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KIT CONTENTS AND STORAGE 

KIT CONTENTS 

Reagent Volume/ Pack size 

Lysis buffer#  30mL 

Wash buffer I#* (Concentrate) 27mL 

Wash buffer II* (Concentrate) 9mL 

Elution buffer 15mL 

RNA spin columns 50 Nos. 

#Contains chaotropic salts which are not compatible with disinfectants containing bleach. 
*Add indicated amount of absolute amount of ethanol before first use. 

STORAGE 

All kit components are stable at room temperature and stable for 6 months from 

manufacturing dates. 

It is recommended to use Wash Buffer I and II within month after addition of ethanol to 

concentrate. 

USER SUPPLIED REAGENTS AND EQUIPMENTS  

➢ 1.5mL and 2mL microfuge tubes, 

➢ Ethanol, 

➢ Centrifuge, Centrifuge rotor for 2mL microfuge tubes, 

➢ Phosphate buffered saline (PBS). 

NOTES BEFORE STARTING 

BUFFER PREPARATION 

LYSIS BUFFER#  

Before starting, mix lysis buffer well by gently shaking lysis buffer container. If precipitates are 

formed in lysis buffer during storage, dissolve it by incubating lysis buffer at 60°C before use. 

#Lysis buffer contains chaotropic salts which are incompatible with bleach. If liquid containing 

lysis buffer split, clean the spill using appropriate laboratory detergent and water. After 

cleaning with detergent and water clean the area with disinfecting reagent if required. 

WASH BUFFER I# (WB I)  

Wash buffer I in this kit is provided as concentrate and user is required to add 3mL of absolute 

ethanol and mix it well before each use. 

It is recommended to use WB I within a month after addition of ethanol to it. Make sure you 

close lid of container properly after each use. 
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# Wash buffer I contains chaotropic salts which are incompatible with bleach. If liquid 

containing lysis buffer split, clean the spill using appropriate laboratory detergent and water. 

After cleaning with detergent and water clean the area with disinfecting reagent if required. 

WAHS BUFFER II (WB II)  

Wash buffer II in this kit is provided as concentrate and user is required to add 21mL of 

absolute ethanol and mix it well before each use. 

It is recommended to use WB II within a month after addition of ethanol to it. Make sure you 

close lid of container properly after each use. 

ELUTION BUFFER 

Before proceeding to elution step, make sure your elution buffer is at room temperature. 

SAMPLE PREPARATION 

PLASMA SAMPLE 

Before proceeding for isolation, make sure that the sample is at room temperature. If the 

sample is in frozen condition, sample should be thawed only once. Freezing and thawing will 

lead to denaturation of sample and will lead to decreased RNA yield. 

If there are cryoprecipitates formed in sample, centrifuge the sample at 6800X g for 3 

minutes and use clear supernatant for further processing.  

Sample volume for this isolation process is 200µL. If the sample is lesser than the 

recommended volume, sample volume must be adjusted to 500µL using 1X PBS (User 

supplied). 

VIRAL TRANSFER MEDIA 

Before processing sample, make sure it is at room temperature. 

When sample type is Viral Transfer Media, sample volume will be 300µL. If the viral titer is low, 

it is recommended to concentrate the sample before proceeding.  
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PRINCIPLE 

This kit works on solid phase extraction method to quickly purify RNA. There are mainly four 

steps are involved in this method, 1. Cell lysis, 2. Binding of DNA to spin column, 3. Washing/ 

removal of contaminants and 4. Final elution of purified RNA. 

 

During the lysis step lysis buffer destabilizes proteins of the cell including cellular enzymes which 

restricts the nuclease activity, also the buffer will disrupt the nucleic acid from water which is 

required for nucleic acid binding to spin column membrane. Addition of ethanol after lysis is 

for enhancing the nucleic acid binding process. Two wash steps are for the removal for the 

protein and salts bounded to the spin column membrane. Ethanol will interfere with 

downstream process such as PCR, to remove ethanol present in RNA spin column, there is a 

drying step involved in this process. At the end we are adding elution buffer to separate the 

RNA from the spin column. 
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PROCEDURE 

BEFORE YOU START 

➢ Make sure samples are at room temperature before starting. 

➢ If precipitates are formed in Lysis buffer, dissolve it by incubating buffer at 60°C before 

starting. 

➢ Prepare Wash buffer I and II as mentioned in sample preparation guide. 

➢ Make sure Elution buffer is at room temperature for using at step- 8. 

➢ All centrifugation steps are performed at room temperature. 

PROTOCOL FOR VIRAL RNA ISOLATION 

1. Add 500µL lysis buffer to the fresh 2mL microfuge tube (USER SUPPLIED). To this, add 

either 200µL plasma sample or 300µL Viral transfer media containing viral sample.  

2. Mix well by pipetting for six times and incubate at room temperature for at least 10 

minutes. 

3. After incubation, add 500µL of chilled absolute ethanol to this mixture and mix it by 

inverting. Briefly centrifuge the vial to remove content from the lid of the vial. 

Volume of ethanol will be same as the volume of lysis buffer used at step 1. If your 

sample and lysis buffer volume is increased at step 1, you will have to increase the 

volume of ethanol accordingly at step 3. For example, if your lysis buffer volume is 

700µL, then the volume of ethanol you have to add will be 700µL. 

4. Transfer 700µL volume from step 3 to the RNA spin column provided with kit and spin 

at 6000X g for one minute. Discard the filtrate and replace the column on collection 

tube. Repeat the step with remaining amount of lysate. 

RNA spin column provided with this kit has the capacity to bind the RNA up to 20µg. 

so there is no need to use multiple columns in case of large amount of lysate. 

5. Add 500µL of WB I to the column and spin at 6000X g for one minute. Discard the 

filtrate and replace the column on the collection tube. 

It is not necessary to increase the amount of WB I in case of increased volume 

sample. 

6. Add 500µL WB II to the column and spin at 6000X g for one minute. Discard the 

supernatant and place the column on fresh 2mL microfuge tube (USER SUPPLIED). 

7. Centrifuge for 20,000X g for 3 minutes. Remove column from 2mL microfuge tube and 

place it on fresh 1.5mL microfuge tube (USER SUPPLIED). Discard the 2mL microfuge 

tube containing ethanol. 

8. Add 60µL elution buffer to the center of the membrane of the column and incubate 

columns at room temperature for at least 3 minutes. After incubation, spin at 8000X g 

for 1 minute. 

9. Store the RNA at -80°C to -20°C for further use. 
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