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Sequencing of Amino Acids at N-terminus of Recombinant Antibody
WEI Jing-shuang, CHENG Li-jun, JIA Qian (New Drug R&D Center, North China Pharmaceutical Corporation,
Shijiazhuang 050015, China)

[ Abstract )
lutamate blockage. Methods The pyroglutamate at N-terminus of recombinant human anti-rabies virus McAb was removed at high

Objective To develop a method for sequencing of amino acids at N-terminus of recombinant antibody with pyrog—

temperature by using thermal-stable Pfu pyroglutamate aminopeptidase, based on which the McAb was identified by reduced SDS-
PAGE and electroblotting and analyzed for sequence at N-terminus. The result was compared with that of McAb deblocked on PVDF
membrane after electroblotting. Results The pyroglutamate at N-terminus of recombinant human anti-rabies virus McAb was re—
moved effectively by the developed method, and the N-terminal amino acids of McAb after deblocking was sequenced successfully.
However, the pyroglutamate at N-terminus of McAb deblocked on PVDF membrane after electroblotting could not be removed effec—

tively, and the N-terminal amino acids could not be sequenced. Conclusion The developed method was suitable for the N-terminal

amino acid sequencing of McAb with pyroglutamate blockage.
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Fig 1. Reduced SDS-PAGE (A) and PVDF membrane
(B) profiles of rhRIG after Commasie brilliant blue staining
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Fig 2. SDS-PAGE(A ) and PVDF membrane (B ) pro-
files of rhRMcAb after deblocking treatment (stained with

Commasie brilliant blue)
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Fig 3. Sequencing of 3 amino acid residues at N-terminus of rhRMcAb heavy chain after digestion with pyroglutamate

aminopeptidase
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Fig 4. Sequencing of 3 amino acid residues at N-terminus of rhRMcAD light chain after digestion with pyroglutamate

aminopeptidase
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Tab 1. Sequencing of 15 amino acids at N-terminus of
rhRMcAb after deblocking treatment

Amino acid residue

g

Heavy chain Light chain
1 Val Ser
2 Gln Ala
3 Leu Leu
4 Val Thr
5 Cln Gin
6 Ser Pro
7 Cly Arg
8 Ala Ser
9 Clu Val
10 Val Ser
11 Lys Gly
12 Lys Ser
13 Pro Pro
14 Gly Gly
15 Ser Gln
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