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Total RNA Extraction from Culture Cells

Kit : QuickGene SP kit RNA cultured cell (Spin Method)

Protocol 1
Pelleted cells On-dish lysis
Pellet cells and remove all Remove all medium in
supernatant by aspiration the dish by aspiration
(Do not use more than 1 x 10° cells) (Do not use more than 1 x 10° cells)
< PBS : 20 pl (For frozen pelleted cell) «—LRC (2-ME added)*! : 520 pl
Loosen the pelleted cells by Collect lysed cells with a cell
flicking the tube scraper into a microtube

+ LRC (2-ME added)*' : 520 pl

Vortex (maximum speed) : 1 min
Flash spin down

+ >99% ethanol : 100 pl
Vortex (maximum speed) : 5 to 15 sec

«— >99% ethanol : 180 pl

Mix well with vortexing (maximum speed)
Flash spin down

Lysate |

*1 : 2-Mercaptoethanol (2-ME) must be added to LRC before each use. Add 10 pl 2-ME per 1 ml of LRC.



2

QuickGene

\ 4
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(If any aggregates are formed in the lysate,
transfer altogether)

EE

Change the Waste Tube (WTS)
with a new one

Transfer whole lysate to the Cartridge (CAS) ‘@’

8,000 x g (10,000 rpm), 1 min, room temp.

«— WRC*?:500 pl ﬁ

E E 8,000 x g (10,000 rpm), 1 min, room temp.

Change the Waste Tube (WTS)
with a new one

( DNase treatmentj ( No DNase treatment )

<« DNase solution*3 : 40 pl

Incubate at room temperature : 5 min @

<~ WRC*2:500 ul ﬁ
(0

D & 8,000 x g (10,000 rpm), 1 min, room temp

S
«— WRC*2 : 500 pl ﬁ

Discard flow-through
8,000 x g (10,000 rpm), 1 min, room temp.

Q@E

Change the Waste Tube (WTS)

to a 1.5 ml microtube
«— CRC :100 pl %

8,000 x g (10,000 rpm), 1min, room temp

total RNA

Processing time : about 39 min (In the case of 8 samples with DNase treatment)
:about 33 min (In the case of 8 samples with No DNase treatment)

*2 : Add 75 ml of >99% ethanol into the bottle and mix by gently inverting the bottle before use.
*3 : DNase is not included in the kit, so prepare recommended product (p.3).
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l Recommended DNase

I a) RQ1 RNase-Free DNase (
b) DNase I, Amplification Grade (Invitrogen ~ : Cat. No. 18068-015)
c) DNase I, Amplification Grade (SIGMA : Cat. No. AMP-D1)
d) Deoxyribonuclease (RT Grade) (Nippon Gene : Cat. No. 313-03161)
) (
) (

Promega : Cat. No. M6101)

e) DNase I, RNase-Free Ambion : Cat. No. 2222)
f) RNase-Free DNase Set QIAGEN : Cat. No. 79254)
In the case of DNase f)

In the case of DNase a)~d) In the case of DNase €)

1 U/pl DNase I 220 pl 2 U/ pl DNase I 120 pl 2.7 Kunitz unit / yl DNase I : 1.25 pl
10 x Reaction Buffer C 4l 10 x Reaction Buffer © 4l Buffer RDD 35 pl
Nuclease-free water 216 pl Nuclease-free water 216 pl Nuclease-free water :8.75 pl
l Results : Total RNA Extracted from various model cells
I @ The Yield and Purity of total RNA
QuickGene SP kit RNA cultured cell (SP-RC) for the extraction of total RNA from various model cells.
Cells HL60 HEK293 Hela COSs-7 NIH /3T3
Cell form Pellet 3.5cmdish | 3.5cmdish | 3.5 cmdish 6 cm dish 3.5 cm dish 6 cm dish
Number of cells (x 10°) 1.0 1.9~2.6 0.7~1.1 0.6 1.3 0.8~1.2 1.7~2.0
Homogeni.zi.ng treatment Vortexir.1g Needle* Needle* Needle* Needle* Vortexir‘19 Needle*
after addition of LRC for 1 min for 1 min
Yield(pg) 10.5 38.0 27.8 22.2 31.2 12.8 27.8
DNase(+) Azg01280 2.11 1.90 2.1 1.90 2.03 2.25 1.88
Az60/230 2.31 2.26 2.26 2.26 2.27 2.25 2.30
Yield(pg) 11.5 55.1 241 22.0 31.7 13.2 33.6
DNase(-) Az601280 2.16 2.13 2.05 1.90 2.04 2.22 2.30
Az60/230 2.30 2.29 2.22 2.33 2.30 2.29 2.34

* In the case of adherent Cells, homogenizing treatment was performed by passing the lysate 15 times through
a 21-gauge needle fitteda to 1 ml instead of vortexing for 1 min after addition of LRC.

Azso280 : The ratio indicates the quality of nucleic acid from protein contamination (Azsozso >1.7).
(Protein contamination decreases the ratio.)

Azs0230 : The ratio indicates the quality of nucleic acid from chaotropic salt (guanidium salt) contamination.
(Guanidium salt contamination decreases the ratio.)
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@ Electrophoresis of total RNA

Non denaturing gel electrophoresis (1% Agarose gel / 1 x TAE Buffer) was performed on total RNA extracted from
HL60 (1 x 108 cells) with QuickGene SP kit RNA cultured cell and Spin column method (A company).

DNase(+) DNase(-)
Spin column method Spin column method
QuickGene (A company) M QuickGene (A company) M

Genomic DNA =

M : marker
(1 kb Plus DNA
Ladder : Invitrogen)

® RT-PCR (with DNase treatment)

RT-PCR was performed using total RNA (with DNase treatment) extracted from HL60 (1 x 108 cells) with QuickGene SP
kit RNA cultured cell and Spin column method (A company).

Concentration of template Concentration of template
10 pg / pl 1pg/pl
M 1 2 3 4 M 1 2 3 4

Primer : 2 -actin
Electrophoresis Condition : 2% Agarose gel / 1 x TAE Buffer

: Marker (100 bp DNA Ladder : Invitrogen)
: QuickGene

: Spin column method (A company)

: Positive control

: Negative control

AN Z

For RT-PCR performed on total RNA (1 pg / pl),
electrophoretic bands of amplification products were detected.
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