
8.3 NORTHERN BLOTTING

The procedure for Northern blotting issssimilartothat of Southern blotting with few
difference

However RNA sequences are separated on denaturing agarose gel incorporated with

Tormaldehyde.The northern blotting is completed in the following steps,: MEIN
Sep 1: RNA Gel Electrophoresis: The RNÁMolecules isolated from cells are separate

according tosize by gelelectrophoresis. The RNA moleculesare ncgatively charge

sO tney move from negative to positive electrodeduringgel electrophoresis.

Step 2: Denaturation: Although RNA isa single stranded molecule through it necd

to bedenatured because RNA molecules fold ontothemselves and because of

intramolecular base pairing they form secondary structures so there is need to

denature RNAby formaldehyde which is the denaturing agent.

Step 3: Blotting and blocking:The third step is blotting and blocking in which the

separated RNAmolecules are transferred from the gelto thesuitable solid support
such as nylon membrane. The method of transferis similar to that was used in

Southern blotting.
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Step 4: Hybridizationwith Probe Washing: Inthis step many copies of probe are added.
The labeled probe is built to the target RNA molecules

with complementarysequences.When nylon membrane RNA Sample

are incubated with probemolecules,then these probe
willspecifically binds with targetRNA molecules. The RNA fragments on

unbound probes are removed by washing. agarose gel

Step 5:Detection: The detection and visualization method

depends upon the type of labeled molecule used Capillary transfer ofRNA

from gel tothe membranefor hybridization. Theprobe can be visualized by
autoradiography, fluorescence or color intensity on the

membrane. Bound RNA on the

Application ofNorthern Blotting

membrane

1.Northern blotting can be used to study the expression of Membrane incubated with

specific genes in differenttissueor under different conditions. probe

2. Itis used to study the expressionand processing of small

RNA's,such asmicro RNA'sand si RNA'S. Detection on Auto

3.It isused to study RNA-splicing and degradation.
radiogram

4. It is used in diagnosis of several diseases including a viral Fig. 8.1. Flowchartof

infection.
northern blotting.


