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Abstract: This study established a prokaryotic expression system for the major antigenic epitope region of human
programmed death receptor 1 (hPD-1) (hPD-142-168) and produced a high-purity, conformationally homogeneous, and stable
hPD-142-168 protein. Female Balb/c mice were immunized with the protein, and the titer of mouse anti-human serum was
detected by ELISA, achieving a titer of 1:10°. The specificity of the polyclonal antiserum in recognizing hPD-1 was verified
via Western blot. Finally, the membrane localization and specificity of the polyclonal antibodies were evaluated and validated
by immunohistochemistry (IHC). Results demonstrated that the antiserum prepared using hPD-142-168 as an immunogen
exhibited strong membrane localization and a clear background in tissue detection.
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TR ETEs) NC:1 PC:1 NC:2 PC:2 NC:3 PC:3 NC:4 PC:4
1000 0.0504 0.0567 0.0578 0.0631 0.0589 0.0755 0.0617 0.0728
5000 0.0601 OVER 0.0698 OVER 0.0674 OVER 0.0730 OVER
25000 0.0655 OVER 0.0656 OVER 0.0653 OVER 0.0644 OVER
125000 0.0662 1.3754 0.0715 1.6939 0.0681 1.9925 0.0813 1.9372
625000 0.0768 0.5348 0.0813 0.0847 0.0790 0.7578 0.0829 0.9275
3125000 0.0753 0.2014 0.0599 0.1993 0.0785 0.3268 0.0728 0.2518
15625000 0.0683 0.0914 0.0682 0.1413 0.0707 0.8914 0.0724 0.1109
NONE 0.0691 0.0629 0.0659 0.0632 0.0599 0.0619 0.0626 0.0669
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