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Troubleshooting

Observation Possible Cause Recommended Action
Homogenization or sample fragmentation is inadequate. Increase the starting material
Increase the homogenization rate.
Low RNA Yield Increase the solubilization rate by

The pellet was incompletely solubilized.
P pletely pipetting the sample repeatedly, and heat

the sample to 50-60°C.

Add appropriate volume of Immudol™ to

Samp les were not homogenized with appropriate volume. your samples.

The organic phase is not removed completely. Remove the organic phase completely.

Make sure the RNA pellet is solubilized

Low A260/280 Ratio completely.

RNA pellet is partly solubilized.

Incubation is important to dissolve
nucleoprotein complexes. Make sure
appropriate amount of incubation takes

The incubation after the homogenization was not occurred. place.

After collection, samples need to be

Samples were not immediately processed or frozen after collection. processed or frozen immediately .

RNA Degradation

The RNA samples must be stored at -
Samples preparations were stored at the incorrect temperature. 80°C.

The organic phase is pipetted up with the aqueous phase. Do not try to take up all the upper phase.

DNA Contamination | Samples were not precipitated enough with organic solubilizers and | Centrifuge the samples at 16,000xG and
salts. for 15 minutes.

DNase step was not occurred. Use appropriate DNase for your study.

Safety

e  Chemical compounds containing the solution cause skin burns and irritations when in contact with the
skin.

. Inhalation of the solution is toxic.

e  The product releases toxic gas when reacted with acids.

. Isopropanol and ethanol are flammable. May cause irritation to the respiratory tract, drowsiness and
dizziness.

Technical Support

E-Mail: info@korteksbilim.com.tr

Mobile: +90 552 748 73 71/ +90 506 173 77 58 / +90 538 567 12 25

Address: Balcali District South Campus/5 Street Teknokent B Block Apt. No:2 /01 Saricam/ADANA
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100 ml / 4°C

Shipment and Storage

Korteks Bilim Immudol™ can keep its stability in room temperature up to one week during the transportation.
The product must be preserved in 2-8°C after receiving.

Aim of the Product

Immudol™ is specifically designed for RNA, DNA and protein isolation processes from human, animal, plant and
bacterial sources. The usage of Immudol™ is only for research purposes and cannot be used for in vitro diagnostic
purposes. Immudol™ is designed to extract total RNA from the aforementioned biological samples.

Product Information

Korteks Bilim Immudol™ was developed for the lysis of cells in biological samples of human, animal, plant and
bacterial origin and to obtain the total RNA present in the cell in high purity and quality. Due to its structure,
RNA can easily degrade in general isolation stages. Immudol™ is designed with special processes that will ensure
that RNA stability is preserved in the lysis stages and that the structure of RNA is obtained without deterioration.
The isolation method performed with IMMUDoITM offers a monophasic procedure with phenol/chloroform.

Sample Requirements

Material Origin | Starting Material Quantity RNA Yield
Heart 100 mg ~20 pg
Liver 100 mg ~20 pg
Animal Tissue Intestines 100 mg ~20 pg
Muscle 100 mg ~20 pg
Kidney 100 mg ~20 ug
Leaves 100 mg ~20 ug
Plant Tissue Plant Body 100 mg ~20 pg
Plant Stem 100 mg ~20 ug
Animal Cell Culture 10x10° ~50 g
Bacteria E.Coli 0.D. 600=1.8 (1.5 ml pellet) ~100 ug

Required Materials and Chemicals for Isolation

1. Centrifuge: Should have features that can provide cooling up to 4°C and reach 12,000 x g.

2. Heating Block: Should have features that can provide a minimum temperature of 60°C.

3. 75% Ethanol: A 75% ethanol solution should be available to clean the formed pellet from impurities.

4. Vortex: Necessary to ensure that the established reactions are mixed quickly and homogeneously.

5. Chloroform: Necessary to fulfill the function in step 2 of the protocol.

6. Isopropanol: Necessary to fulfill the function in step 6 of the protocol.

7. RNase-free Water or 0.5% SDS Solution/DEPC Treated Water: Necessary to dissolve the final RNA pellet
obtained.
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Immudol™ Protocol

1.

Add IMMUDol™ to the sample in the volumes specified below. Homogenize IMMUDol™ with
the sample.

Animal Tissue: The tissue to be studied should be between 10mg and 100mg. Transfer the
tissue sample to the reaction tube. Add 1ml IMMUDol™ to the sample and homogenize the
tissue with the help of a homogenizer. Make sure that the tissue is completely homogenized
in the reagent.

Cell Culture: Remove the medium from the cells in the cell culture (Optional! There is no
need to wash the cells with PBS during the removal of the medium). Add 1ml IMMUDol™ to
the cell pellet at a concentration of 10x10° and homogenize the cells with the help of a vortex.

Plant Tissue: The plant tissue to be studied should be between 10mg and 100mg. Quickly
freeze the plant tissue with the help of liquid nitrogen and crush with the help of a mortar.
Transferred the powdered plant tissue samples into a reaction tube and add 1 ml IMMUDol™
to each sample. Homogenize the plant samples briefly with the help of vortex in the reagent.

Bacteria Sample: Precipitate the suspended bacterial sample and remove the medium.
Collect the bacteria from bacterial colonies in the solid medium with swab method and
transfer to a reaction tube. Add 1 ml IMMUDol™ to the samples and homogenize with 50
strokes in the TissueLyser for 1 minute.

Whole Blood: Transfer 250 pl of whole blood sample into a centrifuge tube. Add 750 pl of
IMMUDol™. Homogenize the blood with a strong vortex for 1 minute and left to incubate at
room temperature for 5 minutes.

Proceed to Step 2.

(Samples can be left at room temperature for up to 30 minutes. Longer waiting times are not
recommended.)

2.

Add 200 pl of Chloroform to the homogenized samples. Vortex for 5-10 seconds. Leave to
incubate for 2 minutes at room temperature.

Pure chloroform should be used at this stage. Chloroform enables phase separation and allows
RNA to be easily separated from cell debris.

Centrifuge the samples at 12,000xG and at +4°C for 15 minutes. After centrifugation,
transfer the clear upper phase containing the RNA to a sterile centrifuge tube.

With the addition of chloroform, the samples will undergo 3 different phase separation. The top
phase of the liquid that will be obtained after centrifugation will contain RNA molecules. Since
there may be problems in pellet collection when using 2 ml reaction tubes instead of 1.5 ml, it is
recommended to work with 1.5 ml reaction tubes.

Add 500 pl of Isopropanol to the aqueous phase transferred to new tubes and the samples
are mixed by inverting 3-5 times. Left the samples to incubate at room temperature for 10
minutes. With the isopropanol treatment, the RNA molecules in the aqueous phase will begin to
form precipitates. At this stage, you can observe the formation of cloud-like structures in the
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aqueous phase. If higher purity and concentration are desired, the incubation period can be made
as 1 hour.

Centrifuge the samples at 10,000 x g +4°C for 10 minutes and the supernatant is removed
from the medium.

The pellet should not be touched as much as possible. If the pellet is touched, a decrease in RNA
concentration is expected.

Add 1 ml of 75% ethanol to the RNA pellet and vortex for 2-3 seconds to move the pellet.
Centrifuge the samples at 7,500 x G +4°C for 5 minutes.

The basic logic behind using 75% ethanol is to remove water or alcohol soluble impurities that
form in the pellet during the reaction. Removing the pellet after the 75% ethanol treatment allows
for cleaner and purer RNA to be obtained.

Remove the supernatant from the medium. Left the samples to dry at room temperature for
5-10 minutes with the lid open. CAUTION! Do not let the pellet to dry completely.

Remove the alcohol from the reaction tubes containing the samples as much as possible to dry
quickly. Before moving on to the next step, confirm that your samples are completely free of
alcohol.

Add 20-50 pL of RNase-free water to the RNA pellet and dissolve the RNA pellet at 60°C for
10-15 minutes.

The RNA pellet can also be dissolved in DEPC-treated water or a solution containing 0.5% SDS.
The samples should be stored at +4°C, and for long-term storage at -80°C. CAUTION! Do not
dissolve the RNA in 0.5% SDS if the RNA is to be used in subsequent enzymatic reactions.

Homogenization

A

After adding IMMUDol™, the samples are
homogenized. After homogenization, add 200 pl of
Chloroform to the samples.

i Phase
|
Separation
The aqueous upper phase is transferred to a sterile
i centrifuge tube and add 500 pl of Isopropanol.
P Precipitation

Wash the RNA pellet with 75% Ethanol and left to dry.

Pure RNA Yield Add 20-50 pl of RNase-free water and solubilize the

pellet.
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