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African swine fever virus (ASFV) is a large, enveloped DNA virus that causes a hemorrhagic disease in pigs and wild boars with high lethality. It is endemic in 
Africa and there have been several outbreaks in Eastern Europe, Asia and the Caribbean making it a real threat to the pig farms around the world. The recently 
developed vaccine ASFV-G-∆I177L has shown a solid protection against its parental virus ASFV-G and it is now being tested on its cross protection against 
different field isolates. This study aimed to enhance antibody detection against African swine fever virus (ASFV) through optimization of the pre-ELISA workflow 
for an indirect ELISA. The approach focused on (1) identifying robust negative and positive control sera, (2) establishing an ideal antigen coating concentration 
and (3) determining the optimal antigen harvest time using growth kinetics for the field strains Malawi Lil20/1, Georgia10, Ghana2014, and Ken1033 in wild 
boar lung (WSL) cells. With an emphasis on replacing primary porcine cells with sustainable WSL cells, the experiment addresses the pressing need for 
improved diagnostic strategies against this devastating disease.
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Peak viral growth at 24h post-infection
WSL cells are a stable alternative to PAMs 
for ASFV antigen production.

24h is the best time point for harvesting 
ASFV for ELISA use.

Field strains need adaptation to improve 
WSL growth.

Lower antigen coating (0.5 µg/ml) is 
effective and reduces reagent use.

o A new indirect ELISA protocol for ASFV antibody detection was 
successfully developed.

o Reliable positive and negative control sera were identified to improve 
result interpretation.

o The optimal viral harvest time was established at 24 hours post-
infection.

o WSL cells proved effective for ASFV antigen production, offering a 
practical alternative to PAMs.

o Further fine-tuning of antigen concentration and viral adaptation is 
needed to improve sensitivity.

o This optimized ELISA contributes to better disease monitoring and 
vaccine evaluation strategies.
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