Noel - 184 - CATA TG
Kasl - 235 - G

Scal - 4910 - AGTACT,

Poil - 3537 - ACATG_T
Clal -3474 - ATCG AT

EcoRV - 2205 - GATATC

Scal - 5120 - AGTACT,

Poil - 3747 - ACATG T
Clal -3684 - ATCG_AT
Miud - 3677 - ACGCG_T

Ascl - 3667 - GG'CGCG_CC

Ascl - 3457 - GG'CGCG_CC’

Mrel - 3040 - CAATT_G

EcoRV - 2205 - GATATC
Bgil - 2343 - AGATC_T

Clal - 3656 - ATCG_AT Ascl - 87 - GECGCG_CC

Ndel - 184 - CATA TG
Kasl - 235 - G

Aafll - 6516 - G_ACGT
Zral - 6514 - GACGIC,

ECoRV - 2205 - GATATC
Bgill - 2343 - AGATC_T

Ascl - 3457 - GGCGCG_CC Ml - 3040 - CAATT_G

Noel - 184 - CATA TG
Kasl - 235 - G

Noel - 184 - CATA TG
Kasl - 235 - G

Aatll -6128 - G ACGT'C
Zral - 6126 - GACGTC

Scal - 4992 - AGTACT,

Poil -3619 - ACATG_T
- 3556 - AT'CG,_AT

Bl - 2918 - TGATC_A- dam methylated!

Bel - 2918 - TGATC_A- dam methylated!

Bghl - 2343 - AGATC_T
Neil- 2397 - A TGCAT
Hpal - 2504 - GTTAAC

‘Bl - 2918 - TGATC_A - dam methylated!

0l 4022 4TCG AT
TGTAC A

Mfel - 3752 - CAATT G

Clal - 3738 - ATCG_AT Asd - 3539 - GE'CGCG_CC

Pl -4783 - ACATG T
Clal - 4720 - ATCG AT
Md 4713 BOGCG T

Asd - 4703 - GE'CGCG_CC

Avill - 4566 - CCTAG G
EcoRV - 2205 - GATATC

Bgil -2343 - AGATC T
Nsi-2397 - A TGCAT

Hpal - 2544 - GTTAAC

Agel - 4337 - ACCGGT

Swa - 3869 - ATTTARAT'

‘Bl -2918 - TGATC_A- dam methylated!

; oC
BsrGl- 3082 - TGucA

Asdl -3539 - GG'CGCG_CC Hpal - 3647 - GTTAAC

Kasl - 235 - GGCGC_C
Kaﬂ-n-si;g%cm Kasl - 235 - GGCGC.( - 236 - GG'CG_CC
B -237 - GGC'GCC Naﬂ-zs&-;iG‘GOGGcTOC Sfol - 237 - GGC'
Bbel - 239 -G GEGCC - 237~ Aat- 8737 G ACGT'G Bbel - 230 G (
> Bbel - 239 - G GCGC'C EcoRl-396-G
ey 2201 7961 G AOGTG EcoRl - 396 - GAATT_C Aatl- 8043 G ACGTC EcoR! - 396 - GAATT_C 2l ST30 h Ecos3i|9?40(il-\AG1;rG'_CTC
Scai - 7519 - AGTACT FeoSaid - 404 GAGCTC Zral - 8041 - GACGT Eco53K - 404 - GAGCTC 5 AGTACT Sl 406G e
cal - - Saxc’::‘;ld_og-zlf_é\BCT'CG Scal - 7601 - Sacl - 406 - G AGCT'C Xmal - 412 - CCCGG_G
2. CCGG Xmal - 412 -CCCGG_G Smal - 414 - CCC'GGG
BamHI - 417 - GGATC_C Smal - 414 - CCC'GGG BamHi - 417 - GGATC_C
BamHl 417 - GGATC BaHi -417-GGATC C  pyui - 6852- ACGCG T Xbal - 423 - TCTAG A
60 AAAC -423-TCTAG | Nael - 6848 - GCC'GGC Ve
Aflll - 700 - CTTAA G y ¢ R

Sphl - 5630 -G_CATGC

Psfl -1114 - C_TGCAG

'CGCG_CC

Miu - 6158 - ACGCG_T Pstl- 1114 CTG(‘.AG %|M6705 CCTAG_G

Sphi - 6406 - G_CATG'C

EcoRV - 2719 - GATATC

Swal - 5232 - ATTT AAAT 02887 - GTCGA C~ Swal - 5314 - ATTTAAAT - 2777 - GAATT_C Asdl - 5678 - GG'CGCG_CC
SnaBl - 2980 - TACGTA Safl - 2887 - GTCGA (
Asdl - 4902 - GG'CGCG_CC Hindlll - 3508 - AAGCT_T Ascl - 4984 - GG'CGCG_CC SnaBl - 2980 - TAC'GTA
el - 4485 - Bcll - 3568 - TGATC_A - darn methylated! -3508 - AAGCT_T
Bglll - 3788 - AGATC_T Bglll - 3788 - AGATC_T
Stul - 3886 - AGG'Ct Nsil - 3842 - A T Spel - 4019 ACTAGT

Figure S1:
Summary of all the final pRLY-vectors described

in the text. Unique restriction sites are in blue, and other restriction sites of interest are in black.

A) pRLY-based counterselection vectors expressing the pyrFE genes. B) pRLSAYx9 plasmids, that are used to restore the pyrFE genes to wildtype.



