RNA Purification
(Using Qiagen RNeasy)
· All steps at RT

· Add 600µl of RLT buffer to cells in a 100mm plate and scrape.

· Add 600µl of 70% EtOH

· Transfer sample to RNeasy column in 2ml tube (will need to do two loadings)
· Centrifuge for 15s at >8000xg and discard flow through

· DNase Digest:

· If 1st time, prepare DNase I by adding 550µl of RNase-free water, invert but do NOT vortex. Make 10µl aliquots and freeze.
· Add 350µl of RW1 buffer to RNaeasy column and centrifuge for 15s at >8000xg and discard flow through

· Add 10ul of DNase I to 70µl of RDD, mix then add it to column.

· Leave on benchtop for 15min

· Add 350µl RW1 buffer to RNeasy column, centrifuge >8000xg for 15s and discard flow through
· Add 500µl of RPE buffer to column, centrifuge for 15s at >8000xg and discard flow through

· Add 500µl of RPE buffer to column, centrifuge for 2min at >8000xg and discard flow through

· Place column in a new 2ml tube centrifuge for 5min at >8000xg and discard flow through

· Place column in a 1.5ml tube, add 2x25µl of RNase-free water centrifuge btw additions for 1min at >8000xg

· Determine concentration and purity:

· Dilute 1-4µl in 100µl 10mM Tris (pH 8.0)

· Concentration:
· A260: ___ (x dilution x 40) = ____ µg/ml
· Organic contaminants: A260:A230: (want >1.7)
· Protein contaminants: A260:A280: (want >2.0)
· Verify RNA integrity:

· Use quick denaturing method (Masek et al., 2005)
· Add formamide to 2µg of template RNA to give at least 60% formamide

· Add loading dye

· Heat for 5min at 65C

· Cool on ice

· Load on a 1.2% agarose gel: should see clean clear, distinct bands at 4.7 and 1.9kB
Feb 18th: Got 0.26µg/µl that is low in protein contamination (A260/280), but crappy A260/230…
	1µl in 100µl:
· 2.6µg/mL
· A230: 0.113
· A260: 0.066
· A280: 0.032
· A320: 0.000
· A260/280: 2.06
· A260/230: 0.58
	2µl in 100µl:
· 5.0µg/mL
· A230: 0.211
· A260: 0.126
· A280: 0.064
· A320: 0.000
· A260/280: 2.02
· A260/230: 0.60
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