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3) TruSeq DNA Nano
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Extraction
Inhibitors

EDTA

Alcohols

Excess Salts

Chaotropic Salts

Detergents/DDT

Exogenous
DNA/RNA

Carriers

Agarose

Inhibitory Effect
Chelation of metal ions

Enzyme denaturation

Template blocking

Enzyme denaturation

Phenol:Chloroform Enzyme denaturation

Enzyme denaturation
Template competition

Template competition/
blocking

Template blocking

Excess Metal lons | Reduce oligo specificity

Likely Source

TE buffer

Etha nol, isopropanol,

isoamyl alcohol

KC;, NaCl, CsCi, NaAc

Guanidinium chloride;
magnesium chloride,

urea

Organic carryover

'Sodium deoxycholate,

SDS, Tween 20

Carryover

RNA, heparin, glycogen

Gel extractions

Mg++ from PCR buffer

Methods to Minimize Inhibition

Reduce EDTA concentration in TE buffer or simply use
Tris-HCI (10 mM) or water as elution buffer

Dry pellet and resuspend or use silica-based
purification

Wash with 70% ethanol or use silica-based purification

Wash with 70% ethano! or use silica-based purification

Use PVP, PVP/ammonium acetate, incorporation of
1.2% citric acid at the DNA extraction step

Wash with 70% ethanol

DNAse | for DNA removal; RNAse A for RNA, RNA:DNA
hybrid removal

Only use carriers that do not serve as template or
block the template such as linear acrylamide, N- or P-
carriers

Use a spin column with chaotropic salt buffer; dialysis

Dialysis against PBS (pH 7.4), phenol: chloroform
extraction followed by EtOH precipitation
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2% Small RNA Library Best Practice

150 bp — 155 bp  Pre-miRNA, piRNA 73 &
HEY O TILIREFELET)

144 bp — 150 bp 18-25 bp microRNA

75k

= 200 bp tRNA or rRNA with ligated
adapters

130 bp — 138 bp Amplified adapter
concatamer

120 bp — 125 bp Amplified adapter dimer

< 100bp Primer or primer dimer
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