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Neural stem cell differentiation assay.	 MEB5 cells were dissociated using the 

NeuroCult Chemical Dissociation Kit and seeded at a density of 2 × 104 cells/well on 

cover glass (MATSUNAMI GLASS) coated with poly-L-lysine and fibronectin/laminin. 

After incubation for 12 hrs, cells were washed with NeuroCult Basal Medium (Mouse) 

and treated with individual compounds in differentiation medium for 4 days. 

 

Immunofluorescence staining. After incubation for 4 days, cells were fixed with 4% 

paraformaldehyde in PBS for 20 min at room temperature (r.t.) and washed with 1% 

BSA (Merck) in PBS two times. Cells were blocked in 10% BSA in 0.3% Triton X-100 

(Wako) in PBS for 45 min at r.t. and incubated with primary antibodies (0.5 mg/mL 

anti-bIII-Tubulin; Neuronal Class III, Mouse-Mono, 1:400, R&D SystemsTM; 

anti-GFAP, 1:400, VERITAS) for 12 hrs at 4 °C. After washing three times with 1% 

BSA in PBS (500 µL/well), cells were incubated with secondary antibodies (Alexa 
Fluor® 488 goat anti-mouse IgG (H+L), 1:400, Life Technologies; Alexa Fluor® 555 

goat ant-rabbit IgG (H+L), 1:200, Life Technologies) for 1 hr at r.t. in the dark. After 

washing three times with 1% BSA in PBS (500 µL/well), cells were treated with 200 

µg/mL RNase (Nacalai Tesque) in PBS containing 1% BSA and 0.1% Triton X-100 for 

1 hr at 37 °C in the dark. After washing three times with 500 µL/well PBS, cells were 

incubated in 30 µM TO-PRO®-3, 1% BSA, and 0.1% Triton X-100 in PBS for 10 min at 
r.t. in the dark. The cover glass on which the cells were attached was transferred onto 

slide glass and mounted with ProLong® Gold Antifade Reagent with DAPI (Invitrogen). 

Slide glasses were viewed and photographed with an LSM 700 (Carl Zeiss). Four 

pictures were taken per well, and the assays were carried out with three individual wells 

per condition. 
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SP-Figure 1. Effect of 1 on neural stem cells (MEB5) differentiation. MEB5 cells were 

treated with DMSO, VPA (varproic acid, positive control, 100 µM), or synthesized 

agalloside (1) (5 or 10 µM) for 4 days. Then, cells were fixed and immunostained with 
Tuj-1 (green) for neurons, GFAP (red) for astrocytes, and TO-PRO-3 (blue) for nuclei.  
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Table 1 NMR data of synthetic and natural 1. 

 

�  1H-NMR in DMSO-d6 13C-NMR in DMSO-d6 

position 
synthetic� 1 natural� 1 synthetic� 1 natural� 1 

(600 MHz) (400 MHz) (150 MHz) (100 MHz) 
2   161.0 160.9 
3 6.80 (s) 6.80 (s) 106.5 106.5 
4   177.0 176.9 
5   158.2 158.2 
6 6.87 (s) 6.87 (d, 2.0) 102.8 102.9 
7   163.8 163.7 
8 7.06 (s) 7.06 (d, 2.0) 96.6 96.7 
9   158.6 158.5 

10   109.2 109.2 
1'   122.8 122.8 
2' 8.04 (d, 8.7) 8.04 (d, 9.0) 128.2 128.1 
3' 7.11 (d, 8.7) 7.09 (d, 9.0) 114.7 114.6 
4'   162.2 162.1 
5' 7.11 (d, 8.7) 7.09 (d, 9.0) 114.7 114.6 
6' 8.04 (d, 8.7) 8.04 (d, 9.0) 128.2 128.1 

OMe-7 3.89 (s) 3.89 (s) 56.2 56.2 
OMe-4' 3.85 (s) 3.84 (s) 55.6 55.6 

1'' 4.79 (d, 7.8) 4.78 (d, 7.6) 103.5 103.7 
2'' 2.98 (m) 2.98 (m) 73.3 73.4 
3'' 3.09 (t, 8.4) 3.09 (t, 8.6) 76.4 76.6 
4''  3.28 (t, 8.4) 69.5 69.5 
5''  3.31 (m) 75.5 75.6 
6'' 3.64 (m) 3.65 (dd, 10.7, 4.6) 68.7 68.9 
 3.97 (d, 10.8) 3.97 (d, 10.7)   

1''' 4.18 (d, 7.8) 4.18 (d, 7.6) 104.2 104.1 
2'''  3.36 (m) 73.4 73.5 
3''' 3.56 (t, 8.1) 3.56 (t, 8.0) 75.9 75.9 
4'''  3.24 (m) 69.6 69.7 
5'''  3.01 (m) 65.7 65.7 
�  3.68 (m) 3.68 (m)  �  
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