamen, Fujian, 361102, China)

ABSTRACT Objective: To prepare monoclonal antibodies (mAbs) against Aspergillus galactomannan (GM) and establish a rapid
and accurate double-antibody sandwich ELISA for Aspergillus detection and for possible application in the diagnosis of invasive as-
pergillosis (IA). Methods: BALB/c mice were immunized with extracted GM from Aspergillus. MAbs against GM were screened and
prepared. Indirect ELISA and Western Blot were used to evaluate the obtained mAbs. Then, a double-antibody sandwich ELISA for
Aspergillus detection was established and preliminarily applied to detect Aspergillus infection using sera from patients. Results: Five
strains of anti-GM monoclonal antibodies were obtained, all of which could specifically recognize the GM of Aspergillus. In this study,
based on the best-performing mAb pairs of 3C9 and Horseradish Peroxidase (HRP)-conjugated 3C9, a double-antibody sandwich ELISA
was established. Through preliminary evaluation, it was confirmed that this method could be applied to the clinical serum detection of IA.
Compared with the existing commercial kits, this method could more effectively distinguish the negative and positive sera of Aspergillus
infection with a much lower background. Conclusion: Specific mAbs against Aspergillus GM were obtained in this study and a dou-
ble-antibody sandwich ELISA for Aspergillus detection was established, which has the potential for translation and could provide support
for IA diagnosis.
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Fig.1 Evaluation of anti-GM mAbs
Note: (A) Evaluation of anti-GM mAbs by ELISA. (B) Evaluation of anti-GM mAb 3C9 by Western Blot. (-), negative control. GM, galactomannan.
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Fig.2 Development of an ELISA for Aspergillus detection using anti-GM mAbs
Note: (A) Selection of antibody pairs for the establishment of sandwich ELISA. (B) Selection of the concentration of coating antibodies. (C) Selection of
the concentration of detecting antibodies. (D) Evaluation of the detection limit of the established GM-ELISA.
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Fig.3 Clinical positive and negative sera of Aspergillus can be distinguished by the established GM-ELISA
Note: (A) GM-ELISA in this study. (B) BioRad Platelia™ Aspergillus EIA.
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