GeneTzol RNA Reagent

Description
GeneTzol RNA Reagent is a convenient, ready-to-use solution for total RNA isolation from various types of samples. Phenol and guanidine isothiocyanate in this reagent instantly kill RNase during cell lysis and maintain RNA intact. With the defined condition, RNA remains exclusively in the upper aqueous phase solution after adding chloroform and centrifugation to cause phase separation. 

The RNA prepared is free of protein and DNA contamination, and can be directly used for downstream applications, such as RT-PCR, Nuclease Protection Assays, cDNA Library Construction, etc..
This reagent is for research purpose only, not for diagnostic use.
The reagent is available at size of 50ml, 100ml and 200ml.
Materials provided by user
Chloroform, isopropanol, ethanol, microcentrifuge (>12000rpm)

Caution
This reagent contains irritant chemicals, use with caution!

Storage condition:
 Store at 4oC; avoid of light.
Stability

 One year since arrival.
 
Protocol
1. Cell lysis

a) Adhesive cell


To cells in 3.5cm dish, add 1ml GeneTzol RNA reagent (to different dimension of culture dish, adjust the volume proportionally to the culture area), stand for 5 minutes with occasionally swirling to allow complete lysis and dissociation of nucleoproteins. Transfer the mixture to a 1.5ml tube. Go to step 2.
b) Suspension cells


To 1-5X106 cells in no larger than 100ul liquid, add 1 ml GeneTzol RNA reagent, mix well and stand for 5 minutes to allow complete lysis and dissociation of nucleoproteins. Go to s Step 2.
c)  Animal tissue


Add 1ml GeneTzol RNA reagent to 20-50mg animal tissue (fresh, frozen or other properly preserved forms), homogenize thoroughly, transfer the mixture to a 1.5ml tube, stand for 5 minutes to allow complete lysis and dissociation of nucleoproteins. Go to Step 2.
c) Bacteria


To 1x109 cells in no larger than 100ul liquid, add 1ml GeneTzol RNA Reagent, mix well and stand for 5 minutes to allow complete lysis and dissociation of nucleoproteins. Inverting tube couple times during lysis helps the process. Go to Step 2.
d)  Yeast


Treat yeast cells first with suitable enzymatic digestion or grinding with sand, then to 1x108 cells, add 1ml GeneTzol RNA Reagent, mix well and stand for 5 minutes to allow complete lysis and dissociation of nucleoproteins. Inverting tube couple times during lysis helps the process. Go to Step 2.
e)  Plant tissue

Grinding plant tissue in liquid nitrogen to disrupt the structure and then to each 50-100mg tissue add 1ml GeneTzol RNA Reagent. Then transfer the mixture to a 1.5ml tube, stand for 5 minutes to allow complete lysis and dissociation of nucleoproteins. Go to Step 2.
2. Phase separation

To cell lysate, add 200ul chloroform, close the cap and mix by inverting the tube 10-15 times. Spin at full speed (14,000-16,000g) for 10 minutes to cause phase separation. 
3. Precipitate RNA

Carefully transfer 0.4ml upper aqueous phase that contains RNA to a clean 1.5ml tube (total volume of the aqueous is around 0.6ml, but we suggest to take 0.4ml to avoid genomic DNA contamination). Add 0.4ml isopropanol to the aqueous and mix well, then spin for 10 minutes to precipitate RNA. Remove the supernatant by aspiration (do not suck away the RNA pellet).

4. Wash RNA

Add 1ml 70% Ethanol to the RNA pellet, tapping the tube to suspend the pellet, then spin at full speed for 5 minutes. Carefully aspire the wash solution as much as possible but leave the RNA pellet safe (if necessary, briefly spin the tube after aspiration to pull all residual wash solution to the bottom of the tube, then remove it by pippeting).
5.  Dissolve RNA

Set the tube on bench for 2 minutes to naturally dry the RNA pellet, and then add 30-100ul DEPC treated water to dissolve RNA.
