hESC (H9) “HpEizsFiiEA+H
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hESC (H9) ZHMabkRIE T ARG T-40M, GEEEN, ZEICEEIR, W{E hESC/APSC 584k,
TRk P ROE I G, T 2570 A R 20 U 12 5 R i o AR S, AT B9 18 JF 3R A5
EANZRETAIM. O N ImL HAFE, & EA>1x10°N/mL, HIJEAR. 4056, L
AL B ARSI g B
N =
1) hESC/iPSC 82 IR S| (500 mL)
1. 7F 4°CZ%M% T ¥4 hESC/iPSC Grouth Supplements A/B, ZJ#E 37°CE; 758 /K IS HA MR o
2. ZER VAW, T ERMRE TR S F 51 B B il B hESC/PSC 564 H 77 %,
ZJE BT 4°Chififr, HHOEEEE 2 AN
3. AW RS EMTR, SR E 100 mL,ORiAIE 2 & AEH 52 .

# 1: hESC/PSC 5¢ 485 755 e B Ui B *

Aoy 500 mL 100 mL 50 mL

hESC/iPSC Basal Medium 400 mL 80 mL 40 mL
hESC/iPSC Grouth Supplements A 20 mL 4 mL 2mL
hESC/iPSC Grouth Supplements B 80 mL 16 mL 8 mL

AL FR A 5 b 506 hESC/iPSC Grouth Supplements A/B 7324 f5 ¥4 4 R AT « FLATC & LI 7T 225 3% 3 FIEC B # . hESC/iPSC Grouth

Supplements A/B {5 FlLA U RGBT 2 Ko

2) Matrigel 88t (PAFE54 354277 #J Corning® Matrigel®8.4% 6 FLARAH)
A. 433 Matrigel
1. $%%5 354277 1) Matrigel, $5AFE 3R AFRER AW, 1fi/2 BA Dilution Factor £7Rx,

FEAL IR Dilution Factor 4 278 pL, WIZRH] 278 uL Al a4k 4 B 6 LR, 733 %E=5 mL
/0.278=17.98.

2. W 18 NEE 1.5 mLEP %, #3ic Matrigel H . #4EN; ImL LEWk; EP &4, 1y
BT -20°CURAE TP IIA 1 /N

3. ¥ Matrigel & 4°CUKFE IS RMFA, 4 Matrigel 562 VR R T FF- UG 40 34

T TEMRARIS, ¥ Matrigel JRCEUKAR AN &, DI208AESEL VKA T B .

4. HER —IEBEREK VKB, B ARVR L ) Matrigel . THYA () 1.5 mL EP % & EP 4%, 1mL

kR T e b



5. VB2 Matrigel, TR/ 2T % 1.5 mL EP &, HE Tk B S4B SkuE 58 S 800
RPN e T B 3k
6. FKor#E 5 ) Matrigel B T-20°COKF HARAT

B. 4tk
1. B 36 mL ¥ DMEM/F12 T 50 mL .0, % 44 6 AR, #id Matrigel. #iL5 .

H AR

2. 1 mL B KE T-20°CORFE TP 174 1 /N, BUH — 304K 1) Matrigel (278uL) & T 4°C
UKFE AR 2 58 TR

3. WER— N UKIOUK S, KRR I (4 Matrigel. T4 (1 1mL WSk i B T4 %2 446 b
4. FTRA W Sk 1 figd ok (1) Matrigel (278ul) A 1 mL ¥ ) DMEM/F12 3§ ) & W HT fif 5 7R
1.

5. WH CAR VR IR 2) 1K) Matrigel IO &0 FR 4 (1) DMEM/F12, ] 10 mL B FH R
HWATIRS .

6. 7% 1.5 mL/SLT 4 Dosslbied, BRmRES.

7. BEFRRCE TR 1N S RIS, BUE T 4eCriid i, PIE A .

=. SRR

1) &7 hESCAPSC (B 6 FLEAHD

1 BB T 37°C; I 4% Matrigel B4 1K) 6 FLIR, $RETCE W 2 2AE LY 1 /N K
HEER (15~30°0) .

3. BY 4 mL hESC/iPSC 584237+ %E, J\ hESC/iPSC Supplement C 9Ky 10uM, KE &
FR (15~30°C) &

TR AEAE 37°C/KM s TR 35 77 5

4. WU 1 SCA RN E T 37°CARR I TR %, 2 min WA,  ATIRODLEE 40 i 2
PR UK B H 56 49 SR EH

5. T5% P AR AR AR R, BN A6 s 520 M EBRE B S v A 4 ¥ 15 mL
BT, B S 22182 N 10mL DMEM/F12, i3 f iR 2 SE R A1 40, 160g B> 5 min.
6. W F _LiE, AR 2 mL ) hESC/iPSC 58415 7% 3E+hESC/iPSC Supplement C il %41
R, R R GIRAT

FE: FIRH 20 uL RIS, BPRER, (EAUMGEITFICE S, b R g e

7. Wb 6 FLER T 1 FLA Matrigel CLBR, R BR L IR 2 mL/ALEFNE] 1 L.
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8. KPHFIBE =K, BT 37°C, 5% CO K, MANEE MR FRMS, FIKFHZRA
=RHETR.

9.18-24 /NI JE# 3T H) hESC/PSC e ki fridt, ZJafE RE b,

7. £ hESC #53Rid f2rf, W iR4uM il & BT 50%, @b IRibmy, BraR R4
Hn% 3-4mL/fL.

% 2: hESC/PSC AR &E; F7 A 2

BaRES L0 JRTH AR DPBS (mL) EDTA R THEH hPSC $55p3k+
6 fLA (1 4/1 L 9.6 cm?/4L 2mL/AL 2 mL/AL 2 mL/AL
12 LR (1 372 4D 4.5 cm?/4L, ImL/AL 1 mL/AL 1 mL/fL
24 LA (1 /4 1) 8 cm?/4L 0.5mL/fL 0.5 mL/AL 0.5 mL/fL

2) &% hESC/PSC (LA 6 FLER AHID

L ARG © GUMICA L 85% a4 (W 1(C-D)R) , —AESL R 3-4 R4
@ HMMICAFERAL, AKEE M.

e B BN DS AR, WA SRR @ 5 K.

2. ABARLE]: FIRRYE A0 B A KRS AN SE B0 75 4% 1:5~1:12 (M ELBIREATAL AR, Wi SR Am i IE
ToE A T 85%, K/NAE) (Ui 1(C-DY)F) » BEBCHZIE 1:8 BEAT 4K, W R & FE AR,
NPT AR AR AR L) 5 B s, U8 I A 4R EL A1

VE: 18 AR | ANFURIAE 8 AL (BL 6 SLBCAHD .

3. % Matrigel B 6 fL, FERTRE LY 2B PL) 1 MHRE ZSE (~25°0) .

4. MRAEAE AR FLEOHE S 2 mL/ALI hESC/iPSC 58415773, In A\ hESC/iPSC Supplement
C Z9KIZN 10uM, KB EER (~25°C) .

5. ¥ Matrigel G4 6 LI, $EATHE A ML) 1A IRE EER (~25°0) .
6. FFLRTFRIEMEL, AN 2 mL/FLI DPBS (ANEH5E5) , RHHE S HWEL.

7. N 2 mL/4LE) hESC/iPSC Passage Solution f# ¥4 ¥k 58 4> 78 75 FLJE «

8. BT 37°CH:FRA I H 5-6 min.

FE: @ Ak 5-6 min JEBE FAERAIAR L, MO ARSI AR I, LA A T S JE 5
SRR B A VA, 5 R A AR AR, ) KT A [

@ TRHF 6 LR G EEFRAE S mBRIR B, Al 6 fLMZIgS), ANEBH.




B 1. hESC/iPSC FEARFFAELEFT hESC 4HFEERE: (A F (B) 4714 hESC FHUEFREE 2 Fl 4
REMEAEE hESC BFEEHER, (O M (D) AFFESR 2 F 4 R HREHR hESC BFEEE.

9. VHALLE R 5 e e O A B FRAR B A AR W 2 A, JBE SRR R S AN, IR IR R
hESC/iPSC Passage Solution.

10. KBS 2 mL/ALFE ) hESC/iPSC 58 4255 77 3+ hESC/iPSC Supplement C, 7KF+FH%
5 6 FLAR A 200 60t 5 i i

7. @O jnhESC/PSC 58485 9: % + hESC/iPSC Supplement C i, FJ#ZRIKIT4HMI 1-2 1K,
AREHT 2 I, BERREWAT: AEAE (10%~15%) REEERZIEFEIE, 56K
AN B I 75 A KA AL 1] (< 10min) .

o :

2: JH4k hESC AR MEERE: (A) HikS min 548 hESC 5= MEARE; (B) ¥H4L 6 min
{RA54E hESC BHRNKESE.
@ hESC 4i g A s 8] 4bF hESC/iPSC Passage Solution (<15 min) , A PASCEEFEFH 41 Ay
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o 45 1 0 AR, DA S B i — B VE AN L 4 AL GSALRD

11. W 6 FLBR 1 ) Matrigel Y3, I TR hESC/APSC 56 4x$5 77 #:+ hESC/iPSC
Supplement C 2 mL/fL.

12. 1£ 6 fLIR Ehmicdifa R, ARk, AARELE. HIH. /N FPER 9 3R15 14 2l
BRIES, WP BE AR R EL Iy &) 4 e T LA

VE: T EEAR IS SIIF B AR AL IR A4, T LR R 8 SRS I 40 i B U & 2mL B0
BRE BRI 1-2 s B IRAEA R

13. FRE, ACF+73825] 6 JLIR =R, BT 37°C, 5% CO2 ¥k, WG MR+, H
UOKPHFRES] 6 FLtR =1k, HiFRid K.

14. 18-24 /NI J5 S Bt hESC/iPSC 58 & 7R3k, R RERII, 4-5 KI5 AL/ R
3) ¥ hESC/PSC (LA 6 FLER A

1. AR FEIS 85% A4 (Wl 1(C-DYFs) AIWCERRAE, — Mk 6 FLAREEFLPTRAE 1 5.
2. HERRAHN BRI 1.52 mL RAFE, piddifidadi. ARk (P#) o HEL #BIEN

3. BUHY 4°CUKAE F1#) hESC/iPSC Cryopreservation Solution, B T~ %8 I T , 1 JH B E#84A) .
4. WH BIEW, IO\ 2 mL/ALI DPBS A E4586) , 2R A0k, FHIREL.

5. I 2 mL/LEJ hESC/iPSC Passage Solution, 41 il & T 37°CHi 7= 44, 1tHHS 5-6 min (A]
%N, £ hESCHPSC" S ) .

6. MG, BREIHRE T, "I hESC/iPSC Passage Solution.

7. $EEITRIE K hESC/iPSC Cryopreservation Solution, &EfLIIA 1 mL ¥AEW, BEWIT, /K
SRR 3 K BEJE R SO 1.5/2 mL RAFE .

8. B E TR MR &, FFE-80°CUKM IR, K HENRE R KR .

M. WEESER:

1. WAL 5 o e R 2 75 7e 4, B RR AN, AR S, FUKiski 4
ERETIKREEEER, ARREEMEE, 0 LRI G T K AT AR .

2. BRI R B, TRARMARER, WARES. AGRE. LB, IR
MPE T, PRI FRFE—BG AR TEFRFAA S0 S 2 B B, TUE
Hi%e 7 HAT 7R $H

3. 5% 7 AR R S s SR T 4l B 5%

4. B FR P EFAMEET 3 REFILKAMR R, CRARE, ETMERAHAREIE



e BT ishi R A, s HIAREE SO0, 8 R ASRA T AR, & R4 i H A
Ol DMEIRATAIBEOARN O3 PR B3 10 15 BL 42 7] i A o o
5. AU AR A -
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	二、试剂准备：
	1）hESC/iPSC完全培养基配制（500 mL） 

