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Abstract . A soluble mitogenic factor was partially purified from the culture supernatant of

Streptococcus anginosus by DEAE-Sephadex column chromatography, followed by Sephadex G-100

column chromatography. In Sephadex G-100, three protein fractions were separated. Fraction 1 (F

1) from Sephadex G-100 contained mitogenic activity for human peripheral blood mononuclear

cells. The specific activity of F1 was increased to 4.4 times that of the of culture supernatant. The
mitogenic activity of F1 rose at from 0.1/8/ml to 1/48/ml, but the activity fell at a dose of 10¢8/ml.
These results suggest that the novel mitogenic factor from S.anginosus culture supernatant may

cause inflammation.
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Fig.1 Elution profile of DEAE-Sephacel coloumn

chromatography. The culture supernatant
of S. anginosus was diluted 5-fold with
cold distilled water. The pH was adjusted
to 80, and then 1/20 volume of
DEAE-Sephacel equilibrated in 20 mM
Tris-HCI buffer (pH8.0) was added.

Bound proteins were eluted with 80ml
each of 0 to 0.6M NaCl in Tris-HCI buffer
(pH 8.0). An aliquot (10#1) of each
fraction was examined for mitogenic
activity ~with  human PBMC. The
mitogenically active fractions (tubes 25-

.33) were pooled and concentrated by 10

Fig.2

-fold.

dpm ; O )
B

(*H]Thymidine incorporation ( x10-*

Protein concentration ( mg/ml

Elution profile of Sephadex G-100 column
chromatography. The pooled and
concentrated fraction from DEAE-Sephacel
was subjected to Sephadex G-100 column
(25 X 100cm) equilibrated in 20mM
Tris-HCI buffer (pH 8.0). Separated pro-
tein fractions, tubes 15-21, tubes 23-31 and
tubes 33-45, were pooled and concent-
rated. These fractions were designated F1,
F2 and F3, respectively.

Fig.3
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Dose of Sephadex G-100 fractions
Mitogenic response of human PBMC

stimulated with S. anginosus mitogenic
factor. Human PBMC were stimulated

with various doses of S. anginosus
mitogenic factor for 66 hrs. After
incubation, 0.2 xCi of [*H]thymidine

was added to each well. Following a
further 6 hrs incubation, cells were
collected and incorporation of [*H]
thymidine was counted.

Symbols indicate @ : F1, O : F2, and A
:F3.
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Fig.4 SDS-PAGE analysis of F1, F2 and F3.

Two micrograms of protein were
subjected to 12.5% of acrylamidegel.
After electrophoresis, the gel was stained
with Coomassie brilliant blue R-250.
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Table 1 Summary of partial purification of mitogenic factor ftom S. anginosus
Fraction Volume Protein Total Specific Total Recovery
protein activity activity
(ml) (mg,/ml) (ng) (dpm g g) | (dpmXx 1079 (%)
Culture supernatant 180.0 0.012 2.16 5,458 11,789 100.0
DEAE-Sephacel eluate 30.0 0.041 1.10 8,431 9,274 78.7
Sephadex G-100 F 1 0.75 0.25 0.19 23,875 4,536 38.5
+YM 10

Human PBMC were stimulated with each fraction samples for 66 hrs. After incubation, 0.2 uCi of [*H]
thymidine was added to each well. Following a further 6 hrs incubation, cell were collected and
incorporation of [*H]thymidine was counted. Sephadex G-100 F1 was concentrated by Amicon filter

YM-10.
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