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8.3 NORTHERN BLOTTING
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The procedure for Northern blotting is similar to that A s S gel incorporatc|
However RNA sequences are separated on denatul O 7
formaldehyde. The northern blotting is comple Rt ‘ e

are separ
Step 1: RNA Gel Electrophoresis: The RN ~
according to size by gel electrophoresis

s0 they move from negative to positive

Step 2: Denaturation: Although RNA is a sing
to be denatured because RNA molecules
intramolecular base pairing they form se
denature RNA by formaldehyde which is the den

Step 3: Blotting and blocking: The third step is |
separated RNA molecules are transferred from g ¢ st suppor
such as nylon membrane. The method of transfer is similar to that ,‘.used in
Southern blotting. ¥

%
7




Blotting Techniques ‘

Step 4: Hybridization with Probe Washing: In this step many copies of probe are added.
The labeled probe is built to the target RNA molecules

w1th‘ complemen@y sequences. When nylon membrane RNA Sample r
are incubated with probe molecules.then these probe ¢
will specifically binds with target RNA molecules. The [ 'RNA fragments on W
unbound probes are removed by washing. .zigﬂ;(;Sc gci
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Step 5: Detection: The detection and visualization method
( 3

depends upon the type of labeled molecule used | Capillary wransfer of RNA
for hybridization. The probe can be visualized by
autoradiography. fluorescence or color intensity on the

from gel to the mcmbrane_J
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membrane. Bound RNA on the
Application of Northern Blotting , = e
I. Northern blotting can be used to study the expression of | - T
1s b dith : 1 _ Membrane incubated with
specific genes 1n difterent tissue or under different conditions. probe
2. It is used to study the expression and processing of small : 0
RNA’s, such as micro RNA’s and si RNA’s. | Detection on Auto
3. It is used to study RNA-splicing and degradation. [ ot 3

4. It is used in diagnosis of several diseases including a viral Fig.8.1. Flowchart of
infection. northern blotting.



