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HIV-1 BYe” u— 2 TH 5 OM-10.1 1
@z v, ZhboMifa% 10 ng/ml
ORNR—NAL T AT (PMA) T2 A
fE#9 5 &, HL-60 35 L U8 OM-10.1
MR 7 h R RS X UV HTV-1 %
Yer 7 y—~Emb L,
K1 ZFHEROBEL RS, oL
T AR (10° celly'well) (o3 L,
w7 u7y7y— (10° cellswell) % H
RN, HO5WVE3 um OABRERET
AL Fy—A b — bR L
THIEMCEML, 1% FRRiMmED
EETOERETILEE®R LU, EEE

@@
6%e
Differentiate to
HL-60 or )
OM-10.1 cells macrophages with

for 2 days

SK-N-SH celis

10 ng/ml PMA

Differentiated to
neural cells with

3065 HBEIZHEE LIEEERT2 &
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for 4 days

Fig, 1. Schematic presentation of assay procedures for neural cell death, SK-N-SH
cells were cultured and differentiated to neural cells in a 24-well culture plate. After
differentiation, culture medium containing retinoic acid was completely removed from
the culture plate and replaced with maintenance medium. HL-60 or OM-10.1 cells were
differentiated to macrophages in the presence of PMA. After 2 days, the cells were
washed to remove PMA, trypsinized, and resuspended in maintenance medium. Then,
SK-N-SH celis (1 x 10° cells/well) were cocultured with macrophages (1 x 10° cells).
For direct coculture, macrophage suspension was added onto neural cells. For indirect
coculture, macrophage suspension was added onto a membrane (pore size: 3 um). After
a 3 and 5-day cocultivation, the culture supernatants were collected, and the number of

viable cells was determined.
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Fig. 2. Neural cell death induced by
direct and indirect coculture with
macrophages. Neural (differentiated

Viable cell number (OD)

(TUNEL)

SK-N-SH) cells were cultured alone
(open columns), or cocultured with either
uninfected macrophages (differentiated
HL-60 cells) (hatched columns) or HIV-
1-infected macrophages (differentiated
OM-10.1 cells) (closed columns). Exper-
iments were repeated three times, and
results are the mean + the standard
deviation of triplicate determinations in a
representative experiment; the statistical
signifycance of viable cell number
between the control (open columns) and
neural cells cocultured with macrophages
(hatched or closed columns) was
evaluated by Student’s 7 test. *, P < 0.01.
OD, optical density.
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Day 2

Fig. 3. TUNEL staining and micro-
scopic observation for neural cells
cocultured with macrophages. Neural
cells were cultured alone (A), or indi-
rectly cocultured with either uninfected



macrophages (B) or HIV-1-infected
macrophages (C). After a 2-day incu-
bation, neural cells were subjected to
TUNEL staining, and apoptotic cells
(stained as dark spots) were detected
microscopically (magnification: x 100)
(upper panels). The morphology of neural
cells was also observed microscopically
on day 4 without staining (lower panels).
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Fig. 4. Neural cell death induced by
coculture supernatants. Neural cells
were incubated in various (2 to 16-fold)
dilutions of the culture supernatants of
neural cells alone (open columns), or the

indirect coculture supernatants with
either uninfected macrophages (hatched
columns) or HIV-1-infected macrophages
(closed columns). After a 3 and 5-day
incubation, the number of viable cells
was determined and expressed as the
percent of the control (the number of
viable cells cultured in maintenance
medium only). Experiments were repeat-
ed twice, and results are the mean * the
standard deviation of triplicate determi-
nations in a representative experiment,
the statistical significance of viable cell
number between the control and the
neural cells exposed to culture super-
natants (open, hatched, or closed col-
umns) was evaluated by Student’s f test. *,
P <0.01.
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