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Purpose:  To extract RNA from cultured cells.
Dr. Pro revision
· Cell samples suspended in Trizol and stored at -80°C
· All samples kept at 4°C (on ice) throughout procedure

· Take all necessary precautions when using and disposing of Trizol and chloroform 
· (Please ask if unsure!)
· Samples:  



Protocol






        Notes

I. Prepare RNase-Free work area

-  use RNase ZAP to clean benchtop, pipettes, rotors, etc

-  use only RNA-dedicated tips, tubes, etc.

II. RNA isolation – work in RNA-dedicated space
1. thaw cells on ice (in Trizol)
2. Turn on centrifuge to cool down to 4°C
3. add 0.4mL chloroform / 1mL Trizol
- cap tightly, vortex for 20 sec


- let stand 2-3 min at RT

4. spin at 12,000xg for 15min @ 4°C
5. transfer aqueous phase to new tube


-  add 1mL IPA / 1mL Trizol


-  let stand 10min @ RT
6. spin @ 12,000xg for 10min @ 4°C
7. remove S/N (pour very carefully)
8. wash pellet w/ 70% et-OH (.5mL / ½ mL Trizol)
flick, invert sample to wash it
9. spin 7500xg for 5min @ 4°C
10. pour off S/N (carefully!) 


-  air dry briefly use P1000
Spin again and use P20 to remove any residual liquid
11.  resuspend in Gibco PCR H2O (14 ul)









