Description Experiments used Dilution for Map
infection
vXCl Sindbis virus expressing mCherry Rolony quantifications 1:10 https://benchling.com/s/iwgYgAZi
and a N20 barcode in the 3'UTR
IDP468- | Sindbis virus expressing mCherry Calibration of sequencing channels 1:100 https://benchling.com/s/JX8PQYOR
F2
JK100L2 | Sindbis virus expressing GFP and a 15-base sequencing and comparison 1:100 https://benchling.com/s/EKtQttOe

N30 barcode in the 3'UTR

between SOLID and Illumina

Supp Table S1. List of viruses used.




XC11 /5phos/aatcagccataccacatttgtagaggtgTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC

49 TATCTTCTTgggccgcegactctagatcat IDP468-F2 padlock, nogap
XC11 /5phos/ccacatttgtagaggtgcataatgttgcTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC

51 TATCTTCTTgggccgcegactctagatcat IDP468-F2 padlock, 11nt gap
XC11 /5phos/gtgcataatgttgcgcagtgttgTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGCTAT

57 CTTCTTaatcagccataccacatttgtagag pXC1 padlock

XC11 /5phos/gtactgcggecgcetacctaaTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGCTATCT

64 TCTTacacgacgctcttccgatct padlock for JK100L2 barcode
XC12

15 /SAMMC12/T+AC+AG+CT+AG+CG+GT+GGTCGTACCTCACGACG JK100L2 LNA RT primer
XC12 IDP468-F2 and pXC1 LNA RT primer
16 /SAMMC12/G+GT+TA+AT+AT+AG+TG+GTTATGTGGCAACACTGC with single crosslinker

Padlock probes for subsampling
XC16 /5phos/gtgcataatgttgcgcagtgttgTectctatgattactgactgegtctaTTTAGTGGAGCCATTGCTATCTTCT Taatcagee — rolonies from vXC1, use XC92 to
15 ataccacatttgtagag visualize

Padlock probes for subsampling
XC16 /5phos/gtgcataatgttgcgcagtgttgTgactgtectctggacaataccgtccTTTAGTGGAGCCATTGCTATCTTCTTaatcag  rolonies from vXC1, use XC1380 to
16 ccataccacatttgtagag visualize

fluorescent probe for visualizing all

rolonies except those made with

XC92 /STYES63/CCTCTATGATTACTGACTGCGTCTa XC1616

XC13

80 /5TYES63/atatagactgtcctctggacaataccgtcc fluorescent probe for XC1616 rolonies
XC15 /5phos/aatcagccataccacatttgtagaggtg TCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC

95 TATCTTCTTgggccgegactctagatc*a*t padlocks for in vitro tests, no gap
XC15 /5phos/ccacatttgtagaggtgcataatgttgcTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC

96 TATCTTCTTgggccgcgactctagatc*a*t padlocks for in vitro tests, 11nt gap
XC15 mock cDNA for testing gap filling in
29 cacctctacaaatgtggtatggctgattatgatctagagtcgcggecc/3phos/ vitro

XC13 /5phos/aatcagccataccacatttgtagaggtgTCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC  barcode padlocks for calibration, to be
08 atcgTATCTTCT Tgggccgcegactctagatcat used on IDP468-F2

XC13 /5phos/aatcagccataccacatttgtagaggtg TCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC  barcode padlocks for calibration, to be
09 tcgaTATCTTCTTgggccgcegactctagatcat used on IDP468-F2

XC13 /5phos/aatcagccataccacatttgtagaggtg TCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC  barcode padlocks for calibration, to be
10 cgatTATCTTCTTgggccgcegactctagatcat used on IDP468-F2

XC13 /5phos/aatcagccataccacatttgtagaggtg TCCTCTATGATTACTGACTGCGTCTATTTAGTGGAGCCATTGC  barcode padlocks for calibration, to be
11 gatcTATCTTCTTgggccgcgactctagatcat used on IDP468-F2

XC13 Ilumina seq primer for barcode

12 ACTGCGTCTATTTAGTGGAGCCATTGC padlock calibration.
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/5phos/TCTCGGGAACGCTGAAGAacactgcgcaacattatgca
cagccataccacatttgtagagg
/5phos/gtactgcggccgctacctaaTCCTCT
/5phos/tactgcggccgcetacctaaTCCTCT
/5phos/actgcggecgcetacctaaTCCTCT
/5phos/ctgcggecgcetacctaaTCCTCT

/5phos/tgcggecgctacctaaTCCTCT

Supp Table S2. List of oligonucleotides used.

3'UTR RT primer for IDP468-F2, for
FISSEQ

3'UTR RCA primer for IDP468-F2,
for FISSEQ

SOLID sequencing primers for
padlocks XC1164

SOLID sequencing primers for
padlocks XC1164

SOL.ID sequencing primers for
padlocks XC1164

SOL.ID sequencing primers for
padlocks XC1164

SOLID sequencing primers for
padlocks XC1164



