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For Research Only

Easy RNA Extraction Kit

Product introduction

This kit can isolate total RNA easily and rapidly from animal or plant
tissues (non-polysaccharides and non-polyphenols) and cultured cells. The kit
is easy to operate, and it takes only 10 minutes to complete the extraction
process. The isolated total RNA is intact with little DNA or proteins, thus it
can be used for RNA related assays such as RT-PCR, Northern blot analysis,

mRNA isolation, and in vitro translation reactions.

Kit Contents

50 reactions

(DR0401050)

Buffer UR1 50 ml

Buffer UR2 15 ml

Buffer CR 10 ml

RNA Elution Buffer 05 ml
HiPure RNA Column 50
2 ml Collection Tube 50
1.5 ml Collection Tube 50
Handbook 1
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Zhejiang Easy-Do Biotech CO.,LTD

Experimental Overview

Sampling i Collect 5X 10°~1 X 107 cells or 5~30 mg powder
First, add | mL Buffer UR1 vortex lyse cells
Processing Next, add 200 pL chloroform(not provided)
or Buffer CR, vortex vigorousiy 15 s
. Transfer 300 il supernatant to new centrifuge tube
Binding . .
Add 300 pl isopropanol or ethanol, mix well
Washing g Wash with 600 pL Buffer UR2(repeat once)
Eluting Add 20~30 uL RNA Elution Buffer

—8/14—



For Research Only

Treatments of different samples

Cultured cells

Adherent cells: Add 1ml Buffer UR1 onto a 10 ¢cm? petri dish with adherent
cells, swirl the reagent around in plate to make sure the dish has been covered
with Buffer UR1 (1 ml Buffer UR1 was added in cell culture dish with
diameter of 3.5 cm). Repeatedly pipette several times until cells are
completely resuspended. Collect the cells with a pipette and transfer them to

the 2 ml RNase-free centrifuge tube and the operation proceeds to step 3.

Non-adherent cells: Transfer the cells and media into a centrifuge tube,
centrifuge at 8,000 g for 2 minutes at 4 °C, discard the supernatant and avoid
disturbing the cell pellet. Add 1 ml Buffer UR1 for every 5x105~1x107 cells.
Pipette up and down until cells are fully lysed, and the lysate was transferred

to a 2 ml RNase-free centrifuge tube and the operation proceeds to step 3.

Animal and plant tissue sample

The sample was ground to a powder in liquid nitrogen using a mortar and
pestle. About 5~30 mg of the tissue powder was weighed in a 2 ml
RNase-free centrifuge tube which was precooled with liquid nitrogen, and 1
ml of Buffer UR1 was added, then pipette up and down until cells are fully

lysed and the operation proceeds to step 3.
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Zhejiang Easy-Do Biotech CO.,LTD

Procedure

Sampling: Immediately transfer frozen or fresh tissue into mortar, add
liquid nitrogen, then crush with pestle to homogenize until powdery.
Transfer the tissue powder (about 5~30 mg powder) into 2 ml RNase-free
centrifuge tube.

Lysing: Add 1 ml Buffer URI and then pipette up and down or vortex
15s until cells are fully lysed.

Reacting: Add 200 pl chloroform(not provided) or Buffer CR, vortex
and mix 15s, and then centrifuge at maximun speed (>13,000 g) for
3-5min.

Binding: Transfer 300 pl top liquid layer to new centrifuge tube without
toughing middle layer. Add 300 pl of isopropanol or ethanol for
homogenization and mix well. Place a HiPure RNA Column in a
provided 2 ml collection tube. To bind RNA, apply 600 pl mixture to the
HiPure RNA Column, and then centrifuge at 12,000 rpm (>13,000 g) for
30 s. Discard flow-through and place HiPure RNA column back into the
same collection tube.

Washing: Add 600 pl Buffer UR2 to HiPure RNA Column and 12,000
rpm (=13,000 g) centrifuge for 30 s. Discard flow-through and place
HiPure RNA column back into the same collection tube. Repeat the

washing procedure again.
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Note: Make sure that 96-100% ethanol has been added to Buffer UR2.

6. Volatilizing: Discard the flow-through and centrifuge the HiPure RNA
Column for 1 min at 12,000 rpm (>13,000 g).

7. Eluting: Place HiPure RNA Column into an RNase-free 1.5 ml
centrifuge tube. Add 20~30 pl RNA Elution Buffer®, leave it at room
temperature for 1-2 min, centrifuge at 12,000 rpm (=>13,000 g) for 1 min
at room temperature. The liquid in the tube is the solution containing the
target RNA.

Note: Heating RNA Elution buffer to 65°C improves elution efficiency.

8. Testing: The purified RNA can be checked by agarose gel analysis. The

obtained RNA can be used for follow-up experiments immediately or be

stored at -80°C.
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Zhejiang Easy-Do Biotech CO.,LTD

Storage

The Buffer UR1 and Buffer CR should be stored dry at 4 °C while other
contents are stored at room temperature, and all caps must be tightly closed to
avoid reagent failure. Add absolute ethanol to Buffer UR2 before use (see
bottle label for the detailed volume). If the skin or eyes accidentally touch
the reagent, especially the Buffer UR1 which containing organic reagents,

rinse it immediately with plenty of water and see a doctor.

Note

All centrifugation steps are performed at room temperature since the addition

of Buffer UR1.
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Q&A

Q1. Why the extraction rate of RNA is low?

Al. When the RNA extraction rate is low, it can be considered from the
following aspects:

(1) The initial sample amount is too little to effectively isolate the RNA,
please increase the sample size.

(2) If the initial sample volume is too large, the Buffer UR1 might be not
sufficient. Please operate the assay according to the recommended ratio
of the kit.

(3) The polysaccharides and non-polyphenols which present in some plant
tissues would form insoluble precipitation with Buffer UR1, causing low
extraction rate of RNA.

Q2. Why does the extracted RNA degraded?

A2. When the extracted RNA is degraded, it can be considered from the

following aspects:

(D Tissue used for RNA extraction was not fresh. It is strongly
recommended that the samples should be fresh or flash frozen with
liquid nitrogen then stored at -80°C.

@ Too large amount of tissue was used. Add the suggested ratio of Buffer
URI1 to the samples.
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Zhejiang Easy-Do Biotech CO.,LTD

Q&A

Q3. What should I do if the sample size exceeds the amount specified in the
manual?

A3. This kit is mainly used for small-scale preparation of RNA. When the
sample size exceeds the range of the specification, it can be operated
through increasing the reagent dosage according to the recommended
ratio or dividing into multiple tubes. Too large initial amount will affect

the lysis efficiency, resulting in low yield or even experimental failure.
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RSS2k : 0571-87246065
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Easy-Do, make it easier!

A S MY : www.zj-easydo.com



