Real time PCR Z2&2
2021.05.31. &3 &4

O RNA isolation
1. Trizol2 AE0SI0 ME XESE =C0ICt (24& E0IEN &= & &Y

500ul €8)
2. Trizol& 20 1.5ml tubelll 7112 vortexingS ZotAH 15= O0l& GtAHLE

FAIZ 1581 Ol & 2CH ACH ot A 2HCH
3. Chloroform 100ul €1 vortexing= ZotH 15=x O|&otH Xt & 4
O 22422 HHEHH St (E¥M =0| /12 2et=3)

4. 012l XA dHE AEHUHA 13000 rpm, 152, 4C= centrifuge StCt.
5. 11 & EYHAM ASHOF 200ul TC (2 S0l &0 LETX HH =AA
SN ©C.)

6. Isopropanol 200ul2 £ 1 inverting 58 o =Ct.

7. —20COH M & AlZ2t incubation AlZ!Ct.

8. 8t AlZt = 0l Xt&ZH o= HAEHOIA 13000 rpm, 15&, 4TZ
centrifuge &tCt.

=M= suctiondt] 75% ethanol, 25% DEPC-water® washing £

ml € &Lt

10. 2tEtst vortexing 22 4 0= = ChAl 13000 rpm, 58, 4CZ
centrifugation gtCt.

11. washing Bt&E S 28 BH=8tC}.

12. washing bufferE suction 8 & 1.5ml §E2 Qi
JHAl stCh (M= ®IXIo Hiets

13. DEPC-water 20ul2 elusion AlZ2IC}.

O cDNA synthesis

14. Nano drop JIHE AE0IH RNAE H &t

15. 3&et RNAE 1ugl2 HAGIH MZ2=2 1.5ml FE0 15.2u12 20 &E
Ct. (B2 20ulY. 2RAl DEPC-water2 R =Ct.)

16. OligoDT2H dNTPE 2 1ul¥ 20 =C}.

17. 65COIM 52 incubation AlZ2! = icelllM 52 incubation AlZ!C}.

18. 10X buffer 2ul + RNA reverse transcriptase 0.4ul + RNase inhibitor
0.4ul€ €1 42COlA 45F incubation AlZ!ICt.

19. 70CUHIM 15= incubation Al2! = icelllA AIGIECH.



O real time PCR
20. etd= cONAE AtEdtH PCR Z=H|stCt.

21. &ot= EHA primerE forward, reverse2 &H|ot1) SYBR= &=HI|8tC}.
22. St ME 9 SYBR 25ul, ultrawater 22.5ul, primer forward/reverse 2t
0.25ul2] premixE 2HECH (B2 50ul, |ole ME M=ECH 1-200 0|4
THOZ premixE U=

23. MZ22 1.5ml FE20l premix 48ul® 21 cDNA 2ui& 2 =L},

24. PCR tubeOl 8 MEY duplicate2 €=Ct. (PCR tubelll 20ul &8t
Ct.)

25. 2+ESt centrifugeE AFEGH0 B 2
26. PCR JIHIO €0 HE 2=2 A =



