(from 1-963 bp) 9/6/2019 11:56:02 AM

pSYC332 pYPS1-Venus 143 (7087 bp)

Nael
SgrAl
Mrel
NgoMIV

gaaatctgctcgtcagtggtgctcacactgacgaatcatgtacagatcataccgatgactgectggegactcacaactaagcaagacagcecggaaccagegecggeg
ConE’
20 40 60 80 100
Xcml Pstl

aacaccactgcatatatggcatatcacaacagtccacgtctcaagcagttacagagatgttacgaaccactagtgcactgcagtacaTTACCAATAGATAGCGGTTT
ConE' ConE scar

120 140 160 180 200

AATATAAGGTTTCAACAAGAAATATTTTGTGAAAATCAAAAGTTAATAGTTTCACTGTCGAAAATATGAAAGTTTAAGTTTTCAGTTCATCCCATTGTAGTTATCAA

220 240 260 280 300 320

BtgZI
ATTTCTGTGTTTCCCGTATATGTGTGCTCTGTATTCATCGCTATCTTGAAACTGGTTATGATCGTTGCGCATGTGACCTGTATCGCTCAAAAGAGCCCGGCACCGGT

340 360 380 400 420

ACCGGGCAAAAGCCCCTAGCAAGCTAAAATGATTCAACTTTCGTAGTAATTTGTTCAACCGGTCACAGTAAAGTCAATGACTAACTTTTGAATCGAGGATGTATTTC

440 460 480 500 520

CAATTGAAAGCAATGTATATATAAACCATTGTGTTGAAGCTTGTCTTACAGTTTTCTTGTATCCTCCCATTGTTCATATAGTACTTAAAGTACCATAATCCTTAAAG

540 560 580 600 620 640

BstEII
SexAl

AACAAACTTGAAAGAGAATACACTATACACAACTAATAAATAAAGAATAATCATGGCTGTGACCAAGACAATTGTAGTTCTACCAGGTGACCATGTTGGTCAAGAAA

660 680 700 720 740

Tth111I
Pf1FI BclI

TCACTGAAGAGGCCATTAAAGTTTTAAATGCTATTCAGGAATGTCGTCCAGACAAGGTCAATTTCAAGTTTGATCATCATTTGATCGGTGGTGCTGCAATTGATGCC

760 780 800 820 840

Stul
ACTGGTGTTCCATTACCAGACGAAGCTTTGGAGGCCTCTAAGAAAGCTGATGCCGTGCTTCTGGGTGCTGTTGGTGGTCCAAAATGGGGTACTGGCGCTGTCAGACC

860 880 900 920 940 960
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 964-2247 bp) 9/6/2019 11:56:02 AM

AGAACAAGGTCTTTTGAAAATCCGTAAGGAGTTGCAATTGTATGCTAATCTAAGACCATGTAATTTTGCATCTGATTCCTTACTAGATCTATCGCCATTGAAGCCTG

980 1,000 1,020 1,040 1,060

AAATTGCAAGAGGTACAGATTTCGTCGTTGTTAGAGAACTAGTGGGTGGTATTTATTTCGGGGAGAGAAAAGAAGATGAAGGTGATGGTGTCGCCTGGGATAGCGAA

1,080 1,100 1,120 1,140 1,160

AAGTATTCTGTGCCCGAAGTTCAAAGAATCACTAGAATGGCTGCTTTCATGGCTCTGCAACACAACCCACCTTTACCTATTTGGaCTCTAGATAAAGCCAACGTTCT

1,180 1,200 1,220 1,240 1,260 1,280

AGCATCATCAAGATTATGGAGAAAAACAGTGGAAGAGACGATTAAGAATGAATTCCCACAATTGACTGTTCAACATCAATTGATTGATTCCGCTGCTATGATCTTGG

1,300 1,320 1,340 1,360 1,380

TTAAGAACCCAACTCATCTAAATGGTATTATTATCACAAACAATATGTTTGGTGATATTATCTCCGATGAAGCCTCCGTGATCCCAGGTTCGTTAGGATTACTTCCA

1,400 1,420 1,440 1,460 1,480

BglI
TCTGCCTCCTTGGCATCTCTTCCAGATAAGAATACGGCATTTGGTTTATATGAGCCATGTCATGGCTCTGCTCCAGACTTACCAAAGGGAAAGGTTAACCCCGTAGC

1,500 1,520 1,540 1,560 1,580 1,600

AACAATCCTATCTGCTGCTATGATGTTGAAGTTGTCTCTGGACCTGTTCGAAGAAGGTGAAATTATAGAACAAGCAGTCAAGAAAGTGTTGGATTCTGGTATCAGAA

1,620 1,640 1,660 1,680 1,700

CAGCGGATCTAAAGGGTACCAACTCTACTACTGAGGTCGGTGATGCAGTAGCGAAAGCTGTCAGGGAACTATTAGCTTAGACTTAGTAGATGTACAGTTGCATACAT

1,720 1,740 1,760 1,780 1,800

BsaBI
AAGTCTGAACAGAAAGAAGTAAATATCATATCTAGTTCGGTTTAGAAATCAGTGACTATATTGGTTTTGACCAGATCGCAATCCTTGCAAGCATTTAGTAATGACTA

1,820 1,840 1,860 1,880 1,900 1,920

TCAAACCGGTGAATCATCTGATAAGGCTATATTAGCTTGTGCATTCGCATGTATCGGGAAACGAACGAGTccaccgaagtcggtgatgectgtcgecgaagaagttaa
60 LEU2 3' Hom

1,940 1,960 1,980 2,000 2,020

gaaaatccttgcttaaaaagattctctttttttatgatatttgtacataaactttataaatgaaattcataatagaaacgacacgaaattacaaaatggaatatgtt
60 LEU2 3' Hom

2,040 2,060 2,080 2,100 2,120 2,140

catagggtagacgaaactatatacgcaatctacatacatttatcaagaaggagaaaaaggaggatgtaaaggaatacaggtaagcaaattgatactaatggetcaac
60 LEU2 3' Hom

2,160 2,180 2,200 2,220 2,240
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 2248-3210 bp) 9/6/2019 11:56:02 AM

gtgataaggaaaaagaattgcactttaacattaatattgacaaggaggagggcaccacacaaaaagttaggtgtaacagaaaatcatgaaactatgattcctaattt

60 LEU2 3' Hom
[ [ [ [ [
2,260 2,280 2,300 2,320 2,340

atatattggaggattttctctaaaaaaaaaaaaatacaacaaataaaaaacactcaatgacctgaccatttgatggagtttaagtcaataccttcttgaaccatttc
’ 60 LEU2 3’ Hom :

2,360 2,380 2,400 2,420 2,440 2,460
NotI
ccataatggtgaaagttccctcaagaattttactctgtcagaaacggecttaacgacgtaccgageggeegegtgttacaaccaattaaccaattctgattagaaaa
’ 60 LEU2 3’ Hom 4 KanR Terminator [ S
[ [ [ [ [
2,480 2,500 2,520 2,540 2,560

actcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggeag

2,580 2,600 2,620 2,640 2,660

ttccataggatggcaagatcctggtatceggtetgegattecgactegtccaacatcaatacaacctattaatttceccctegtcaaaaataaggttatcaagtgagaa

2,680 2,700 2,720 2,740 2,760 2,780

atcaccatgagtgacgactgaatccggtgagaatggcaaaagcttatgecatttctttccagacttgttcaacaggeccagecattacgetcgtcatcaaaatcacteg

2,800 2,820 2,840 2,860 2,880
BpuloI AsiSI
Ajul Pvul

catcaaccaaaccgttattcattcgtgattgegectgagegaggegaaatacgegategetgttaaaaggacaattacaaacaggaatcgaatgcaaccggegeagg

2,900 2,920 2,940 2,960 2,980

Smal
TspMI
Xmal

aacactgccagcgcatcaacaatattttcacctgaatcaggatattcttctaatacctggaatgetgttttceccggggatcgeagtggtgagtaaccatgeatcatce

3,000 3,020 3,040 3,060 3,080 3,100

aggagtacggataaaatgcttgatggtcggaagaggcataaattecgtcagecagtttagtetgaccatctcatetgtaacatcattggecaacgetacctttgecat

3,120 3,140 3,160 3,180 3,200
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 3211-4173 bp) 9/6/2019 11:56:02 AM

BspDI
lal Nrul

gtttcagaaacaactctggcgeatcgggettcccatacaatcgatagattgtcgeacctgattgeecgacattategegageccatttatacccatataaatcagea

3,220 3,240 3,260 3,280 3,300

tccatgttggaatttaatcgeggectggagecaagacgtttccegttgaatatggetcataacaceccttgtattactgtttatgtaagcagacagttttattgttca

S o KamR ] KanR Promoter <%
| I I I I I
3,320 3,340 3,360 3,380 3,400 3,420
Dralll
tgatgatatatttttatcttgtgcaatgtaacatcagagattttgagacacaacgtggctttgttgaataaatcgaacttttgctgagttgaaggatcagtcatgac
3< KanR Promoter <<

I I I [ [
3,440 3,460 3,480 3,500 3,520

caaaatcccttaacgtgagttttcgttccactgagegtcagaccecgtagaaaagatcaaaggatcttettgagatectttttttetgegegtaatetgetgettge

3,540 3,560 3,580 3,600 3,620

aaacaaaaaaaccaccgctaccageggtggtttgtttgecggatcaagagetaccaactctttttccgaaggtaactggettcagecagagegecagataccaaatact

I I I I I I
3,640 3,660 3,680 3,700 3,720 3,740

gttcttctagtgtagecgtagttaggecaccacttcaagaactcetgtagcaccgectacatacctegetctgetaatectgttaccagtggetgetgecagtggega

I I I I I
3,760 3,780 3,800 3,820 3,840

BseYI

taagtcgtgtcttaccgggttggactcaagacgatagttaccggataaggegecageggtegggctgaacggggggttegtgcacacageccagettggagegaacga

I I I I I
3,860 3,880 3,900 3,920 3,940

cctacaccgaactgagatacctacagegtgagectatgagaaagegecacgettcccgaagggagaaaggeggacaggtatecggtaageggeagggtcggaacagga

3,960 3,980 4,000 4,020 4,040 4,060

BssSal
ssSI ?rdI

gagcgcacgagggagettecagggggaaacgectggtatectttatagtectgtegggtttegecacctetgacttgagegtegatttttgtgatgetegtcaggggg

I I I I I
4,080 4,100 4,120 4,140 4,160
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 4174-5029 bp) 9/6/2019 11:56:02 AM

Pcil
gcggagcectatggaaaaacgecagcaacgeggectttttacggttectggecttttgetggecttttgetcacatgttetttectgegttatecectgattetgtgg
D2 = S

I I I I I
4,180 4,200 4,220 4,240 4,260 4,280

NotIl
ataaccgtgcggecgccaatGAGGAGAACTTCTAGTATATCTACATACCTAATATTATTGCCTTATTAAAAATGGAATCCCAACAATTACATCAAAATCCACATTCT
X I LEU2 5'UTR >3

[ [ [ [ [
4,300 4,320 4,340 4,360 4,380

CTTCAAAATCAATTGTCCTGTACTTCCTTGTTCATGTGTGTTCAAAAACGTTATATTTATAGGATAATTATACTCTATTTCTCAACAAGTAATTGGTTGTTTGGCCG

3» LEU2 5'UTR »%
[ [ [ [ [
4,400 4,420 4,440 4,460 4,480
PLuTI
Sfol
BsaHI
Narl
KasI
AGCGGTCTAAGGCGCCTGATTCAAGAAATATCTTGACCGCAGTTAACTGTGGGAATACTCAGGTATCGTAAGATGCAAGAGTTCGAATCTCTTAGCAACCATTATTT
3» LEU2 5'UTR >3
[ [ [ [ [ [
4,500 4,520 4,540 4,560 4,580 4,600

TTTTCCTCAACATAACGAGAACACACAGGGGCGCTATCGCACAGAATCAAATTCGATGACTGGAAATTTTTTGTTAATTTCAGAGGTCGCCTGACGCATATACCTTT
3» LEU2 5'UTR »%

I I I I I
4,620 4,640 4,660 4,680 4,700

TTCAACTGAAAAATTGGGAGAAAAAGGAAAGGTGAGAGCGCCGGAACCGGCTTTTCATATAGAATAGAGAAGCGTTCATGACTAAATGCTTGCATCACAATACTTGA
3» LEU2 5'UTR »3

I I I I I
4,720 4,740 4,760 4,780 4,800

AGTTGACAATATTATTTAAGGACCTATTGTTTTTTCCAATAGGTGGTTAGCAATCGTCTTACTTTCTAACTTTTCTTACCTTTTACATTTCAGCAATATATATATAT

3> LEU2 5'UTR »3
I I I I I I
4,820 4,840 4,860 4,880 4,900 4,920
Pfol
ATATTTCAAGGATATACCATTCTACCCTgaattcgcatctagactgatgagacgtggtagagccacaaacagecggtacaagcaacgatctccaggaccatctgaat
3» LEU2 5'UTR > | | ConS’ '
T T T T T
4,940 4,960 4,980 5,000 5,020
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 5030-5885 bp) 9/6/2019 11:56:02 AM

catgcgcggatgacacgaactcacgacggcgatcacagacattaacccacagtacagacactgegacaacgtggcaattegtcgcaatacaacgeagaccagtgtgg
ConS'

5,040 5,060 5,080 5,100 5,120

PshAI Faul BsaAl

ggacctgtgtcttggcaataattccacaagcgggcaacgccaccgcetatecttggtgattcecttcttgagaaacgectacgtggtctacgatttggataactacgag
YPS1 promoter

5,140 5,160 5,180 5,200 5,220 5,240

Apal
PspOMI

atttccctagctcaagccaagtatggcacggggaaagagaacgtcgaagtcatcaaatctaccgttcccagtgcaataagggeccccagttacaacaacacttggtce
YPS1 promoter

5,260 5,280 5,300 5,320 5,340

FspAl

taactacgcctccgecacgtecggtggtaatatttttaccaccgtgegecactttcaatggecaccagtactgecaccactacgaggtcaaccaccaccaagaagacaa
YPS1 promoter

5,360 5,380 5,400 5,420 5,440

BbsI Sall

actctaccactactgcaaagtcgactcataaaagcaagagggcactccagagggctgctaccaactccgettccagtatacgetctaccttgggtttactgetagtce
YPS1 promoter

5,460 5,480 5,500 5,520 5,540 5,560

ccctecttactcatcctttecgttttcttttcgtaaaaaaaaacaatagacactatatatagacactttttcctttecttctttgegegatttcaagaggaaaagea
YPS1 promoter

5,580 5,600 5,620 5,640 5,660

Mlul

tacttaaataagaatattcctaaaacacacgttctgacgegtcaattagatcgtcagaccttgecatgcageccaagacaccctcacatagecactgectecttectect
YPS1 promoter

5,680 5,700 5,720 5,740 5,760

Alel

cttttctgtcaccacctcacctccctcgtccactcaactgagtggettttcgetecttttatactgegecatgagtagttttegtttcactgatgtgtccgaaaaaa
YPS1 promoter

5,780 5,800 5,820 5,840 5,860 5,880

https://benchling.com/susanychen/f/lib_pDj5Kf0e-plasmids-082-/seq_mFWJaDY6-psyc332-pypsl-venus-143/edit 6/8



pSYC332 pYPS1-Venus 143 (7087 bp) (from 5886-6848 bp) 9/6/2019 11:56:02 AM

Afl1II

ttgaggtttcataaaaaaattcgtggacttatttatggagaaacagggaaatccgactacttaagaaaagggtgtcaaagaggatttacttttttecttctttttge
YPS1 promoter

5,900 5,920 5,940 5,960 5,980

atttgttcctatttccgcaattggacggttattaagaagaacgcaattggecttttctgtatattaaaatacatagcgtaataaaaagataaggtgaacaccaagceat
YPS1 promoter

6,000 6,020 6,040 6,060 6,080

atagtataatattacctaccacatAGATCTATGtctaaaggtgaagaattattcactggtgttgtcccaattttggttgaattagatggtgatgttaatggtcacaa

YPS1 promoter Venus

6,100 6,120 6,140 6,160 6,180 6,200

Mscl

attttctgtctccggtgaaggtgaaggtgatgetacttacggtaaattgaccttaaaattgatttgtactactggtaaattgecagttccatggecaaccttagtca

Venus

6,220 6,240 6,260 6,280 6,300

NdeI

ctactttaggttatggtttgcaatgttttgectagatacccagatcatatgaaacaacatgactttttcaagtctgecatgecagaaggttatgttcaagaaagaact

Venus

6,320 6,340 6,360 6,380 6,400 6,420

atttttttcaaagatgacggtaactacaagaccagagctgaagtcaagtttgaaggtgataccttagttaatagaatcgaattaaaaggtattgattttaaagaagg

Venus

6,440 6,460 6,480 6,500 6,520

tggtaacattttaggtcacaaattggaatacaactataactctcacaatgtttacatcactgctgacaaacaaaagaatggtatcaaagctaacttcaaaattagac

Venus

6,540 6,560 6,580 6,600 6,620

acaacattgaagatggtggtgttcaattagctgaccattatcaacaaaatactccaattggtgatggtccagtcttgttaccagacaaccattacttatcectatcaa

Venus

6,640 6,660 6,680 6,700 6,720 6,740

BamHI

tctgecttatccaaagatccaaacgaaaagagagatcacatggtcettgttagaatttgttactgetgetggtattacccatggtatggatgaattgtacaaaggatce

Venus

6,760 6,780 6,800 6,820 6,840
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pSYC332 pYPS1-Venus 143 (7087 bp) (from 6849-7087 bp) 9/6/2019 11:56:02 AM

PaeR71
PspXI
XhoI
T1iI
ctaactcgaggcgaatttcttatgatttatgatttttattattaaataagttataaaaaaaataagtgtatacaaattttaaagtgactcttaggttttaaaacgaa
ScADH1 Terminator

6,860 6,880 6,900 6,920 6,940

aattcttattcttgagtaactctttcctgtaggtcaggttgetttctcaggtatageatgaggtegetettattgaccacacctetaccggeatgecgagcaaatge
ScADH1 Terminator

6,960 6,980 7,000 7,020 7,040 7,060

ctgcaaatcgctecccatttegetg

7,070 7,080
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