
Arbitrarily-primed PCR

Adapted from:
Caetano-Annoles PCR Methods Appl. 3:85 (1993)
O’Toole, et al. Methods Enzymol 310:91 (1999), 

TnInt and TnExt are transposon-specific primers.  TnInt should be approximately 60 bp from the 
transposon-chromosome junction so that the junction may be sequenced when TnInt is used as a 
sequencing primer.

ARB1 = 5’-ggccacgcgtcgactagtacnnnnnnnnnngatat
ARB6 = 5’-ggccacgcgtcgactagtacnnnnnnnnnnacgcc
ARB2 = 5’-ggccacgcgtcgactagtac
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Arbitrarily-Primed PCR
Protocol

Transposon-insertion
Candidate

PCR Master mix; x10:
10 µl Taq buffer (10X w/MgCl2)
10 µl dNTPs (2.5 mM each)
1 µl ARB1 primer
1 µl TnExt primer
0.5 µl Taq (5 U/µl; Promega)
77.5 µl H2O

Add 4 µl EXOSAP-IT (USB)

Round 1

Round 2

PCR Master mix; x10:
10 µl Taq buffer (10X w/MgCl2)
10 µl dNTPs (2.5 mM each)
1 µl ARB2 primer
1 µl TnInt primer
0.5 µl Taq (5 U/µl; Promega)
67.5 µl H2O

Add 86 µl H2O

10 µl ea.
Pick colony or scrape frozen

with pipet tip

ARB 1
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9 µl1 µl

ARB 2

Add 4 µl EXOSAP-IT (USB)

Add 10 µl 170Int primer (1 µM) & submit for sequencing

EXOSAP

ARB 1Thermocycler
Programs:

95°C, 5’
5 cycles:
•94°C, 30”
•30°C, 30”
•72°C, 1’30”

30 cycles:
•94°C, 30”
•55°C, 30”
•72°C, 1’30”
72°C, 5’
4°C, Hold

30 cycles:
•94°C, 30”
•45°C, 30”
•72°C, 2’
72°C, 5’
4°C, Hold

ARB 2

37°C, 15’
80°C, 15’
4°C, Hold

EXOSAP
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