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Total RNA Extraction from Canine or Feline Adipose
Tissue,Cutis and Primary-cultured Adipose Cells

Kit :QuickGene RNA tissue kit S
Model : QuickGene-810 / QuickGene-Mini80

Summary

I This is the example of total RNA extraction from canine or feline adipose tissue, cutis and
primary-cultured adipose cells.

Protocol 1

e Total RNA extraction from canine or feline adipose tissue and canine cutis

Homogenization tube

O Tissue

O LRT (2-ME added) : 350 pl
O Zirconia ball (5 mmg)

Homogenize (TOMY Micro Smash MS-100 : 3,000 rpm 60 sec)

v

[In the case of adipose tissue]
Remove zirconia ball, or transfer only homogenate to a new 1.5 ml microtube

O This facilitates taking supernatant leaving lipid after centrifugation.

Centrifuge (8,000 x g, 3 min) to remove tissue debris

Transfer 350 pl of the supernatant to a new 1.5 ml microtube
W 0 SRT:175l
Vortex (maximum speed) : 15 sec
Flash spin down
0 >99% ethanol : 175 pl
Vortex (maximum speed) : 1 min
Flash spin down

v
| Lysate |
v
4 Transfer whole lysate to the Cartridge (CA) I
(If any aggregates are formed in the lysate, transfer altogether)

| Select the mode that set the parameter for this kit |
Press the [START] button

The operation panel shows "START SW O RESTART"
W O DNase solution*? : 40 pl (manually)
N Press [START] button after addition of DNase Y,

total RNA (elution volume : 100 pl)

*1 : In the case of QuickGene-Mini80, please refer to Kit Handbook for the details.
*2 : Use RQ1 RNase-Free DNase(Promega).
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l Results: Total RNA extraction from canine or feline adipose tissue

I Total RNA was extracted from canine or feline adipose tissue using QuickGene system
(QuickGene-810 and QuickGene RNA tissue kit S) and Competitor A kit (spin column method).

e The yield and purity of total RNA

. Yield (ug) Purity (A260/280)
Amounts of tissue
QuickGene Competitor A kit QuickGene Competitor A kit
30 mg 0.5 0.8 1.88 1.58
100 mg 2.3 2.12
200 mg 4.6 4.2 2.16 2.17
400 mg 28.0 2.00
e RT-PCR

RT-PCR amplification for canine PPAR gamma (695-1130) or feline PPAR gamma (695-1130) was performed by use
of ReverTra Ace (TOYOBO) on total RNA extracted from canine or feline adipose tissue using QuickGene system.

M 1 2

M : Marker (100 bp DNA Ladder : TOYOBO)
1 : Canine PPAR gamma (695-1130)
2 : Feline PPAR gamma (695-1130)

For RT-PCR performed on solution of total RNA extracted from canine or feline
adipose tissue, electrophoretic bands of the amplification products were detected
to give excellent results.

l Results : Total RNA extraction from canine cutis

I Total RNA was extracted from canine cutis using QuickGene system (QuickGene-810 and
QuickGene RNA tissue kit S) and Competitor A kit (spin column method).

e The yield of total RNA

Amounts of tissue Yield (ug)

QuickGene Competitor A kit

1 mm? below detection limit below detection limit

e One-step Realtime RT-PCR

One-step Realtime RT-PCR was performed to amplify GAPDH by use of QuantiTect Probe RT-PCR kit (QIAGEN) and
ABI PRISM7000 Sequence Detection System (Applied Biosystems) with total RNA extracted from canine cutis using
QuickGene system.
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Although the yield of total RNA was below detection limit
for measurement with absorptiometer, one-step Realtime

46 / RT-PCR showed excellent results.
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Cycle number

* Both are data for total RNA extracted with QuickGene system.
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l Protocol 2

I e Total RNA extraction from canine primary-cultured adipose cells
(with QuickGene RNA tissue kit S)

Canine primary-cultured adipose cells (1well/6well plate)
0 PBS

Collect lysed cells with a cell scraper into a microtube
Pellet cells and remove all supernatant

0 LRT (2-ME added) : 350 pl
Vortex (maximum speed) : 1 min
Flash spin down
0 SRT : 175l
Vortex (maximum speed) : 15 sec
Flash spin down
O >99% ethanol : 175 pl

Vortex (maximum speed) : 1 min
Flash spin down

v

| Lysate |

v

( Transfer whole lysate to the Cartridge (CA) \
(If any aggregates are formed in the lysate, transfer altogether)

[In the case of QuickGene-810[* i 777777777777777777777777
| Select the mode that set the parameter for this kit |
Press the [START] button

"START SW 0 RESTART"
O DNase solustion*? : 40 pl (manually)

| |
| |
| |
| |
| |
: The operation panel shows :
| |
| |
| |
| |

\ Press [START] button after addition of DNase j

total RNA (elution volume : 100 pl)

*1 : In the case of QuickGene-Mini80, please refer to Kit Handbook for the details.
*2 : Use RQ1 RNase-Free DNase(Promega).
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l Results : Total RNA extraction from canine primary-cultured adipose cells

I Total RNA was extracted from canine primary-cultured adipose cells using QuickGene system
(QuickGene-810 and QuickGene RNA tissue kit S) and Competitor A kit (spin column method).

e The yield and purity of total RNA

Yield (ug) Purity (A260/280)
QuickGene Competitor A kit QuickGene Competitor A kit

Number of cells

1 well / 6 well plate 7.9 1.3 2.04 2.67

Use of QuickGene system enables high-yield total RNA extraction, compared with Competitor A kit (spin column
method).

e One-step Realtime RT-PCR

One-step Realtime RT-PCR was performed to amplify GAPDH by use of QuantiTect Probe RT-PCR kit (QIAGEN) and
ABI PRISM7000 Sequence Detection System (Applied Biosystems) on total RNA extracted from canine primary-cul-
tured adipose cells using QuickGene system.

6.2
6 / - —
5.8 /
5.6 /
_54 One-step Realtime RT-PCR performed on solution of total
T 52 / RNA extracted from canine primary-cultured adipose cells
/ showed excellent results.
5
4.8 /
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Cycle number * Both are data for total RNA extracted with QuickGene system.
OTrade mark and exclusion item
Right to registered names etc. used in this Application Guide is protected by law especially even in the case of no denotation.
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