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Fig. 3 Effects of AP5 and DNQX on the L-Glu-induced Ca?* responses.

A. 1In the cells which responded to L-Glu, AP-5 strongly suppressed the Ca?" responses to L-Glu. DNQX+APS
further suppressed the L-Glu-induced Ca?" responses.

B. Typical trace of the Ca?* responses of this pharmacological experiment.

**: p<0.01 vs L-Glu-treated group, ##: p<0.01 vs L-Glu+APS5-treated group, Tukey’s test following ANOVA.

Error bars represent s.e.m.
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Figure 4

Day 1, 7, 14, 28 Tujl Nestin GFAP

~— Nestin(+)GFAP(+)

Fig. 4 Expression of Tuj1, Nestin, and GFAP in Repro-Glu (- day 28).
The existence of Tuj1(+) cells, Nestin(+) cells, GFAP(+) cells were confirmed by day 28. Nestin(+)GFAP(+) cells
were still observed on day 28, suggesting the existence of radial glia.
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Figure 5

Day 28 S1008 GFAP Hoechst Day 35 GS GFAP Hoechst
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Fig. 5 Astrocytes were included in Repro-Glu
In GFAP(+) cells, S100b(+)GFAP(+) cells and GS(+)GFAP(+) cells are included, strongly suggesting that
astrocytes are included in Repro-Glu.
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Figure 6

Day 14, 21, 28 GABA Tuj1 Hoechst
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Fig. 6 The percentage of GABA neurons in Ripro-Glu.
The percentage of GABA neurons in the Ripro-Glu neurons was 10-20% (Glu), while that in the Ripro-DA
neurons was 40-50% (DOPA). Duplicated data. The percentage did not change by day 28.
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Figure 7

Day 14, 35 a-sm1 Hoechst

Day 14 Day 35

v Well, £@&89/ZFEZF

Fig. 7 Smooth muscle cells are included in Repro-Glu
At 14 DIV, a-sm1(+) cells were detected over the entire surface of the well. The number of a-sm1(+) cells
increased with culture period.
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Figure 8
A

Day 7 Vglut2 Synapsinl

merge + phase

50 um

Synapsin 1
/Vglut 2
cluster

C Day 21 Vglut2 Synapsinl
merge hase

Fig. 27 Presynaptic maturation of Repro-Glu

A. W-staining of Vglut2 and synapsinl (left) and the merged image with phase-contrast image.

B. Magnified images of the inset in A. Co-localization of synapsinl and Vglut2 was clearly observed.

C. Co-localization of synapsinl and Vglut2 was also observed at 21 DIV, however, it became difficult to get the
image of the isolated neurites owing the high cell density.
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Figure 9
A Day 7 Drebrin MAP2 Hoechst

merge + phase

merge Drebrin

+ phase MAP2

Day 28 Drebrin MAP2 Hoechst

merge Drebrin MAP2
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Figure 10
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Fig. 29 Effects of X on the functional expression of NMDA receptors in iNeurons.

A. Inthe X(+) group (4 day-treatment), AP-5 significantly suppressed L-Glu induced Ca?" influx, while AP-5
had no effects in the X(-) group.

B. Typical traces of the L-Glu-induced Ca?" influx in the pharmacologlical tests.

C. The comparison of the effect of AP-5 on Ca?" infux in the cells which were responsive to AP-5.

**:0.01, *: p<0.05 vs L-Glu-treated group, Student’s # test. Error bars represent s.e.m.
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