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(CUHIEE) N Objective

immunotherapeutic agents.

To screen for anti-rabies virus-specific nano-antibodies to provide a basis for their use as
Methods  Peripheral blood was collected from immunized alpacas, single nucleated cells
were isolated, and the VHH gene was amplified using nested PCR. Rabies virus nanoantibody display libraries were
constructed by phage display technology,and anti-RABV nanoantibody sequences with high affinity and specificity were
specifically screened by phage ELISA. The obtained antibody sequences were inserted into the eukaryotic expression
vector pcDNA3. 1(+) ,and the eukaryotic recombinant expression plasmid pcDNA3. 1(+)-VHH was constructed, which
was transiently transfected into high-density HEK293T cells for expression,using liposomes as transfection reagents. The
expressed antibody was purified by nickel column and its activity was verified by Western blot and viral neutralization
assay,respectively.  Results A rabies virus nanoantibody library with a library capacity of 3. 3 X 10° cfu/mL was
successfully constructed with good library diversity. The two recombinant nanobodies expressed and purified showed
neutralizing activity against RABV, with neutralizing potencies of 0. 817 TU/mL and 1. 14 1U/mL, respectively.

Conclusion In this study.we successfully constructed nanobody libraries against RABV and expressed specific nanobodies

in cells.
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