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Abstract—NHyterminal amino acid sequence analysis of monoclonal antibody is very important to
identify gene family and diversities of antigen-antibody recognition. When we used the PVDF (Polyvinyli-
dene difluoride) membrane blotting method, we could easily analyze NHyterminal sequence of monoclo-
nal-antibody which specifically binds to phosphatidylinositol 4,5-biphosphate. PVDF membrane is an ideal
solid-phase support for sequence analysis, especially when used with electroblotting method. This method
is superior to continual method and will be applied to the sequence analysis of picomole quantities of pro-

teins by gel electrophoresis.
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Fig. 1—A schematic representation of electroblotting
apparatus.
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Fig. 2— Apparatus of sequencing cartridge.
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Fig. 3— Patterns of SDS-PAGE and electroblotted onto
PVDF membrane. A: SDS-PAGE of monoclonal
antibody (saturated (NH,),SO, precipitated)
treated with 2-ME (2-mercaptoethanol). 72 Kd;
heavy chain 22 Kd; light chain; B: The bands
were electroblotted onto PVDF membrane and
stained with Coomasie Blue. Heavy chain was ex-
cised from the membrane and sequenced directly.

Table I — Comparison of NHy-terminal sequence of elec-
troblotted method with that of continual

method
Cycle 1 5 10 15 20
number
Blotted EVOLVESGGCGLVKPGGSLKE
method
Continual - v L VESGG-LVKPGGSLKE
method

NH,-terminal amino acid sequences are displayed in
1-letter code
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Fig. 4—Chromatograms of PTH-derivatives of monoclonal antibody by Edman degradation. The abscissa shows

ODjyqq, the ordinate elution time (minutes).
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