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Supplementary Table 1: List of primers used in the study

Prinmer nane Pur pose Sequence (5 -3")

A6_Seq_5" _gRNA F AATTTTCTTTGACTTTTCTT
Sequencing gRNA target site on 5 end of the nAChR o6 gene

A6_Seq_5 gRNA R TTGAGTCAAATTGTGGAT

A6_Seq 3' gRNA F AAGAGTGTAGAAAATGGTTT
Sequencing gRNA target site on 3 end of the nAChR a6 gene

A6_Seq 3" gRNA R AGATTTGATATGAGACGATT

A6 _DsRed int 5 F ATACGAAGTTATCTACGC
Genot ypi ng nAChR o6 knock-out/ DsRed knock-in

A6_DsRed_int 5 R TGATAAAAATGATAAGTGTG

A6 _DsRed_int_3" _F TTTTGCTTTTTGACTTA
CGenot ypi ng nAChR a6 knock-out/ DsRed knock-in

A6 _DsRed int 3 R GAGCACTAGTATAACTTCGT

A6_RT-PCR_F CCGCGCCGTAATAAATTGCA
Val i dating nAChR o6 knock-out

A6_RT-PCR_R GCATCATGTTCATGGTCGCC

R81T_RT- PCR F COGOGCOGTAATAAATTGCA
Val i dati ng R81T knock-in

R81T_RT- PCR R GCATCATGTTCATGGTCGCC

Bl_Seq_HA Left F Sequenci ng nAChR B1 target region and genotyping R81T GOCCCATTCAACGTTTCAGT

Bl Seq HA Left R Integration ATGGTGGTGGTTTGGTGGTT

Bl _Seq_HA Right _F CGTACCCGTACTTCGTACCG
Sequenci ng nAChR B1 target region

Bl_Seq_HA Right R AGGTCACATCGATGGTGCAG

attP2 _Bglll_F

att P2_Spel _R

Restriction ligation cloning of second attP site into pDsRed-

attP to generate pDsRed-2attP

TGAAGATCTGTAGI GCCCCAACT GGG

GCCACTAGTATAACTTCGTATAGCATACATTATACG

A6_5' HA Sphl _F

A6_5"' _HA EcoRI _R

Restriction ligation cloning nAChR o6 5 honology arminto
pDsRed- 2att P

GCATGCCCAAGGCAGECGAATGEC

GAATTCATCGCTGCAGCTGTCGCTGICTC




A6_3' HA Xhol _F

A6_3' HA Bglll_R

Restriction ligation cloning nAChR a6 3" honol ogy arminto
pDsRed- 2att P

CTCGAGTAACGGT TTAATAATTATGCAATAAG

AGATCTCGGAGGGTGTGTGCATTTT

A6_3' gRNA pCDF4_F

A6_5 gRNA pCDF4_R

G bson assenbly of nAChR o6 3’ and 5’

pCFD4

gRNA sequences into

TATATAGGAAAGATAT CCGGGTGAACTTCGCTAACGGTACAC
ACACGCCAGT TTTAGAGCTAGAAATAGCAAG

ATTTTAACTTGCTATTTCTAGCTCTAAAACCCGCAGCTCTCG
CTCTCTATCGACGT TAAATTGAAAATAGGTC

Bl_| eft _gRNA pCDF4
F

B1l_ri ght _gRNA pCDF
4 R

G bson assenbly of nachR Bl left and right gRNA sequences into
pCFD4

TATATAGGAAAGATATCCGGGTGAACTTCGTGATTGTGATCA
GATGGTGGGT TTTAGAGCTAGAAATAGCAAG

ATTTTAACTTGCTATTTCTAGCTCTAAAACCCGTAGTCGECC
TCATCCCACGACGT TAAATTGAAAATAGGTC

RoL32_F

RpL32_R

Housekeepi ng genes used as control in RT-PCRs

GCCCTTGTTCGATCCGTAAC

GCCCAAGGGTATCGACAACA




