HOMOPOLYMER
TAILING




INTRODUCT

® A homopolymer is a polymer w
subunits are same

@ Tailing Is the adding a series of

{ON

nere all the

nucleotides on to

the 3’-OH termini of a double stranded DNA
molecule using enzyme terminal deoxynucleotidyl

transferase of calf thymus

@ In homopolymer tailing, gene of interest is tailed
with one nucleotide and vector is tailed with an

complementary base




INT

RODUCTION

® It is the method

for joining DNA molecules by

annealing of complementary homopolymer

sequence

® Oligo(dA) sequences is added to the 3’ ends
of one molecule and oligo(dT) blocks to the
3’ end of another molecule

@ This method is catalyzed by enzyme terminal
deoxynucleotidyl transferase by addition of
nucleotides to the 3’ end of a DNA fragment
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PROCESS

@ They are then allowed to incubate together to
allow hydrogen bonding to bring them together

® Homopolymer tailing is achieved by annealing

@ It is a technique by which sticky ends can be
produced on an blunt-ended DNA molecule

@ The reaction when carried out in the presence of
one deoxynucleotide a homopolymer tail is
produced




Blunt-ended DNA
5 molecule 3

jEsssssssssssnEn,
- 4 5

Terminal deoxynucleotidyl
transferase + dGTP

5 3
s TEO ™
, 5

GGGGGGGGG 3

IZI]IS' \

Poly(G) tail




PROCESS

@ For ligation of two tailed molecules the
hompolymers must be complementary

@ Poly dC tails are attached to the vector and
poly dG to the DNA to be cloned
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USE OF HOMOPOLYMER TAILING

@ This is more widely used approach for making
recombinant DNA

® Segments of 50-100 poly A and poly G are
added to one fragment

® Equal length segments of poly-T and poly-C
are added to the other fragment
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Second-strand
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Double-stranded cDNA

Homopolymer tailing to provide a priming site for second-strand synthesis.
Dark blue shaded material is dna; the light blue shaded material is rna
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