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ABSTRACT Objective: To screen the recombinant hemagglutinin (HA) protein with high expression and good hemagglutination ac-
tivity for H3N2 influenza virus. Methods: Based on the HA ectodomain gene of A/MINNESOTA/41/2019 (H3N2) strain, GP67 signal se-
quences and trimerization motifs were respectively fused to the N- and C-terminals of the full-length HA ectodomain gene and the near
transmembrane domain two residues truncated gene. The recombinant genes were expressed in baculovirus system. At the same time, the
corresponding recombinant HA proteins without containing trimerization motifs were generated. The expressions of these recombinant
HA proteins were identified by Western blot. The recombinant proteins were purified by affinity chromatography. Then, the hemaggluti-
nation titer and stability of the recombinant proteins were analyzed. Results: Four kinds of HA recombinant proteins were effectively ex-
pressed, among which the expression level of HA ectodomain full-length fusion trimerization motif (HA-T) was the highest, and the yield
of it was up to 30 mg per liter suspension medium purified by Strep tag affinity chromatography. The cross-linking analysis showed that
HA-T was in the form of stable trimer of HA. In addition, the hemagglutination activity analysis showed that HA-T had the highest activity,
and its hemagglutination titer can reach 2°. Dynamic light scattering showed that it was stable at 4 'C for 3 months. Conclusions: HA-T
has the advantages of high expression, good stability, high hemagglutination activity and easy purification. The research provides a useful
reference for the development strategy of HA recombinant protein vaccines.
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Fig.l Schematic representation of recombinant HA
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Fig. 2 Identify the expression of HA by Western blot
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Fig.3 SDS-PAGE with Coomassie brilliant blue staining (A, C) and Western blot analysis (B)
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Fig. 4 Hemagglutination activity analysis of HA baculovirus supernatant (A) and recombinant protein (B)
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Fig.5 Stability analysis of HA-T by Dynamic light scattering (A) and SDS-PAGE with Coomassie brilliant blue staining (B)
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