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Code No. 286-47109 (100 mL)

StemSure” hPSC Medium A

StemSure® hPSC Medium Ais appropriate for maintaining hu-
man pluripotent stem cells (hPSCs), human ES cells and hu-
man iPS cells, in a feeder-free, serum-free and animal-free envi-
ronment. This medium is low in protein, and does not contain
albumin.

This product is for laboratory research use only.

Procedures : -
< Preparation of complete StemSure” hPSC Medium >

1. Thaw StemSure” hPSC Medium Aat 2-10T for several
hours or overnight.

NOTE : Do not thaw the frozen medium at 37C. After
thawing, store this medium at 2-10C in the dark and use
within a week. Avoid repeating freeze-thaw.

2. Add 35-100 ng/mL basic fibroblast growth factor (bFGF)
(Code No. 064-05381, 068-05384) (final concentration) to the
thawed StemSure” hPSC Medium A, and gently mix well to
prepare the complete StemSure” hPSC Medium (sshPSC
medium).

NOTE : The concentration of 35 ng/mL is recommended
as a final concentration of bFGF. When you transfer hP-
SCs cultured in other feeder-free medium to the sshPSC
medium, the same concentration of bFGF used might be
suitable for the sshPSC medium also.

3. Before use, warm the sshPSC medium to room temperature.

NOTE : Do not warm the sshPSC medium in a water
bath.

< Transferring of hPSCs from the culture on feeder layers
to the feeder-free culture >

NOTE : When hPSCs cannot be directly transferred from
feeder-dependent culture with mouse embryonic fibro-
blasts (MEFs) to feeder-free culture which uses the sshP-
SC medium, a preculture in MEF-conditioned medium
[Xu, C, et al.: Nat. Biotechnol, 19, 971, (2001)], prior to
using the sshPSC medium might be effective to transfer
smoothly.

Preparation of Matrigel®-coated plates

1. Thaw Matrigel” at 4°C. To avoid gelation, do not store at
room temperature.

2. Dilute Matrigel” in cold DMEM/Ham' s F-12 and gently mix
well by pipetting (300 uL of Matrigel” in 25 mL of D-MEM/
Ham's F-12).

3. Coat 6 well-plate with 1.4 mL of the diluted Matrigel® per
well (95 cm?).

4. Incubate at room temperature for at least 1 hour before use.
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Passaging

1. Aspirate the culture medium of a feeder-dependent cultured
well.

2. Add 04 mL of CTK solution [Suemori, H., et al: Biochem.
Biophys. Res. Commun., 345, 926, (2006). ] per well of 6-well
plate.

. Incubate at 37C with 5% CO, for 5 minutes.

4. Aspirate the CTK solution, and add 2 mL per well of the
sshPSC medium and suspend the colonies in small clumps of
about 100 cells by pipetting with a P1000 micropipette.

5. Transfer the cell suspension to a 15 mL tube, and add 6 mL
of the sshPSC medium and gently mix by inverting the tube
several times.

6. Spin at 1,000 rpm (about 170 X g) at room temperature for
3 minutes.

7. Remove the supernatant, and add 2 mL per well of ROCKi
+ medium™ and resuspend the pellet.

NOTE : Do not break up the clumps to a smaller number
of cells, especially single cells.

KXROCKI + medium : sshPSC medium with 10« mol/L
Y-27632, which is an inhibitor of pl160-Rho-associated coiled
kinase (ROCK).

8. Aspirate the coating solution from the Matrigel®-coated
wells.

9. Transfer 2 mL of the cell suspension to the well.

NOTE : Do not plate the cells at low-density. This will
lead to the decrease in the viability of the cells and the
increase in the differentiation of the plated cells.

NOTE : After the transfer to the feeder-free condition,
MEFs will remain present for the first 1-3 passages. To
eliminate MEFs from the culture, the cell suspension is
plated to a non-coated or a gelatin-coated well, and in-
cubate at 37 C with 5% CO, for about 1 hour. Residual
MEFs, not hPSC clumps, adhere to the well The suspen-
sion containing hPSC clumps is harvested from the well,
and then plated to a Matrigel® coated-well

10.Incubate at 37°C with 5% CO.,.

11. Replace the medium daily with 2 mL of sshPSC medium per
well.

12. Passage the cells at 5 to 7 days.

w

< Passaging in sshPSC medium >

1. Aspirate the culture medium, and rinse the cells once with
D-PBS(-).

2. Remove D-PBS(-), and add 1 mL of StemPro” Accutase,
TrypLE™ Select or TrypLE™ Express per well.

NOTE : Do not use trypsin, Dispase” and CTK solution.

3. Incubate at 37C with 5% CO, for 5 minutes.

4. Add 2 mL of the ROCKi + medium, and suspend the colo-
nies to single cells by using a P1000 micropipette.

5. Transfer the cell suspension to a 15 mL tube.

6. Spin at 1,000 rpm (about 170 X g) at room temperature for
3 minutes.

7. Aspirate the supernatant and suspend the pellet with 2 mL
of the ROCKi + medium.
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8. Count the viable cell numbers.
9. Aspirate the coating solution from the Matrigel“-coated
wells (see Preparation of Matrigel“-coated plates).
10. Add 2 mL of the ROCKi + medium per well, and plate 1 X
10° cells per well.
NOTE : Do not plate the cells at low-density. This will
lead to the decrease in the viability of the cells and the
increase in the differentiation of the plated cells.
NOTE : In early passages, when the cells do not adapt to
the feeder-free culture, 2-3 x 10° cells per well should be
plated. The optimal split ratio is different in hPSC clones.
The optimal plating cell number should be adjusted care-
fully for reproducible culture. In general, the cells should
reach 80-90% confluent of the well at 4 or 5 days after
plating.
11.Incubate at 37°C with 5% CO..
12. The next day (at day 1), replace the medium with 2 mL of
the sshPSC medium per well, not the ROCKi + Medium.
13.Replace the medium daily with 2 mL of the sshPSC medium
per well. The replacement of medium is unnecessary on day
2.

14. Passage the cells when cells grow to cover approximately
80-90% of the well, usually every 4-6 days.

Storage : Store at -20C in the dark.
Avoid repeating freeze-thaw. After thawing, store at
2-10C in the dark and use within a week.

Package : 100 mL

Related Reagents :

- D-MEM/Ham's F-12 with L-Glutamine, Phenol Red, HEPES
and Sodium Pyruvate (Code No. 042-30555)

- Fibroblast Growth Factor (basic), Human, recombinant,
Animal-derived-free (Code No. 064-05381, 068-05384)

- Y-27632 (Code No. 257-00511, 253-00513, 251-00514)

- D-PBS(-) (Code No. 045-29795)

- Matrigel® hESC-Qualified Matrix (Code No. 643-55461, Corn-
ing No. 354277)

- 6 Well Clear TC-Treated Multiple Well Plates (Code No. 649-
01111, Corning No. 3516)

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://fwk.fujifilm.co.jp

Group Companies

: _r"f'

Distributors

EirE

—3/6 —

31— K No. 286-47109 (100mL)
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JE 37T THIMEL 2o TFE v FEE, 2~ 10T DT
TR L, 1HLIAIZ ST S v FRTRIRIZEE ) &
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2. R O A SR FEVERRAE S W B N (bFGF) (Code
No. 064-05381, 068-05384) % #&iefE 35 ~ 100ng/mL & % 5 X
AWMLY - ) & X RE, 2tz iiEss (DT,
sshPSC ¥t &9 ),

i DFGF DL, 35ng/mL Tiid 5 E & #HZL F
T35 BEICHE 7 1 — 57— 352 IC B L 7= & At ThE 28
FBH I, RN & ] CafED bFGF #5019 3 %
2 BLTHBHEND ) F T

3. sshPSC }5#h % i AT IC SEHISR 3
T IR L e v TR S0,

<AV T A=F—BBPOMT 4 —F—FB~DBIT>
E o XIS (MEF) 2 7ed > 7 1 — 57—
LR DML %, sshPSC B~ EH LT TE L VB,
MEF BlIfE54# [Xu, C, et al. : Nat. Biotechnol, 19 (10), 971,
(2001). ] THEFERE, sshPSC BIZFEATL TF S v,

Matrigel® 2— I 7L — O Hiffi

1. Matrigel® # 4C CTRMAET 5. 7 NMAL%E BT 5 7230 S i TRE
LZEWTTF &,

2. Matrigel® ##%# L7z D-MEM/Ham's F-12 THML, ¥xXv
74 7 TERES (Matrigel® 300 u L 2 D-MEM/Ham's
F-12 25mL TAHMRT 2),

3. AWML 7= Matrigel® % ii % 6 7 = V7 L — M2 14mL/well
(95em®) WIS %o

4. FMTIHMUES Y F2xX=1+F 5%,

S 1Y

L 74 =F=—8#hoy o Vi bz BRET 5,

2. CTK %3 [Suemori, H., et al. : Biochem. Biophys. Res. Com-
mun., 345, 926, (2006).1% 6 7 =)V 7L — MZ 04mL/well T
wINs %,
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37C. 5% COy £ ¥ F 2 X—% —T 5 4 MHET 5,
CTK i # B3 %, sshPSC 4t 2mL %2, P1000 < A
7a¥Ry NT7 5 7A100 MAEEOMBLIC RS L HI2E
Ry T4 YT Th,
H SRR 2 15mL F 2 — 7129 o sshPSCH: b 6mL % il 2.«
BRI %,
1,000rpm (#5170 X g) T340, S TE LT 5,
L% %% L. ROCKI + 8% % 2mL/well TR L. &
W 5.
2T TEGHLTER L FICHEEL TF S0,
X ROCKi + %54 © sshPSC 5512 Y-27632 (pl60-Rho #% 4
FF—EHER - ROCKi) ###E 10umol/’L &74d k9
1SR L =255,
Matrigel® T — FFEADT Vb a—F 4 ¥ Z B2 B
X3 %,
MM %2 2mL/ well TS 5.
IR F AT L2 0 SMEMIE 25003 5 72,
1T THIN 2 I5FE L 22 TTF S0,
D MEF IZIE 7 « — 5" — SR 5 1~ 3MCIZFET L
7. MEF #BE5 5701214, HEEES 2 — P L
TRV T 2 N FATEFF > T— P L2 2 VICIFFEL
37C. 5% CO, 41 > F 2 N—8—TRy ] IFHEFE L TF S0,
FetE MEF 130 = WICHEA T 2720, EiFzlRd5SE
(L& D), hPSC 2 5 > 7% & Ll il & R T & * 9
AR L 7=l S i & Matrigel® T2 — P FAD 7 x VI
L TT S0y,

10.37C. 5% CO, 4 ¥ F 2 R—% —CHHET 5,
11. sshPSC ¥4 % JH v C 2mL/well T HE: #5324 %
12.5 ~7 HHTHIT %,

<sshPSC KiHlZ X % # 8>

1.
2.

Rk L. Mifd% D-PBS() T—E#%kiFT %,
D-PBS(-) # B& 7 L. StemPro® Accutase. TrypLE™ Select
& A\ iZ TrypLE™ Express % ImL/well #1735,

7E: R 7> >, Dispase”™s CTK i 26/ L 220y TF &1,
37C. 5% CO, 4 ¥ F 2 RXR—=% —TH5 3 HEET 5o
ROCKi + 55#h 2mL/well Z# L. P1000 v 7 0 Xy
EHWT, 20=2—% 3 Vb A~G T 5,
LA Bt 2 15mL F 2 — 71285,
1,000 rpm (#1170 x g) T340, SR TH LT b,
Eif %K L. ROCKi +5# 2mL THIlBX L v - 21§+
5o
MR R EHY 5.
Matrigel® T — FEADT = Vb I —F 14 ¥ FIE % B
45 (Matrigel” 2— b 7L — + it %2 2 H),
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10.ROCKi + 53 H1 % 2mL/well THRM L. 1 X 10°cells/well & 7%
5 XTI A RS 5.
TE AR FAMC T L7220 SMERIRE D580 9 2 72,
M PE TR ZIBFE L 2 TR S0,
T AET o — =IO 12 56 L T e 7z
0, MK E 2~ 3 x 10°cells/well THEFEL 7=l F L
WG ) F T A LR I 2 7 — > )2
Lo THEL D FFo MIAIBFERIEIZITEL ~5 HH T80~
WN%DT>TINT > NELEEIICHETL TFEv,
11.37C. 5% CO, 4 ¥ F 2 RX—¥ —CHET 5,
128 0 (3521 0 H). sshPSC }i# % Fi v T 2mL/well TH; b
T %, sshPSC ¥~ D Y-27632 DRI E T,
13.sshPSC }3# % i€ 2mL/well T H R 214 %, Rz
IR 2 HHOARAE T,
14.80~90% D3 » 7 VT v MIRETHILT 5 (4 ~6HH),
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WEHT -20°C R4

BURE LR I3 ) B S 2T T S v BRRIZRIATC 2 ~ 10T T
REL. TEMMUMIZSHH TS,

(a %]
100mL

(B35 ]

‘D-MEM/Ham's F-12 (L- 7 V% 3 v, 7/ —J L1l v K,
HEPES, ENVE VEF Y w7 AE&4%) (Code No. 042-30555)
SRRHESE IR R R T GEAEME) . v b MR AR BhH kY
71— (bFGF) (Code No. 064-05381, 068-05384)

*Y-27632 (Code No. 257-00511, 253-00513, 251-00514)

-D-PBS(-) (Code No. 045-29795)

-Matrigel® hESC-Qualified Matrix (Code No. 643-55461, Corn-
ing No. 354277)

RNVF TN VT L— b 67 2 VFEE (Code No. 649-01111,
Corning No. 3516)
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