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SANGER SEKANSLAMA

Deoxyribonucleotide

(S Dideoxyribonucleotide
0=P—0 ¢
| Base

3' OH group also
missing in
Dideoxyribonucleotides Phosphodiester bond joins
2 nucleotides together.

3' OH group is essential for
formation of this bond




Primer: short sequence (~20 bases)

same sequence as forward strand DNA sequence chromatogram:
- binds to reverse strand through read-out of fluorescence

complementary base pairing after capillary electrophoresis.
Tells us the sequence of the DNA

CTGACTCCTGAGGAGAAGTC
. 4 s
10: 2

5/ ~GACACCATGGTGCATC
5’ -GACACCATGGTGCATCT
5’ -GACACCATGGTGCATCT
5/ ~-GACACCATGGTGCATCTGA :
5/ ~GACACCATGGTGCATCTGAC : DNA polymerase makes new copies
5/ -GACACCATGGTGCATCTGACT : of forward strand by adding
5’ ~GACACCATGGTGCATCTGACTC | bases to 3’-end of primer.
5’ —-GACACCATGGTGCATCTGACTCC i Occasionally “dideoxy” bases are
57 —GACACCATGGTGCATCTGACTCCT added that terminate the DNA chain
5’ -GACACCATGGTGCATCTGACTCCT
5’/ -GACACCATGGTGCATCTGACTCCTGA
5/ —GACACCATGGTGCATCTGACTCCTGA DNA fragments extended from primer.
5/ -GACACCATGGTGCATCTGACTCCTGAG Many different sizes terminated
5/ ~GACACCATGGTGCATCTGACTCCTGAGGA by a fluorescent “dideoxy” base
5/ ~-GACACCATGGTGCATCTGACTCCTGAGGA
5’ ~-GACACCATGGTGCATCTGACTCCTGAGGAGA
5’ -GACACCATGGTGCATCTGACTCCTGAGGAGAA
5’ -GACACCATGGTGCATCTGACTCCTGAGGAGAA Longer DNA fragments:
5'-GACACCATGGTGCATCTGACTCCTGAGGAGAAGT; can be up to 900 bases long:
S’ -GACACCATGGTGCATCTGACTCCTGAGGAGAAGTC run slowly through capillary tube
0L 01D Lm0 R LSt G P )
3’ ~-CTGTGGTACCACGTAGACTGAGGACTCCTCTTCAG-5' | Reverse strand acts as template
to make new copies of forward strand

S’ -GACACCATGGTGCATCTGACTCCTGAGGAGAAGTC-3’ -forward strand

5 8 L O 6 5 T A 8 18 52 I I
3’ -CTGTGGTACCACGTAGACTGAGGACTCCTCTTCAG-5' -reverse strand

Double stranded DNA molecule to be sequenced.
Contains 2 anti-parallel strands held together
by complimentary base pairs: A=T and C=G
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generate DNA fragments of different lengths GAT AAATCTGGTCTTATTTCC

130
Dye—-labeled dideoxynucleotides are used to
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DNA to be sequenced

PPi
Pyrophosphate

+
adenylyl sulfate

Flow cellis controlled Only one dNTP is added at a tim
by a computer

dGTP

PP

PPi ppi pp Flow cell

\

PCR amplified DNA fragments
immobilized on bead

Flow cellis controlled Only one dNTP is added at a tim

bya computer Removed by Apyrase Enzyme

Unused dNTP (* 4GTP
C_ Stlowcell
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