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Table S-1. Primers for the comparison of iInLATE-PCR and LATE-PCR

Tm  Concentration Amplicon  Amplicon Tm

Name Sequence (5-3)* (°C) (M) length (bp) (°C)

imLATE-PCR Primer

BRCAL-1 (PX) GCGGTCACCCACAGTCGGGAAACAAGCAT ©68.8 1

BRCAL-2 (PL1) CGAGCAGATGACTGTCGCTTTGAAAC 59.1 0.1 107 71.8
BRCA1-3 (PL2) TAAGGACCGAGAGTGGGCAGAGAAT 60.0 0.1 171 74.3
BRCA1-4 (PL3) CGTTCTGACCAACCACAGGAAAGCC 61.0 0.1 301 74.5
BRCAL-5 (PL4) CGTCGGAGTAAAGAGTCCAGTTTCGTTG 59.6 0.1 402 74.8
BRCAL-6 (PL5) GCGAATGACTCGATTGGAAAAAGTGGTG 59.2 0.1 464 74.7

LATE-PCR Primer

BRCA1-1 (PL) GCGGTCACCCACAGTCGGGAAACAAGCAT 66.5 0.1

BRCAL-2 (PX1) CGAGCAGATGACTGTCGCTTTGAAAC 61.5 1 107 71.8
BRCA1-3 (PX2) TAAGGACCGAGAGTGGGCAGAGAAT 62.7 1 171 74.3
BRCA1-4 (PX3) CGTTCTGACCAACCACAGGAAAGCC 63.6 1 301 74.5
BRCAL-5 (PX4) CGTCGGAGTAAAGAGTCCAGTTTCGTTG 61.9 1 402 74.8
BRCAL-6 (PX5) GCGAATGACTCGATTGGAAAAAGTGGTG 61.5 1 464 74.7

*Bases underlined mean the artificially mismatched bases. Primer and amplicon Tm values were
estimated by the nearest neighbor formula and a salt adjustment using input concentrations of 1
uM for the excess primer and amplicon, 0.1uM for the limiting primer, and 50 mM for monovalent
cations (OligoAnalyzer 3.0, a Web-based program to compute these values, is available at
http://scitools.idtdna.com/analyzer/).



http://scitools.idtdna.com/analyzer/

Electronic Supplementary Material (ESI) for Analyst
This journal is © The Royal Society of Chemistry 2013

T ¢ 3 T ¢ 3 T ¢ 3 T ¢ 3 T

AA AA
AC G T CG T C A T 105C0pies
i S N [ N
103Copies
‘ 10*Copies
I Blank
— e — A A A e |

Fig. S-1. Pyrograms of different amounts templates (10°, 10°, 10" copies, and blank)

by 1 puL of imLATE-PCR products on slide. The expected sequence was indicated

above peak.



Electronic Supplementary Material (ESI) for Analyst
This journal is © The Royal Society of Chemistry 2013

A mtDNA pyrosequencing results after iImLATE-PCR
10 11 12

AOBOOOO OO DD O Snehmantens el
EQ00000POO®O® ® @ —blank(waen
COOODDD DD DD D O—single human Hep G cell
POOOOOOO O ® ® @ @ control by single mouse oocyte

B gDNA pyrosequencings results after iImLATE-PCR
1 2 3 45 6 7 8 9 101112

A O00O0O QO Q Q—Single human Hep G cel
PO 000000 OO®® O @ | Blnkwaen

cOOD DD QOO @ O—Single human Hep G cell
POOOOOOOO® O O ® @ | control by single mouse oocyte

C gDNA pyrosequencing results after nest PCR
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Fig. S-2. Tests for evaluating cross-contamination between wells on the slide. The positioning
pattern of samples is single cancer cells (Hep G) at lanes A and C for positive control, water at
lane B for blank control, and single mouse oocytes at lane D for negative control. (A)
Pyrosequencing of the products from imLATE-PCR of the 1555A>G on mtDNA. About 95.8%
(23/24) wells were positively detected. (B) Pyrosequencing of the products from imLATE-PCR of
the the BRCAL1 gene on gDNA. About 54.2% (13/24) wells were positively detected. (C)
Pyrosequencing of the products from imLATE-PCR of the the BRCAL gene on gDNA by coupling
a nest PCR before imLATE-PCR. About 91.7% (22/24) wells were positively detected. No

cross-talk was found for all tests.



