RNA snap Protocol
Adapted from: Stead et al. (2012) Nucleic Acids Research
Questions to check: 
· Check calculations of volumes/fractions in sodium acetate/ethanol precipitation section– can we resuspend total nucleic acids pellet in only 80 ul of water so that the calculation is the same for both?
· Volume of water to resuspend RNA pellet in (before and after DNAse)
· Order pre-made sodium acetate or make ourselves? See recipe below
· DNase treatment – same as we use for our old protocol or use Ambion kit as recommended in Stead paper?
Note: All reagents should be RNAse free; use good RNA-technique by cleaning work area, gloves, and instruments with RNAse-away.
RNAsnap
1. Grow strains to mid-log
2. Centrifuge 1 to 10 mL of bacterial culture at 16,000 x g for 30 seconds. Discard supernatant.
3. Resuspend cell pellet in 100 ul of RNA extraction solution (see recipe below) by vortexing vigorously.
4. Incubate sample at 95°C for 7 minutes.
5. Pellet cell debris by centrifuging at 16,000 x g for 5 mins at room temperature. Carefully move the supernatant to a fresh tube without disturbing the gelatinous pellet.
Sodium acetate/ethanol precipitation
6. Dilute RNA sample with 4 volumes of water.
a. If starting with 100 ul of nucleic acids, add 400 ul of water 
b. If starting with 110 ul of RNA, add 440 ul of water
7. Add 1/10 volume of 3 M sodium acetate, pH 5.2. Mix by pipetting.
a. If starting with 100 ul of nucleic acids, add 50 ul of sodium acetate 
b. If starting with 110 ul of RNA, add 55 ul of sodium acetate
8. Add three volumes of 100% ethanol. Briefly vortex then incubate for at least 60 mins at -80°C.
a. If starting with 100 ul of nucleic acids, add 1.65 mL ethanol
b. If starting with 110 ul of RNA, add 1.815 mL ethanol
9. Centrifuge at 16,000 x g for 30 mins at 4°C. Carefully remove supernatant.
10. Wash cell pellet with 250 ul of 75% ethanol. 
11. Centrifuge at 8000 x g for 5 mins at 4°C. Carefully remove supernatant.
12. Briefly centrifuge again to allow removal of all remaining ethanol, then air dry the pellet.
13. Resuspend the pellet in water (volume? 90 ul recommended in our old protocol?) and centrifuge at 16,000 x go to pellet any remaining water insoluble proteins. Transfer the RNA-containing supernatant to a fresh tube.
DNAse Treatment (Promega)
14. Add 10 uL RNase-free DNase buffer and 10 uL RNase-free DNase (Promega, RQ1)
15. Incubate at 37°C for 1 hour.
16. Repeat sodium acetate/ethanol precipitation as above (steps 6-13). Resuspend in XX ul of water.
Buffers and Reagents:
RNA extraction Solution
	Component
	Stock Solution
	Final Concentration
	Volume 

	EDTA
	0.5 M
	18 mM
	1.8 mL

	SDS
	20%
	0.025%
	62.5 ul

	2-mercaptoethanol
	99%
	1%
	505 ul

	Formamide (RNA grade)
	100%
	95%
	47.5 mL

	Water
	
	
	132.5 ul

	
	
	Final volume:
	50 mL



3M Sodium acetate, pH 5.2
Dissolve 24.61 g sodium acetate in 50 mL diH2O. Adjust pH to 5.2 with acetic acid. Allow the solution to cool overnight. Adjust the pH once more to 5.2 with acetic acid. Adjust the final volume to 100 mL with diH2O and filter sterilize.
