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RNA Considerations:

@ Prepare (3) RNA’s at different RIN values to test the effect of

degradation on C(1 value
@ RNA included would be Good, Fair, and Poor quality

@ RIN values were determined by the processing

@ RNA must be in “dried down” format that could be easily shipped
and resuspended by participating labs

@ Same RNA and lot number as the previous NARG studies.
@ Ambion FirstChoice™ Human Brain Reference [HBR]

@ (RNA Lot 105055201a)



Methods to Prepare NARG RNA:

[. Degradation Methods
@ Used RNase A titrated to 0.3U/ul

@ Added a total of 1.8U/50ug of HBR RNA

@ Incubated at 37C for 1-4 hour

@ Withdrew aliquot added RNase Inhibitor and ran Bioanalyzer
@Stopped reaction with RNase inhibitor —Fermentas Ribolock

@Took many many trial runs!!!

@ Easy to over—degrade

@ Difficult to get sample to exactly RIN 4-5



Methods to Prepare NARG RNA:

[I. Dry Down Methods
@ Used to Two Products

@ RNAstable from BioMatrica

@ RNA storage material designed for speedvac applications
@ Designed to reliably store and stabilize total RNA

@ Tested using total RNA from DAQOY cells prior to HBR
@ Tested by leaving at room temp for several days

@ Sent to several NARG members to check on the Bioanalyzer

@ RNase Inhibitor (Ribol.ock)

@ Before speedvac- Added RNase inhibitor to final RNA sample prior to
with RN Astable

@ Speedvac for 30 minutes at 500 mT

@ Stored at -80C

Q@ Took many-many trial runs!!!
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65 ul RNA (65 ug)
10 ul RNase Inhibitor (400U)
160 ul DEPC water
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RNAstable did not contribute to the nanodrop reading

3/1442010 1:38 PM

Default

RNAstable-3x

3x concentration of RN Astable




‘ Range of RIN values from Control Samples

(Taken from same tubes that were sent)
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F
ne

A A ———
(41 73 —
B (41 77
'HBR AN, 08

“V”
\4
NARG-S (Good) NARG-V (Moderate)-Final Yellow NARG-C (Bad)Final-brown
FUl i [FUl | | | Ful | i
8o | I 0 | | w0 | I
i |
60— ! i 30 i n i 30 i ﬂl i
40 | 204 ] | |
| | ! ',\q JM’\\L-\ I 3k H \ !
04 | S I gl lj Y o g I 04 | T '
A ™o : oL & | (| \x‘_ I
a ] 1 Fiici ] | | [ | | |
T T T T T T T T T T T T I | | | T T T T T | 0 | |
20 25 30 35 40 45 50 55 60 65 [s] M 25 30 35 40 45 50 55 60 65 [s] r 1 T T T T T 1T T T 1
Overall Results for sample 4 : NARG-S (Good) Overall Results for sample 2 : NARG-Y (Moderate) EE e R
RMA Area: 1,115.3 RMNA Area: 1,033 Overall Results for sample 3 : NARG-C Final
RNA Concentration: 221,553 pg/ul RNA Cancentration: 205,379 pg/ul RIA Area: a176
rRNA Ratio [285 f 18s]: 1.0 FRMA Ratio [28s / 18s]: 0.2 o
RNA Integrity Number (RIN): 81 (B.02.05) RNA Integrity Mumber (RIN}: 4 (B.02.06) RNA Concentration: 182,281 pa/ul
Result Flagging Color: | Resuk Flagging Color: | — rRNA Ratio [285 / 18s]: 0.0

Result Flagging Labels RIN: 8.10 Result Flapging Lebel: RIN:4 RNA Integrity Number (RIN): 23 (B.02.05) 7



NanoChip vs PicoChip

Labs may see a difference based on which chip they ran

Running the same EXACT RNA does not give the same RIN

These samples were left out (dried) for 2 weeks at RT and rehydrated and stored at -20 for 2 weeks
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Methods to Prepare the Bioanalyzer

*Some differences in how to prepare the bioanalyzer exists
*Some labs removing the probe assembly completely and disinfect

Complete clean off of assembly, DI, RNaseZap, 3x DEPC water rinse.
filtered high pressure Nitrogen

*Some labs use the drip and rinse chip method




‘ Please See our Poster of the
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The NARG is actively seeking new members. Please
talk with us at the meeting if your are interested in

joining the group.

Or Email :  Sridar Chittur schittur(@albany.edu
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