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Supplementary Figure S1: Determination of homologous regions in chosen cell lines Hela, HEK293, HepG2,
MCF-7, HT1080, CaCO2, Jurkat respectively.
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1kb ladder Hela HEK293 HepG2 MCF-7 HT1080 CaCO2 Jurkat

Supplementary Figure S2. Gel depicting the PCR amplicon of AAVSL1 region across all the seven cell lines
namely, Hela, HEK293, HepG2, MCF-7, HT1080, CaCO2, Jurkat respectively.
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MCF7_Fin GTCCTCCCGCATGGCTCTCGTGG] G| MCF7_Fin Gl CACCCCCATTTCACAGGTGAGG
CaC02_Fin GTCCTCCCGCATGGCTCTCGTGG Gi CaC02_Fin Gt CACCCCCATTTCACAGGTGAGG
HEK293_Fin GTCCTCCCGCATGGCTCTCGTGG] Gl HEK293_Fin G CACCCCCATTTCACAGGTGAGG
Blood_2_Fin GTCCTCCCGCATGGCTCTCGTGG Gf Blood 2 Fin, Gt CACCCCCATTTCACAGGTGAGG
HT1080_Fin GTCCTCCCGCATGGCTCTCGTGG] Gl HT1080_Fin G CACCCCCATTTCACAGGTGAGG
HepG2_Fin GTCCTCCCGCATGGCTCTCGTGG] G HepG2 Fin G CACCCCCATTTCACAGGTGAGG
GTCCTCCCGCATGGCTCTCGTGG] Gl - G CACCCCCATTTCACAGGTGAGG
Blood_1_Fin GTCCTCCCGCATGGCTCTCGTIGG Gl Blood 1 Fin le] CACCCCCATTTCACAGGTGAGGH
ARV GTCCTCCCGCATGGCTCTCGTGG Gl T Taav Gl CACCCCCATTTCACAGGTGAGG
e T s LT
MCF7 Fin CGCCTTCAGCAGCCCCTCCATGS E- - - e MCF7_Fin @& GGEGTCCAGCCCTCGTTGTCTGCCTGG
Ccaco2 Fin CGCCTTCAGCAGCCCCTCCATGG q CaC02_Fin Gl GGEGTCCAGCCCTCGTTGTCTGCCTGG
HEK293 Fin CGCCTTCAGCAGCCCCTCCATGG e HEK293_Fin & GGEGTCCAGCCCTCGTTGTCTGCCTGG
Blood 2 Fin CGCCTTCAGCAGCCCCTCCATGG gl [Blood 2_Fin G GGEGTCCAGCCCTCGTTGTCTGCCTGG
HT1080 Fin CGCCTTCAGCAGCCCCTCCATGG g HT1080_Fin & GGEGTCCAGCCCTCGTTGTCTGCCTGG
HepG2:Fin‘ CGCCTTCAGCAGCCCCTCCATGE q HepG2_Fin & GGEGTCCAGCCCTCGTTGTCTGCCTGG
CGCCTTCAGCAGCCCCTCCATGG q el GGEGTCCAGCCCTCGTTGTCTGCCTGG
Blood 1 Fin CGCCTTCAGCAGCCCCTCCATGG gl [Blood 1_Fin G GGEGTCCAGCCCTCGTTGTCTGCCTGG
T Taav CGCCTTCAGCAGCCCCTCCATGG Gl AAV G GGEGTCCAGCCCTCGTTGTCTGCCTGG

Supplementary Figure S3: The designing of 5 gRNAs from AAVS1 consensus of all cell lines determined from

multiple sequence alignment.
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Supplementary Figure S4: Validation of the presence of all 5 gRNAs using Guide-It assay where, their presence is
detected by the cleavage efficiency of host genome in A. HeK293 and MCF-7 B. HepG2 and HT1080 C. Jurkat and
CaCO2 D. Hela cell lines. CTR: Untreated gRNA target; Cas9: Cas9 treated gRNA target showing cleavage
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'GGATGTCTCCCTTGCETCCCGCCTCCCCTTCTTGTAGGCCTGCATCATCAC
CGTTTTTCTGGACAACCCCAAAGTACCCCGTCTCCCTGGCTTTAGCCACCTCTCCATCCTCTTGCTTTC
TTTGCCTGGACACCCCGTTCTCCTGTGGATTCGGGTCACCTCTCACTCCTTTCATTTGGGCAGCTCCCC
TACCCCCCTTACCTCTCTAGTCTGTGCTAGCTCTTCCAGCCCCCTGTCATGGCATCTTCCAGGGGTCCG
AGAGCTCAGCTAGTCTTCTTCCTCCAACCCGGGCCCCTATGTCCACTTCAGGACAGCATGTTTGCTGCC
TCCAGGGATCCTGTGTCCCCGAGCTGGGACCACCTTATATTCCCAGGGCCGGTTAATGTGGCTCTGGTT
CTGGGTACTTTTATCTGTCCCCTCCACCCCACAGTGGGGCCACTAGGGACAGGATTGGTGACAGAAAAG
CCCCATCCTTIGGCCTCCTCCTTCCTIGTCTCCTMmc!@!’llmlc
ATTCCTTATCTGGTGACACACCCCCATTTCCTGGAGCCATCTCTCTCCTTGCCAGAACCTCTAAGGTTT
GCTTACGATGGAGCCAGAGAGGATCCTGGGAGGGAGAGCTTGGCAGGGGCTGGGAGGGAAGGGGGGGAT
GCGTGACCTGCCCGGTTCTCAGTGGCCACCCTGCGCTACCCTCTCCCAGAACCTGAGCTGCTCTGACGC
GGCCGTCTGGTGCGTTTCACTGATCCTGGTGCTGCAGCTTCCTTACACTTCCCAAGAGGAGAAGCAGTT
TGGAAAAACAAAATCAGAATAAGTTGGTCCTGAGTTCTAACTTTGGCTCTTCACCTTTCTAGTCCCCAA
TTTATATTGTTCCTCCGTGCGTCAGTTTTACCTGTGAGATAAGGCCAGTAGCCAGCCCCGTCCTGGCAG
GGCTGTGGTGAGGAGGGGGGTGTCCGTGTGGAAAACTCCCTTTGTGAGAATGGTGCGTCCTAGGTGTTC
ACCAGGTCGTGGCCGCCTCTACTCCCTTTCTCTTTCTCCATCCTTCTTTCCTTAAAGAGTCCCCAGTGC
TATCT TCCT( TTCCC CTGGGCTTCTGGG

TCCACCCTCTGCTGCGCCACCTGGGGCATCCTCCTTCCCCGTTGCCAGTCTCGATCCGCCCCGTCGTTC
CTGGCCCTGGGCTTTGCCACCCTATGCTGACACCCCOTCCCAGTCCCCCTTACCATTCCCCTTCGACCA
c
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RO TOnC T GEAT IO TCTCCECTO00CCTOmOCC Gt T TCROTCT GEAGC T TOTGOCCTOOOTERCEE
CTACOOCT GO COAGA T T CCCTaCCOCCTCCTTCAGOTTCCOT T TCCTCOACTCCCTeTTCeCEE
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Supplementary Figure S5: A. Confirmation of the LHA (~1kb) cloned in tagging plasmid using restriction
digestion using EcoRI and Kpnl. B. Confirmation of the RHA (~1kb) cloned in tagging plasmid +LHA using
restriction digestion using Pacl and Hindlll respectively.
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Supplementary Figure S6: A. PCR confirmation of the regions cloned inside tagging plasmid. B. Confirming the
presence of Neomycin marker, SV40 polyA in the vector using restriction digestion.

Supplementary Figure S7: A. restriction digestion confirmation of mCherry and puromycin in the donor plasmid
using Nhel and BstBI.
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Supplementary Figure S8: Flowchart depicting the time and steps taken for generating acceptor cell lines.
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Supplementary Figure S9: Flowchart depicting the time and steps taken for generating target cell lines.
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Supplementary Figure 10: A. PCR showing stable integration of mCherry in HEK293-mCherry (Target
cell line) for 28 passages. B. GAPDH (Housekeeping gene) of HEK293-mCherry for 28 passages.



Primer name Sequence (5'=23)

AAVS1.Reg.1.F TTAGCCACTCTGTGCTGACC
AAVS1l.Reg.1.R AGGTGGGGGTTAGACCCAAT

gRNA1FP CACCTCTCAGCTACCCAGAAGCTGAGG
gRNAI1RP AAACCCTCAGCTTCTGGGTAGCTGAGA
gRNA2FP CACCGTCCTCCCGCATGGCTCTCGTGG
gRNAZ2RP AAACCCACGAGAGCCATGCGGGAGGAC
gRNA3FP CACCACACCCCCATTTCACAGGTGAGG
gRNA3RP AAACCCTCACCTGTGAAATGGGGGTGT
gRNA4FP CACCCGCCTTCAGCAGCCCCTCCATGG
gRNA4RP AAACCCATGGAGGGGCTGCTGAAGGCG
gRNASFP CACCTCCAGCCCTCGTTGTCTGCCTGG
gRNASRP AAACCCAGGCAGACAACGAGGGCTGGA

Kpnl FRT1 FP

GGGTACCGGCGCGCCGAAGTTCCTATTCCGAAGTTCCTATTCTCTAGATAGTAT
AGG

SallRP

GCGTCGACAGGGCCGGGATTCTCTTCGACATCTCCACATGTCAGGAGG

SallFP GCGTCGACATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCC
CCTTTTGAAGAATAGGAACTTCGGAATAGGAACTTCTAAGATACATTGATGAGT

FRT2 1st RP TTGG
AAGCTTGGCCGGCCTTAATTAAGAAGTTCCTATACCTTTTGAAGAATAGGAACT

FRT2 2nd RP TCG

AAV_LHA_FP CGGAATTCTCCACCCTCTGCTGCGCCACC

AAV_LHA_RP ATGGTACCGAGCTCGCACAGGCCCCAGAAGG

AAV_RHA_FP GCTTAATTAAGCGTCCCGCCTCCCCTTCTTGTAGGCC

AAV_RHA_RP AGGGCCGGCCGCACTGGGGACTCTTTAAGG

Puro_Sall_FP ATGTCGACACCGAGTACAAGCCCACGGTGCGC

Puro_BstBI_RP GCTTCGAATCAGGCACCGGGCTTGCGGGTC

Nhel_mCherry_FP

ATGCTAGCGCTACCGGTCGCCACCATGGTGAGCAAGGGCGAGGAGGA

mcherry_RP1

GCAGGTGAGCAGGCTTCCCCTGCCCTCCTACTTGTACAGCTCGTCCATGC

mCherry_RP2_Bam
HI

TAGGATCCTGGGGCGGGGCCAGGGTTTTCCTCCACGTCGCCGCAGGTGAGCAGG
CTTC

Supplementary Table 1: Sequences of the primers used for constructing transgenic cell lines




