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Fig. 1 The binding activity of silica gel column-
fractions to MOLT-4 cells. MOLT-4 cells (10X
10¢/well) were cultured in the well of 24 well-
plate containing with a round cover slip with
each fraction for 48h in CO, incubator. Values are
the means+standard deviations of five samples.
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Fig. 2 The binding activity of fractions separated
by silica gel thin layer chromatography. The
fraction (chloroform/methanol, 80/20) obtained
by coulumn chromatography was applied on thin
layer chromatography plate silica gel 60, and
separated by chloroform/methanol : acetic acid,
85:15: 0.5. Spots were scarified and their activ-
ities to bind to cells were determined as described
in Fig. 1. Values represent the means of five
samples from one representative experiment.
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Table 1 The binding activity of synthesized DGDG
(Ciy)

No. of adherent cells+SD

Concentration (x10%)
20 ug 10.3+0.5
10 ug 8.5+0.2
1 ug 5.210.6
0.1pg 2.8+0.1

— <1.0

Values represent the means of five samples from one
representative experiment

Fig. 3 Time course of adherent cell numbers of
MOLT-4 cells on the cover slip with 10ug of
DGDG (C.,). The graded number of cells, 12X
10°/ml (@), 6x10°/ml (A), 3X10°/ml (M), were
incubated in the presence (—) or absence (---) of
10xg of DGDG, at 37°C. Values are the means+
standard deviations of five samples.

4or
L
N
=)
- 30 -
X
<
]
o -
o
-
1
g
o 2F
]
®
-
° =
0
B
@
8
£
c 10l
<1k g (3 & 3
L 1 1 1
0.5 24 48 72

Incubation (h)

» U, Jurkat, MT-4fifaTiZ, 1E & A L 720
RS s,

5. ML E o clathrin & DGDG @ & : &5
DFRLNO—TEREET 574 L2 DMK
RANC ML D NENC 724 3 % clathrin 23 &
BRBE 2T 2 efEIhT0ws, 2204
5] D SRR C I ML O W B % B4 3 2 DGDG

TEAEFHETE B71E 6=



DGDG &l ~ DfE & 537

Fig. 4 The binding activities of DGDGs to various

cell lines. Each cell line, 20X 10* of MOLT-4, Hut-
78, Jurkat and MT-4 was added to wells of 24well
plate containing with a round cover slip with or
without 10xg of DGDGs.
Symbols: HM, control: E#, native DGDG: E,
synthesized DGDG (C.,) ; &4, synthesized DGDG
(Cy6). Values are the means +standard deviations
of five samples.
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Fig. 5 Abilities of clathrin to block binding of
MOLT-4 cells to DGDG (C,,) on the cover slip.
Various concentrations of clathrin were prein-
cubated on the cover slip with 10xg of DGDG for
12h 37°C. After rinsing the cover slip, 60 X 10* of
MOLT-4 cells were incubated on the well with
the cover slip. After 48h, binding cells were count-
ed. (=) : with DGDG, (---) : without DGDG.
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The Binding Activity of Diglucosyl Diacylglyceride Derived from
Membranes of Acholeplasma laidlawii PG8 to Lymphoid Cells

Saori ONO

Department of Bacteriology, Kurume University School of Medicine

A chemical component has been purified from Acholeplasma laidlawii which binds to tissue
culture cells, MOLT-4, Hut-78, but not MT-4 and Jurkat. The glycolipid in the membranes of A.
laidlawii was extracted by Bligh-Dyer method. Further purification of chloroform phase of
Bligh-Dyer method was performed by silicagel column chromatography and thin layer chromato-
graphy.

Finally, the active component was assigned to be diglucosyl diacylglyceride by using nuclear
magnetic resonance (*H, *C). Furthermore, diglucosyl diacylglyceride(s) with C,, and C,s were
synthesized, by the method of Boom.

Both native and synthesized diacylglycerides bind to MOLT-4 and Hut-78 cells. The binding
activity of these substances to cells was inhibited by preincubation of diglucosyl diacylglycerides
on the cover glass with clathrin.

These results suggest that the binding site of diglucosyl diacylglycerides on cells was
clathrin.

It is necessary to clarify the biological activities of diglucosyl diacylglycerides in viral
infections and transmission of lipoprotein and the how mechanism of envelopment of the virus

into the cell.
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