TUNEL assay Protocol 2024. 6 ver.1

by T. Baba

1. 24 well 7' L— MZ, KKPE LT H73—77 7 A (Micro cover glass, Matsunami #12 #. No.1)

ZHNT=D B Collagen Type I-C solution 500 pL/well Z#AN L, =|iRIZ T—iREZT 5,

Collagen Type I-C solution (30 pg/mL)

Cellmatrix Type I-C (3.0 mg/mL) 1 mL % J#&EE7K 100 mL [ZA7 R 5,
2. PBS T3 [mIgkif LRI, Mlaz &+ 5,
3. WE., BinEA FHIRINL EOMIROLEEEZAT 5,

4, TAE L —Z —|ZTHMZRE LT-1%, 30T 4.0% PFA/PBS (4 CHR(F) 500 uL/well %

WL CHifldzZEE3 % (RT 15 min)
5. PBS 500 pL/well ZC 2 [m¥EiEd 5,
6. 0.25% Triton X-100/PBS 500 uL/well (RT 5 min shake x 1) (2 CHALEET 5,

0.25% Triton X-100/PBS

2.5 mL @ 20% Triton X-100 % 200 mL @ PBS |24 %,
7. PBS 500 uL/well (RT 5 min shake x 3) (2 C¥id 5,
8. ¥E 7 OElZ. TUNEL reaction mixture Z{Epk4 25 Ok 1) .

TUNEL reaction mixture (I/n Situ Cell Death Detection Kit TMR red, Roche, 12156792910)

» Enzyme Solution (TdT): 2.0 uL. (Working concentration: 1/10)

* Label Solution (TMR-dUTP): 18 uL.

Total: 20 pL/well

*F o kDT b a— L TOHELE 500 uL/well 7273, 20 uL/well T ka7 < 5L AT HE

9. BMET D THR, Fo7EEZRANTIONRN=NT A% 7 2 )LOPLNIEE) X8 7-%. TUNEL

reaction mixture 20 pl/well 2 B /X—H Z7 ZOFRIZD - < V) L T35,



10. 7IVIBRAMCTE LIZWREET, £ F2—_"—F—NT 37CI2T 60 min S H 5,
11. PBS 500 pL/well (RT 5 min shake x 3) (2 THeifd 5,
12. #E 11 oz, Bz 1ERT 5,

AR
* Hoechst33342 (bisBENZIMIDE, Sigma #B-2261) 10 mM stock: 0.4 uL (20 uM, 1/500)

- PBS: 199.6 uL

Total: 200 pL/well
13. TV AR A WA THEOR L72IRRE T, B aik 200 pL/well (RT 20 min shake) (2 TYLAT 5,
14. PBS 500 puL/well (Z7C 2 [BI¥E59 5,

15. A7 A KHZ A (Micro slide glass, Matsunami #S-0314 NEO H#xl No.2) Liz~w > Ml

Fluoromount/Plus (H A% —7F— #DBS K048) % F 9 5,

16. B>y hTHANA—=AT A% H L., Milli-Q H,O THEL 5 W2%IZ, MR- - m
P~y MICESESED LI ICLTEL,

17. 7V I ABRA M THEE LTCIRIE T, K2R BB LEE TR IS,

18. UV FEIMNFERITHIEE U2 2 & 2R L721%10, doLamMeE TRl 4 5,
TMRed (TUNEL) (% 546 nm L —%— | Hoechst33342 IZ 405 nm L —¥ —|Z bt

Parkin-HeLa
TUNEL Hoechst 33342 Merge

CccCP12h

Scale bar: 20 ym

Parkin-HeLa ffai(Z C, BiIeA% ] CCCP 12 h LB L 7= . TUNEL assay % 3<ii (by T. Baba)



