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Lysis
10 min RT
3 min 70°C
3 min 10°C

2x µl lysis bu�er  
0.2% w/v Tween 20, 1 U/µl Promega RNAsin RNAse inhibitor, 2 µM 
reverse transcription primer, 2.5 mM dNTPs, ERCC Spike-In Mix  

GGG
UMI

GCAATGAAGTCGCAGGGTTGN4H4rGrGrG  (”TSO-HUMI-rG3”)

TTTTTTTTT TGCGGTATCTAAAGCGGTGAGT30VN

TSO

RT primer

4x µl RT mix 
1.75 x reverse transcription bu�er (Thermo), 8.75 mM DTT, 1.75 M betaine, 
10.5 mM MgCl2, 1.75 µM TSO oligonucleotide, 0.5 U/µl Promega RNAsin, 5.5 
U/µl Superscript II reverse transcriptase (Thermo)

Rev. Transcription
10 min 25°C
90 min 42°C
15 min 70°C

*
60x µl 
1.15 x KAPA HiFi HotStart Ready Mix, 55 nM barcode primer and 1.1 µM 
biotinylated PCR primer.
Note: for tubes, PCR volume can be reduced to 3*RT volume after adjust-
ments of KAPA PCR mix and primer concentrations.

PCR
3 min 98°C
20 sec 98°C
15 sec 64°C
6 min 72°C
5 min 72°C

18x

*biotinylated PCR primer Bio-TGCGGTATCTAAAGCGGTGAG
barcode primer TGCGGTATCTAAAGCGGTGAGCCATCTCATCCCTGCGTGTCTC-

CGACTCAG<BARCODE>GCAATGAAGTCGCAGGGTTG

Tagmentation
7 min 55°C

keeap at 10°C
15 min 70°C

Transposon assembly: anneal 
AGA TGT GTA TAA GAG ACA G + 
PhosCTG TCT CTT ATA CAC ATC T  (50 µM 
each in TE):  95°C 3’, 70°C 3’ , cool @ 
2°Cmin-1 to 26°C,   dilute 5x in 50% 
glycerol. Mix diluted oligonucleotides and 
Ez-Tn5 transposase  4:1 ratio,  incubate 30 
min at room temperature. Use or store at 
-20°C. 

10 ng of ampli�ed cDNA in 9 μl water  
4 μl 50mM TAPS-NaOH, pH8.5 , 25 mM MgCl2 
2 μl dimethylformamide 
5 μl of transposon

4 μl of 0.1% SDS 10 min 65°C

*

Capture biotinylated
fragments

24 μl Dynabeads® MyOneTM Streptavidin C1

bind and wash 
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or in x ul ( x = 4.5 * 10-3  for Fluidigm C1)

5’ fragment 3’ fragment 
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Streptavidin beads with biotinylated terminal fragments

not ampli�ed with primers

Library PCR
30 sec 98°C
10 sec 98°C
30 sec 55°C
30 sec 72°C
2 min 72°C

15x

beads + 
12.5 µl 2x KAPA HiFi HotStart Ready mix 
1.25 µl 10µM forward library primer
1.25 µl 10µM reverse library primer
1.25 µl 1µM long reverse library primer
8.75 µl H2O
forward library primer CCATCTCATCCCTGCGTGTCTC

reverse library primer CCACTACGCCTCCGCTTTCCTC

long reverse library primer CCACTACGCCTCCGCTTTCCTCTCTATGGG-
CAGTCGGTGATAGATGTGTATAAGAGACAG

GGG
CCC
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UMI

Library sizing
and cleanup

PCR + 75 µl  TE
+ 75 μl of SPRIselect ® beads

supernatant (unbound fragments < 350 bp)
+ 15 μl of SPRIselect ® beads

wash beads with 85% EtOH
elute library with 10 μl H20

sequence




