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QuickGene QuickGene Series Application Guide

Viral RNA Isolation from Simian Immunodeficiency Virus (SIV) Infected Cells
QuickGene RNA Cultured Cell Kit S

Features

* Sophisticate total RNA isolation system without centrifugation

« Safety operation without using hazardous solvent such as phenol

* Isolated total RNA should be sufficiently pure and the yield is enough for RT-PCR, Northen Blotting
analysis and other experiments because of uncontaminated protein and chaotropic salt.

Protocol

I « Simultaneously extracts total RNA from 8 sets of Lysate in only 13 minutes

@ Total RNA isolation from Simian Inmunodeficiency Virus (SIV) infected cells

Place cells into 1.5ml micro tube and pelletize (~1 X 10° cells in 1.5ml micro tube)
+ = Add LRC containing 2-ME : 350l

Mix thoroughly by vortexing for 1 min (maximum rotation speed) *!
Flash spin down (several seconds)

« Add 70% Ethanol : 350pl

Mix thoroughly by vortexing (maximum rotation speed) *'
Flash spin down (several seconds)
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/" Transfer lysate into the cartridge of automatic nucleic-acid isolation system QuickGene-810.

Select “BNA PLUS” mode
Press Start Button

After the first washing step, the display shows “START SW = RESTART”
= Add DNase solution manually : 40ul
Hold for 5 min
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\_ Press Start Button )

v

Total RNA (elution volume : 100ul) *2

L

Ethanol precipitate

1 : Mix completely by vortexing at the maximum speed.
If the mixing is not enough by vortexing, use tapping, pipetting or inverting.
%2 : This elution volume is initial value of “RNA PLUS” mode.
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l Results : Total RNA Isolation from SIV infected cells

I Experiment 1: 10° CEM X 174 cells were infected with SIV clone 1 (p27, corresponds to 67 ng) or SIV clone 2
(p27, corresponds to 75 ng). The cells were harvested after 96 hours culture then total RNA was
isolated from the cells by using QuickGene-810 system (QuickGene-810 and the QuickGene RNA
cultured cell kit S).

Experiment 2: 4 X 10° CEM X 174 cells were infected with SIV clone 2 (p27, corresponds to 90 ng). The cells
were harvested after 96 hours culture then total RNA was isolated from the cells by using QuickGene-
810 system or spin column method.

® The yield of total RNA (ug) (Sample: 1 x 10° SIV infected cells, with DNase treatment)

Experiment 1 Experiment 2 The yield of total RNA isolated with QuickGene-810 is higher
Virus mock |SVcione1 |SNcdone2 | mock | SIVclone2 | than spin column method.
QuickGene-810 56 3.8 7.0 8.0 | 36 | 6.0 | 95
Spin column - - - 71 |1 08 | 45 | 47

@ The purity of total RNA (determination of protein contamination) : A26o/280 (with DNase treatment)

Experiment 1 Experiment 2 Azsozeo : The ratio indicates the quality of nucleic acid from protein
Virus mock [SIVconet [SVcone2 | mock | SIV clone 2 contamination. _
QuickGene-810 186 | 1.82 | 1.84 [1.90[1.86[1.77[1.91 (PecSR ORISR dOcoaaG: e alicy
Spin column - - - 1.92(1.66|1.82 |1.88

Compared to the spin column method, higher purity of total
RNA with little protein contamination is achieved by using

® RT-PCR QuickGene-810 system.
AGE of RT-PCR with SIV-RNA isolated from SIV clone 1 or SIV clone 2 infected cells.

Experiment 1: SIV-RNA detection from SIV clone 1 or SIV clone 2 infected cells.

mock clone! clone2 mock clone! clone2
RT-PCR was performed on 1 pg of isolated total RNA

RT-PCR amplification was performed succesfully using total RNA.
As SIV clone 2 has higher infectiouness than SIV clone 1,

larger amount of SIV-RNA can be isolated from SIV clone 2
infected cells.

env GAPDH
458bp 588bp

Experiment 2: Comparison between QuickGene-810 and spin column

SlVclone2 mock SiVelone2 mock
F A F A F A F A
F: QuickGene-810
A: Spin column
422;9 G%ZE;‘ Isolated S2V-RNA was used for RT-PCR template to amplify

env and GAPDH gene.
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