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Design of ice-COLD-PCR-so?d support (bead) 
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Emulsion containing ice-COLD-PCR bead, captured target sequences 
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Fig. 3 

Prior to ice-COLD-PCR: mutant target sequence is in minority relative to wiid-type target sequence 
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During icze-COLD-F‘CRv on solid support (bead) within emulsion: the proximity of target sequences 
to wild-type sequences facilitates ef?cient hybridization and hetero-dupiex fomation 

Fig. 4 

* Fullowmg iwGOLDPCR: ampli?ed mutant largei sequences are now in majorily retaiive to Mid-type tazget sequences 
- Soma mutant sequences are bound to the bead, while when; an: freemoa?ng 

- Most primers are comumed during symhesls 
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Capture and isolation of mutation (or DNA damage)-enriched single stranded 
sequences by primer 

extension 

78°C 
continued from step 5 78°C 
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Fig. 12 
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Capture and isolation of mutation (or DNA damage)-enriched single stranded 
sequences by hybridization to excess biotinylated reference 
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Fig. 13 
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Capture and selective biotinylation of single-stranded sequences via selective 
ligation at critical temperature 
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Fig. 14 
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RE.SE.CT: Illustration of concept 
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Bead puri?cation of KRAS double mutation (CC>AA) from TL119 patients 

TL119 Patient Sample Puri?cation in Different Salt 
Concentrations 
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Fig. 18 



Patent Application Publication Feb. 20, 2014 Sheet 19 of 21 US 2014/0051087 A1 

Enrichment of KRAS single point mutation (C>A) from SW480 mutant DNA 
mixtures 

Bead Purification of16%, 3%and 1% SW480 Point Mutants 
at 76C 
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