Mouse Intestinal Organoids_small intestine crypt isolation & culture
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Materials
1. DMEM/F-12(15mM HEFES): F-12 DWell *5¢1 & DMEM¥} 1:1 2 412 F filering 1A A&
2. Cell dissociation buffer: 1mM EDTA in PBS
3. Complete Intesticult Medium (stem cell #06005, 1kit)-A}-& 7ol 1%P/S Eo]A Al&-
4. Matrigel (corning 356231)- 10mI%-2] & s00ul? 55} -20C B, AFE317] % Ao W
5. 24wellplate: FoJ= AF&3}7] 30% Ao 37C Zol warming 3ttt

6. 0.1% BSA in PBS

Method
1. Mouse small intestine #2]: $lofeoll A W2 714 cutting

2. HIx|eto 2 7} 9kA pbs E0] = dishol]l ¥Wo]F1l external membrane I} fatS A A 3| =t

3. MEE AL ZdaA Ho]FiL cold pbsES AFE3}e] 33] washing 3=t} (dishS ©] 53] 7FH A washing)

4. 50ml conical tube®]] 15mlice PBS YWolFil S 3l ZHA zHa}FHA] @o]s=t} (Pipette aid = Pipetting
T U AL Alo]=g ekt

5. 12 wet A W5 F tipS AFESte] 3 A E upanddown, Fo] FEOR JEYEE T I T sup
A A

6. 4-5 IS sup ©] clear 3 & wj7}x] ¥kE (1500 A %)
7. Sup< A|ABFAL Dissociation buffer 25ml 2] ¥ 15min shaking

8. FTHo® F st} ok3laL, sup AA



9. 10ml 0.1% BSA solution ¥ °]5=3L up & down 3
10. Intestinal piecei= 7}2}eF3] a1 sup TF 7oA strainerdl] A2t} (Fraction 1)
11. 9-1081 ¥4 WH33}o] Fraction SH7FA] A5

12. Fraction= 1ml® WA 6well plated] Yol F dAnjd oz #adlo] cell & AL crypts 22 Fraction
T} (Fraction 4-5 41 )

o
K
]

‘g)

13. Fraction 4-5 - X.o}A 290g,5min, 4C centri
14. Sup Al ¥ 0.1% BSA 10mi°ll suspension 3= ¥ 200g, 3min centri, sup A7

15. Crypt pellet-2- DMEMF/12 5ml®]l suspension 3= 5 crypt counting (Y= total 1074 crypts/ml =)

16. 200g, 5min centri 5, 50ul/wellll 240070 9] crypt 7} EoZ4 = A=F A4Eslo] complete medium®ll suspension.

17. Matrigel % crypts 111 = 4lolF 5 (HEo] < A7|%=% Z=A43A) 50ul] pre-warm 24 well plateel] g o|+
=3

18. 37°C 10min incubation

19. 750ul complete medias welld] 2o]F3 YA H]o] = well o= PBS1mlS Eo] =t}



