Split-seq GEX Molecular Biology
- Round 1 RT Barcodes: 5’ -/5Phos /ACTGTGE-Ng-TTTTTTTTTTTTTTTVN-3" or 5 -/5Phos/ACTGTGG-N8- TNNNNNN-3”
- Round 2 Barcodes: 5’ -/5Phos/ CGACT-N8-ATCCA( -3’
- Round 3 Barcodes: 5’ -/5Biosg/CAGACGTGTGCTCTTCCGATCTNNNNNNNNNN-N8-GTGGC -3’
= Round2 Linker: 57 GT! -3?
- Round2 Blocking: 5 - e -3
N Round3 Linker: 5'- SAAACA 5-3'
- Round3 Blocking: 57 - 3’

Round 1 RT:
57- NNNNNNNA:s-3~
<~ 37 -CCC-cDNA-NVT15-N8-GGTGTCA\5Phos\ -5

Round 2 Ligation:

57 -CCACAGT -3?
<~ 37-CCC-cDNA-NVT1s-N8-GGTGTCA= ACCTA-N8-TCAGC -5?
3°-GGTGTCA -5?
Round 3 Ligation:
57- G G-3°
<- 37 -CCC-cDNA-NVT1s-N8-GGTGTCA- ACCTA-N8-TCAGC -G CGGTG-N8-NNNNNNNNNNTCTAGCCTTCTCGTGTGCAGAC -5

- Split_TSO: 5’ -/5dSp/AAGCAGTGGTATCAACGCAGAGTGAATIGrGrG-3”

Reverse Transcription: TSO-GGG-cDNA-As- R1_N8-linker-R2_N8-linker-R3_N8-UMI- Partial_TruSeqRead2
5 -AAGCAGTGGTATCAACGCAGAGT GAATGGG- cDNA-NBA;5s-N8- CCACAGT - TGGAT-N8-AGTCG
2 -TTCGTCACCATAGTTGCGTCTCACTTACCC-cDNA-NVT;5-N8-GGTGTCA- ACCTA-N8-TCAGC

©-AGATCGGAAGAGCACACGTCTG- 3"
e TCTAGCCTTCTCGTGTGCAGAC-5”

- Split_Partial-TSO: 5’ - AAGCAGTGGTATCAACGCAGAGT-3”
- Split_TruSeq-Read2: 5’ -CAGACGTGTGCTCTTCCGATCT-3’

cDNA Amplification: TSO-GGG-cDNA-As- R1_N8-linker-R2_N&-linker-R3_N8-UMI- Partial_TruSeqRead2
> -AAGCAGTGGTATCAACGCAGAGTGAATGGG- cDNA-NBA1s-N8- CCACAGT - TGGAT-N8-AGTCG - “ATCGGCCAC-N8-N16-AGATCGGAAGAGCACACGTCTG- 37
> -TTCGTCACCATAGTTGCGTCTCACTTACCC-cDNA-NVT15-N8-GGTGTCA~ ACCTA-N8-TCAGC [GTAGCCGGTG-N8-N10-TCTAGCCTTCTCGTGTGCAGAC-5”
- Split_Adaptor_Top: 5’ -ACACTCTTTCCCTACACGACGCTCTTCCGATC*T-3” hosphorothioated)
- Split_Adaptor_Bottom: 5’ -GATCGGAAGAGCGTCGTGTAGGGAAAGAGTGT -3
o 5’ -ACACTCTTTCCCTACACGACGCTCTTCCGATC*T-3"
o 3’ TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAG- 5"

Adaptor Ligation: TruSeqRead1-cDNA-A5-R1_N8-linker-R2 N8-linker-R3_N8-UM|-Partial_TruSeqRead2
7 -ACACTCTTTCCCTACACGACGCTCTTCCGATCT - cDNA-BA15-N8-CCACAGT - TGGAT-N8-AGTCG -CG CATCGGCCAC-N8-N18-AGATCGGAAGAGCACACGTCTG-3”
7 -TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA - cDNA-VT15-N8-GETGTCA= ACCTA-N8-TCAGC =GCTT CGGTG-N8-N18-TCTAGCCTTCTCGTGTGCAGAC-5”
- Split_| P5 P5-Sample_Index(i5)-Partial_TruSeqRead1
) - AATGATACGGCGACCACCGAGATCTACAC-NG-ACACTCTTTCCCTACACGACGC - 3
- Split_P7: #7-Sample_Index(i7)-TruSeqRead2
o 5- -16-GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT- 37

GEX Index PCR: P5-Sample_Index(i5)-TruSeqRead1-cDNA-As-R1_N8-linker-R2 N&-linker-R3_N8-UMI-TruSeqRead2-Sample_Index(i7)-
57 -AATGATACGGCGACCACCGAGATCTACAC -N6 -ACACTCTTTCCCTACACGACGCTCTTCCGATCT - cDNA-A,,-N8-(( GT AGTCG ()LLAL 18-1110-AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC- NG - -3’
37 -TTACTATGCCGCTGGTGGCTCTAGATGTG - N6 - TG TGAGAAAGGGATGTGC TGCGAGAAGGCTAGA - cDNA-T, . - ( A TCAGC CGGTG-N8-N10-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG- N6~

Sequencing:
ACACTCTTTCCCTACACGACGCTCTTCCGATCT>R1(cDNA): 74 11 (i7):6
57 - AATGATACGGCGACCACCGAGATCTACAC -6 -ACACTCTTTCCCTACACGACGCTCTTCCGATCT - cDNA-Ay, -N8 - CCACAGT N8 GCCAC-N8-1110-AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC- 16 - -3
37 -TTACTATGCCGCTGGT6GC TCTAGATGTG -6 - T TGAGAAAGGGATGTGCTGCGAGAAGECTAGA - CDNA- T N8 - CGETG-N8-110-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG- 16~ -5

12 (i5):6 R2(UMI+R3_N8+R2_N8+R1_N8):86 € TCTAGCCTTCTCGTGTGCAGACTTGAGETCAGTG

Split-seq gRNA Molecular Biology
- Split_TSO: 5’-/5dSp/AAGCAGTGGTATCAACGCAGAGTGAATIGrGrG -3’

Reverse Transcription: TSO-GGG-mCherry-Ug-gRNA-scaffold-As- R1_N8-linker-R2 N8-linker-R3_N8-UMI- Partial_TruSeqRead2

5° -AAGCAGTGGTATCAACGCAGAGTGAATGGG-mCherry -U6-gRNA-scaffold-NBAis-N8-CCACAGT- TGGAT-N8-AGTCG -CGAAACATCGGCCAC-NS-N10-AGATCGGAAGAGCACACGTCTG- 3
32 -TTCGTCACCATAGTTGCGTCTCACTTACCC-mCherry -U6-gRNA-scaffold-NVTis-N8 ACCTA-N8-TCAGC -GCTTTGTAGCCGGTG-N8-N10-TCTAGCCTTCTCGTGTGCAGAC- 5
- Split_U6_outer: 5’-GGGCCTATTTCCCATGATTCCTTC- 3’

- Split_TruSeq-Read2: 5’ -CAGACGTGTGCTCTTCCGATCT-3’

cDNA Amplification: U6-gRNA-scaffold-As- R1_N8-linker-R2_N8-linker-R3_N8-UMI- Pamal |_TruSeqRead2

57 -U6-gRNA-scaffold-NBAis-N8-CCACAGT - TGGAT-N8-AGTCG - TCGGCCAC-N8-N16-AGATCGGAAGAGCACACGTCTG-3

3’ -U6-gRNA-scaffold-NVTis-N8-GGTGTCA- ACCTA-N8-TCAGC - SCCGGTG-N8-N18-TCTAGCCTTCTCGTGTGCAGAC-5”

- Split_U6_inner: 5’-ACACTCTTTCCCTACACGACGCTCTTCCGATCT-CGATTTCTTGGCTTTATATATCTTGTGGAAAGGACG - 2
- Split_TruSeq-Read2: 5’-CAGACGTGTGCTCTTCCGATCT-3’

CRISPR Feature PCR: TruSeqRead1-U6-gRNA-scaffold-As-R1_N8-linker-R2_N8-linker-R3_N8-UMI-Partial_TruSeqRead2
57 -ACACTCTTTCCCTACACGACGCTCTTCCGATCT-U6-gRNA-scaffold-BAis-N8-CCACAGT - TGGAT-N8-AGTCG -CG ATCGGCCAC-N8-N16-AGATCGGAAGAGCACACGTCTG-3”
3’ -TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA -U6-gRNA-scaffold-VTis-N8-GGTGTCA- ACCTA-N8-TCAGC. -G STAGCCGGTG-N8-N18-TCTAGCCTTCTCGTGTGCAGAC -5
- Split P5: P5-Sample_Index(15)-Partial_TruSeqRead1

o - AATGATACGGCGACCACCGAGATCTACAC -6 - ACACTCTTTCCCTACACGACGC - 2
- Spllt P7 -Sample_Index(i7)-TruSeqRead2

o -N6-GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT - 3

CRISPR Index PCR: P5-Sample_Index(i5)-TruSeqRead1-U6-gRNA- scaffold-A15-R1 N8-linker-R2 N&-linker-R3 N8-UMI-TruSeqRead2-Sample_Index(i7)-
S’ AATGATACGGCGACCACCGAGATCTACAC-N6-ACACTCTTTCCCTACACGACGCTCTTCCGATCT -U6-gRNA-scaffold-Aws- TGGAT-N8-AGTCG GCCAC-N8-1110-AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC- N6~ -3’
~TTACTATGCCGCTGGTGGCTCTAGATGTG- NG - TG TGAGAAAGGGATGTGCTGCGAGAAGGCTAGA - U6 -gRNA -scaffold-Ts-

acacterTrecctacaceacaetertecaatct>R1(UB+gRNA): 74 11 (i7):6
57 - AATGATACGGCGACCACCGAGATCTACAC - N6 -ACACTCTTTCCCTACACGACGCTCTTCCGATCT - U6~ gRNA-scaf fold-Ass-| ¢ TGGAT-NE-AGTCG GCCAC-N8-1110-AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC- N6 -3
37 -TTACTATGCCGCTGGTGGCTCTAGATGTG- NG - TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA - U6 - gRNA-scaffold-Tis-N8 GTC ACCTA-N8-TCAGC CGGTG-N8-N10-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG- N6~ -5’

12 (i5):6 R2(UMI+R3_N8+R2_N8+R1_N8):86 € TcTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG




