Methods for the Preparation of Large Quantities of Single-Stranded Oligonucleotide Libraries 
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Table S1. Empirical comparison of ssDNA yield between IVT-RT and lambda exonuclease method for minimum size reaction as recommended by kit manufacturer’s (especially for IVT)
	Reaction
	Input
	Output

	Emulsion PCR
	2.5 fmol per 100 μl
	25 pmol per 100 μl

	IVT-RT method

	In vitro transcription
	2 pmol per 20 μl
	1500 pmol per 20 μl

	Reverse transcription
	1500 pmol
	750 pmol*

	PBS-free ssDNA (affinity isolation)
	750 pmol
	375 pmol

	Lambda exonuclease method – constant emulsion PCR product concentration

	Lambda exonuclease 
	25 pmol
	20 pmol

	PBS-free ssDNA (affinity isolation)
	20 pmol
	10 pmol


* The efficiency of reverse transcription reaction limits the final yield of ssDNA with the IVT-RT method

Table S2. Theoretical ssDNA yield with IVT-RT method from use of a single 100 μl emulsion PCR amplicons
	Reaction
	Input
	Output

	Emulsion PCR
	2.5 fmol
	25 pmol

	IVT-RT method

	In vitro transcription
	25 pmol
	18750 pmol

	Reverse transcription
	18750 pmol
	9375 pmol

	PBS-free ssDNA (affinity isolation)
	9375 pmol
	4687 pmol*

	Lambda exonuclease method

	Lambda exonuclease 
	25 pmol
	20 pmol

	PBS-free ssDNA (affinity isolation)
	20 pmol
	10 pmol*


*IVT-RT method gives > 450-fold PBS-free ssDNA than lambda exonuclease method
Figure S1. Oligonucleotide design (BspQI restriction enzyme site at both ends)

5’/Bio/(dA)30------GCTCTTCN|NNN                                5’-NGAAGAGC----3’/Bio/
                 3’------- CGAGAAGNNNN|-------------------------|NCTTCTCG------5’/Bio/
