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PRI ® 96-well Flat Clear Bottom Black Polystyrene TC-treated Microplates,
Individually Wrapped, with Lid, Sterile (Corning, catalog number: 3603)

Corning® 100 mm TC-treated Culture Dish (Corning, catalog number: 430167)
Corning® Matrigel® hESC-Qualified Matrix (Corning, catalog number: 07181)
STEMdiff™™ Neural Progenitor Medium (STEMCELL, catalog number: 05833)
Accutase™ (Stemcell, catalog number: 07922)

DPBS (Bl, catalog number: 02-023-1 ACS)

DAPI (Sigma, catalog number: D 9542)

Anti-Tuj1 antibody (Sigma, catalog number: T 8660)
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14.
15.
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19.
20.
21.
22.
23.
24.

25.

Donkey anti-Mouse 488 (Invitrogen, catalog number: A-21202)

4% % ZEHEEE 2 (BBI, catalog number: E 672002)

STEMdiff™ Neural Progenitor Medium (Stemcell, catalog number:05833)
Normal Donkey Serum (Jackson, catalog number:017-000-121)

N2 Supplement-A (Stemcell, catalog number: 07152)

NeuroCult™ SM1 Neuronal Supplement (Stemcell, catalog number: 05711)
BrainPhy Neurobasal Medium (Stemcell, catalog number: 05790)

Culture one (Gibco, catalog number: A3320201)

Triton X-100 (BBI, catalog number: A600198)

Hu Recom BDNF (Stemcell, catalog number:78005.1)

Hu Recom GDNF (Stemcell, catalog number:78058.1)

Hu Recom IGF-I (Stemcell, catalog number:78022.1)

L-Ascorbic acid (Sigma, catalog number:A4403)

cAMP (Sigma, catalog number: D-0260-5MG )

PUARRER (VAR T

B PZZ R LIRS )

MM IE TR (VAR TT)

(hE 4y

1.
2.
3.
4.

YRR e (Eppendorf, C 1700

B0l (Eppendorf, 5810 R,)

4 FH B 4RM T ¥ (Countstar, Countstar FL)

il EIE LI/ Hr{X (Thermo Fisher Cellomics, VTI 700)

1.

W ph T 4m oA 2] 96 FLIR

1.1 FFEREFE 10cm M & T4 H i STEMdiff™ Neural Progenitor Medium.
1.2 A1 3 ml Ji® DPBS if ¥l —Ik, W& DPBS.

1.3 A 1 ml Accutase™, EF2Hf, 7% Accutase™.

1.4 fE£/b& Accutase™fE/EIEHL T, 37 °C TH¥E 3 min.
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1.5 HME T4 E LT 2 ml STEMdiff'™ Neural Progenitor Medium .

1.6 WALTHEL $% 5,000 cells/well #:5f 96 fLR .

1.7 4 96 FLBURAE 37 °C HEEFRAEH . BULIRTRGE, R, /e MmA A8 77
¥ B35 FEARAS 40 B 35 5 43 A CEARUIR

2. 24 h g TMa it

2.1 FERFRE.

2.2 &FLIIA 100 pl DPBS /&% E—ik, Wi DPBS.

2.3 HALIIA 50 pl & IR 5L AR /- 254, oot BRA g ph 22 73 Al s 5%
B, INZHRAEME 73 A IR BRI IN G W B R ph 2 01 2540

2.4 HWREW, 10 KJ5H 4% PFA [ € .

3. TG

3.1 HUH 96 fLtk, FEEHIREE

3.2 Jin 50 ul 4% PFA £ 37 °C 41F FEE 15 min, {25,

3.3 i PBST (0.1% Triton X-100) + 5% 4P & 7E 37 °C 2541 NifiE 15 min, &l

3.4 BEFLINA 100 pl B FE, =R P 30 min.

3.5 mouse anti-Tuj1 FIALEDUAFBRIZ 1: 200 ke, &AL 50 pl, 4 °C IR

3.6 /1 100 pl PBS, ZiE ¥ =K.

3.7 Donkey anti-Mouse 488 $iif& HftiAMi B 1% 1: 500 #iks, 44l 50 pl, FH
2h,

3.8 /1100 yl PBS, ZEiR¥E=1X.

3.9 M 1. 1,000 FiBE 1 mg/ml DAPI 50 pl %f% 15 min, {53,

3.10/1 100 pl PBS =ik, 3%,

3.11/1 100 pl PBS, f#77 T 4°C.
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B 1. T4, (&f: Nestin, Zf: Sox2, Wf: DAPD

H 2: ANEAZAEKWETHRMEKMEITT. (5. Tujl, 4£: Sox2, Hf: DAPD
A RACFEEXIEZ B: NZGAbFE4E
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HE: NC ARMZGAENS A, Drugl AZLRME T LLGIIEPLE FIFEGA A: FEHIRKE  B:
PR EEHE Co SPEEREH D R e CRIRECR T 1D AI4RN Ll

= R AR S 4

1. 96 SIS H BB ARG, TN & WIRAXES AT R

2. fif 20x K TAEREES Y4, $THF Harmony %fk, %INGHte (Ex 460-490/Em 500-
550), Wit (Ex 360-400/ Em 410-480) Rifilid, #HfLiki 9 MLEFHETHIR.

3. IRABTOCIRELEROGI A, BT, WUROGRELET SR

4. B EFIH Harmony #AFHAT & T M vk 5, TR AU LR 1, g
L 1. B2, it R ILAE 3.
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% 1. Harmony A 1 P9Ik 20 B i A2 A i B

Image Analysis step in Harmony software

Input Image
AR E Ay 4 o T

(Ex 360-400/Em

500550), i fiHiE (Ex 360-
400/Em 410-480)

Find Nuclei

FI W (BT R A, %A
Herbrmy DL G AN [F] 1 $ A% 052
method . % I A . Xf LE B
Contrast & 1% 71 # % Split Factor
LSRN ITIEA TR

Select Population
FIF remove border IfjEE Z:fRik
GA TR ZHNEE, XBREN
Zigmm 4N cells selected
BEAT R — B0

Select region

£ cells selected 4 g A py fi
H 777 Resize Region [%],
4% Outer Border KT 4 tidttr
Neuron Body K /) i 75,
Neuron Body 1K /N L4 fidi i
ST AT Y, AN IR,

AN RN 2 SR
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Find Neurites

GBI cells selected 4l
AN, 2T Neuron Body 4
2R, Wl 7Y Smoothing.
Debarb Length CIEi{ & kn]
A2 & S/ B X ELRE
MR O, B S8 ik
FFARAL, HiE 23H 5 T 45 R A
R, BEATSHRRY,
EIE TR S

Select population 2
B AR 240 Number of r
oots HEATHN RN T 55T 1 1l
28 0 N B2 Neuron [FfiHi%,
i E R bR L AR ECH 0 1)
dif, NP R HERAESL .

»

Define Results Al 25035 number of Extremities (84> 3 Rim%) |

g5 R number of roots (457 /5% H ) total length  (FhZRBKFE) |
average neurite length i 574K &, maximal il 58 f KK )
s
~Jo
BREC S

1. PUAMRE
1% Donkey Serum #iB 2 &H 0.1% Triton X-100 ¥ PBS

2. FHAZMK
10% Donkey Serum #ift 2 & 0.1% Triton X-100 ) PBS

3. MA bR IRE
BrainPhy Neurobasal Medium #5391 7370 1 x N2 supplement. 1 x
NeuroCult™ SM1 Neuronal Supplement. 1 x NeuroCult™ SM1 Neuronal
Supplement. 1 x Cultureone K Z KN 0.1nM ) cAMP. 200ug/ml [
Ascorbic acid. 10ng/ml ) BDNF. GDNF #1 IGF-I,
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Brigt

TR L 2% 2 1 A O A O SRR AR S ARt v PN TR A L BT AR R s LR N
B, 200 H 52 E 5 = AR TR 2018YFA0107903 1 2017YFA0104102, [E 5
F SRR} 34 81701054 1 & 8.
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