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The determination of the sequence in which the peptides formed in the cyanogen bromide cleavage of pepsin [1]
are connected in its molecule is an important step in the determination of the structure of the protein. For thispurpose
it is necessary to know the sequence of the amino acids surrounding the methionine residues.

In order to obtain methionine peptides, a pepsin hydrolysate from denatured pepsin (pH 5.0, 37° C, 24 hr) [2]
was separated succesively on Sephadex G-50, Biogel P-2, and Dowex 1 X 2 and Dowex 50 X 2 ion-exchange resins.
After further purification by chromatography and high-voltage paper electrophoresis, a heptapeptide of the following
composition was isolated: Tyr; (0.151 pM), Gly, (0.355 M), Ser; (0.182 uM). Thr,(0.299 uM), and Met, (0.134 uM).

It was shown by dinitrophenylation that the tyrosine occupies the N-terminal position in the peptide. Cleavage
with leucine aminopeptidase permitted the determination of the N-terminal sequence: Tyr—Gly—Thr—. As was shown
by hydrazinolysis =8}, the C-terminal amino acid is methionine. This is confirmed by the fact that the action of cyanogen
brornide does not lead to the cleavage of the peptide. Hydrolysis with carboxypeptidase A showed that at the C-end the
peptide has the sequence Gly—(Thr, Met). Consegquently, the peptide is ascribed the structure
Tyr—Gly—Thr—Ser—Gly—Thr—Met.

The sequence that we have found partly coincides with the sequence of amino acids close to one of the four
methionine residues of pepsin [4]:

Tyr—Gly—Thr—Gly—Ser—Met— Asp—Val—Pro—Thr—Ser.
1 2 3 4 5 6 7 8 9 10 11

The difference that exists is still difficult to explain, since Tang and Hartley [4] gave no experimental data.

The sequence of amino acids 7-11 corresponds to the N-terminal part of the C-terminal fragment of pepsin
studied previously [1]. We assume that the heptapeptide that we have studied precedes the C-terminal fragment B—1 in
the polypeptide chain of pepsin.
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