Table S1. Primers

Name Sequence (5' to 3') Function
pap6 away F GGGGCTAGCGGGATTTGATTTTACGAGAGAGATTTGC e
pgp6 away R GGGGCTAGCTCACGTTGTCCTCTGAGAGTAATC
pgp6@mCherry F GAGAAAGGATCTGCGGCCGCATGAACAAACTAAAAAAAGAAGCGAATGTC | )

rt pgp6 into pBOMB4-Tet-mCh
pgp6@mCherry R GAATGGTCGACCGGTACCTGCAGTGACGGAGGATCAGCTCTTTTGC nsert pgpo into p et-mCherry
ofp@pUC19 F GGTGCCTCACTGATTAAGCATTGGTAAGATGCCCGACGGTCTTTATAGCGG Insert ot into pUC1S
ofp@pUC19 R GGTAACAGGATTAGCAGAGCGAGGTTACTTGTATAGTTCATCCATGCCATGTG gip intop

mCherry@gfp F
mCherry@gfp R
aadA F

aadAR
trpA@pUC18A F
trpA@pUC18A R
ctl0063@pUC18A F
ctl0063@pUC18A R
ctl0064@pUC18A F
ctl0064@pUC18A R
ctl0065@pUC18A F
ctl0065@pUC18A R
trpA away F

trpA away R
ctl0063 away F
ctl0063 away R
ctl0064 away F
ctl0064 away R
ctl0065 away F
ctl0065 away R
bla-gfp F

bla-gfp R
homRR@pSUmC F
homRR@pSUmC R
aadA@pBOMB F
aadA@pBOMB R
mCherry@pBOMB F
mCherry@pBOMB R
trpA@gfp F
trpA@gfp R
surround trpA F
surround trpA R
surround ctl0063 F
surround ctl0063 R
surround ctl0064 F
surround ctl0064 R
surround ctl0065 F
surround ctl0065 R
gapdh s

gapdh a-s

16S's

16S a-s

pPgpP7 s

pgp8 a-s

dfps

gfp a-s

mCherry s
mCherry a-s

trpAs

trpA a-s

ctl0063 s

ctl0063 a-s

ctl0064 s

ctl0064 a-s

ctl0065 s

ctl0065 a-s

GGTTTTTATCAAATTTACAAAAGGAAGCCGATCTAGATGGTCTCTAAGGGCGAGGAAGAC
CGCCCCGCCCTGCCACTCATCGTTATTTGTACAGCTCATCCATGCCACCGG
CCGAAGCTTATCATCATGCCTCCTCTAGACC
CCGAAGCTTGAGGGTTATTTGCCGACTACCTTG
GGTCTGACGCTCAGTGGAACGCGAGAGCGGTTGAGTGCTATTT
CTGGCGTTACCCAACTTAATCGCCGCTCTTGTTGGTTTCGGCATTG
GGTCTGACGCTCAGTGGAACGGGCATGTGGTTGCTGCTGGTTTGTG
CTGGCGTTACCCAACTTAATCGCCCTCCCTTTCAACTCCTCATTGCTATCC
GGTCTGACGCTCAGTGGAACGGGGAGGACTAGGTTTAGTTTGCGG
CTGGCGTTACCCAACTTAATCGCCCACGGGAGAGGACATCGTAGAATTTC
GGTCTGACGCTCAGTGGAACGCCATCTTCCAGTGGATGCGAAGGT
CTGGCGTTACCCAACTTAATCGCCGCATCAAAGATAATCCGTTGGGGCTG
GGGGGCGCGCCTTTATGAATATGAATATGAAGCCCAGGCATCG
GGGGGCGCGCCAAATTCCTCTGTTTCTGCGGATGATTTGTGG
GGGGGCGCGCCTAAAGAGAAGGTATACGGTGTTCGGTCC
GGGGGCGCGCCCATAAATCCTCCGCCGAAGCAATAAC
GGGGGCGCGCCGGGAATATCTAAGAACATTTTCTAATAGGGAAGAGG
GGGGGCGCGCCTACTACTTCCTCTTAATAGTTGAAAGGACCG
GGGGGCGCGCCGTCTGTCTGTAAGAAAGAGCAGATAGGACACAC
GCCGGCGCGCCCATATAAGGATTTAGGTCTTTTTGCCTATTCTTCAC
GGGGGCGCGCCGGAAATGTGCGCGGAACCC
GGGGGCGCGCCTTACTTGTATAGTTCATCCATGCCATGTG
CTGCAGGTACCGGTCGACCATTCGGTCTGACGCTCAGTGGAACG
GATCTTTCTACGGGGTCTGACGCTCCTGGCGTTACCCAACTTAATCGCC
CAGCTCATCCATGCCACCGGTAGATCATCATGCCTCCTCTAGACC
CACGGATCCGACGTCTTAAGACCCGAGGGTTATTTGCCGACTACCTTG
TGCCTCACTGATTAAGCATTGGTAACTGTCGATGCCCGACGGTCTTTATAGCGG
CTCAGAAGATCCTTTGATCTTTCTACGGGGTTACTTGTACAGCTCGTCCATGCCG
CAAAAGGAAGCCGATCTAGTTGAGTAAAGGAGATGAGTAAATTAACCCAAGTTTTTAAAC
GCCCCGCCCTGCCACTCATCGTTATCCAGGAATAACTGTTTGTGC
CATTGGAGTCTTCACATGCTCTCG
TCTATACAGACAACTATGAAGCCCAGATA
TAGTAGCTCTTGCAGGGTGTGCTT
TACTACTTCCTCTTAATAGTTGAAAGGACCG
TAAAGAGAAGGTATACGGTGTTCGGTCC
CATATAAGGATTTAGGTCTTTTTGCCTATTCTTCAC
GGGAATATCTAAGAACATTTTCTAATAGGGAAGAGG
TGGATTAGGAGAACGCAAAGCTGC

CCTGGAGAAACCTGCCAAGTATG

AGACAACCTGGTCCTCAGTGTA

CCTGGTAGTCCTTGCCGTAAAC

TACTCCTCAGGCGGCATACTTA
GACAACGCTTCAAAGAAGATGGCTCTAATATAG
CCTCTAGTACAAACACCCCCAATATTGTG

GTGCCATGCCCGAAGGTTAT

CTTCAGCACGTGTCTTGTAGTTCC

AGATCAAGCAGAGGCTGAAGCTGA

ACTGTTCCACGATGGTGTAGTCCT

GACGCGGGAATAAATGGTGTGT

GGCGTTGTCCCTGCAGAAAT

TAACCTATCTGTGGGAGGGAAG

GGCATCTACCGTAGGATCTGTA

TTCGGAGCTCATAGGAGAACT

GCTCATTCACAGGAGGGAATAC

TCGTAGAGGTTCTGCTAGCCTTT

TCGGTAATCACGCCTCCGATAA

Replace gfp with mCherry in pBOMB4-Tet-
mCherry

Insert aadA into pUC18

Insert trpA+3kbp into pUC18A
Insert ctl0063+3kbp into pUC18A
Insert ctl0064+3kbp into pUC18A
Insert ctl0065+3kbp into pUC18A
Delete trpA

Delete ctl0063

Delete ctl0064

Delete ctl0065

Amplify bla-gfp cassette

Insert homologous recombination targeting
region into pSUmC

Insert aadA into pBOMB4-Tet-mCherry
Insert mCherry into pBOMB4-Tet-mCherry
Replace gfp with trpA in pCOMa

Amplify sequence surrounding trpA
Amplify sequence surrounding ctl0063
Amplify sequence surrounding ctl0064
Amplify sequence surrounding ctl0065
Amplify Mus musculus gapdh by qPCR

Amplify C. trachomatis L2 16S by qPCR

Amplify junction between pgp7 and pgp8 from

the native pL2 plasmid by gPCR

Amplify gfp by qPCR
Amplify mCherry by qPCR
Amplify trpA by gPCR
Amplify ctl0063 by qPCR
Amplify ctl0064 by qPCR

Amplify ctl0065 by qPCR



