(from 1-749 bp) 5/28/2022 11:05:42 PM

PcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp)

BglII

gacggatcgggagatctcccgatcccctatggtgecactctcagtacaatetgetetgatgecgecatagttaagecagtatetgeteectgettgtgtgttggaggte
ctgcctageectctagagggetaggggataccacgtgagagtcatgttagacgagactacggegtatcaatteggtcatagacgagggacgaacacacaacctcecag
pRS-marker

10 20 30 40 50 60 70 80 90 100

Mfel Bpulo@I Nrul

gctgagtagtgegegagcaaaatttaagctacaacaaggcaaggettgaccgacaattgecatgaagaatctgettagggttaggegttttgegetgettegegatgt
cgactcatcacgcgctegttttaaattcgatgttgttecgttccgaactggetgttaacgtacttcttagacgaatcccaatccgcaaaacgegacgaagegetaca

110 120 130 140 150 160 170 180 190 200 210

Af1III
MIul Spel

acgggccagatatacgegttgacattgattattgactagttattaatagtaatcaattacggggtcattagttcatageccatatatggagttcecgegttacataac
tgcecggtctatatgegeaactgtaactaataactgatcaataattatcattagttaatgecccagtaatcaagtategggtatatacctcaaggegeaatgtattg

| CMV_enhancer »3

220 230 240 250 260 270 280 290 300 310 320

ttacggtaaatggcecgectggetgaccgeccaacgacceccgeccattgacgtcaataatgacgtatgttcccatagtaacgecaatagggactttecattgacgt
aatgccatttaccgggeggaccgactggegggttgetgggggcgggtaactgeagttattactgecatacaagggtatcattgeggttatecctgaaaggtaactgea

3» CMV_enhancer »2
330 340 350 360 370 380 390 400 410 420
NdeI

caatgggtggagtatttacggtaaactgcccacttggecagtacatcaagtgtatcatatgecaagtacgeceectattgacgtcaatgacggtaaatggececgectg
gttacccacctcataaatgccatttgacgggtgaaccgtcatgtagttcacatagtatacggttcatgegggggataactgecagttactgecatttaccgggeggac

3» CMV_enhancer »2

430 440 450 460 470 480 490 500 510 520 530

SnaBI CspCI

gcattatgcccagtacatgaccttatgggactttcctacttggecagtacatctacgtattagtcategetattaccatggtgatgeggttttggeagtacatcaatg
cgtaatacgggtcatgtactggaataccctgaaaggatgaaccgtcatgtagatgecataatcagtagegataatggtaccactacgeccaaaaccgtecatgtagttac

3» CMV_enhancer P CMV promoter »2

540 550 560 570 580 590 600 610 620 630 640

ggcgtggatageggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggecaccaaaatcaacgggactttccaaaatgtegt
ccgcacctatcgeccaaactgagtgeccctaaaggttcagaggtggggtaactgecagttaccctcaaacaaaaccgtggttttagttgecctgaaaggttttacagea

3» CMV promoter 72

650 660 670 680 690 700 710 720 730 740
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 750-1177 bp) 5/28/2022 11:05:42 PM

Sacl
Eco53kI

aacaactccgccccattgacgcaaatgggeggtaggegtgtacggtgggaggtctatataagecagagetetetggetaactagagaacccactgettactggettat
ttgttgaggeggggtaactgegtttaccegecatecgecacatgecacectecagatatattegtetegagagaccgattgatetettgggtgacgaatgaccgaata

CMV-F
3S» CMV_promoter
750 760 770 780 790 800 810 820 830 840 850
BamHI
BmtI Af1II Acc651 Eco53kI EcoRI
Bsal Nhel PmeI| HindIII  KpnI| SacI Spel BstXI

cggatccactagtccagtgtggtggaattcATGTCC

gcttggtaccgagcticggatccactagtccagtgtggtggaattcATGTCC

cgaaattaatacgactcactatagggagacccaagctggectagegtttaaacttaagettggtaccgagetcggatccactagtccagtgtggtggaattcATGTCC
gctttaattatgectgagtgatatcectctgggttcgaccgatcgcaaatttgaattcgaaccatggetcgagectaggtgatcaggtcacaccaccttaagTACAGG

2
M S
\ T7 >
T7 promoter »2
860 870 880 890 900 910 920 930 940 950 960
PaeR71
PspXI
BsoBI
Xhol
TliI
Agel Aval

GCAGCCATGAGGGAGAGGTTCGAC

GCAGCCATG

GCAGCCATGAGGGAGAGGTTCGACCGGTTCCTGCACGAGAAGAACTGCATGACTGATCTCCTCGCCAAGCTCGAGGCCAAGACCGGAGTGAACCGGAGCTTCATCGC

CGTCGGTACTCCCTCTCCAAGCTGGCCAAGGACGTGCTCTTCTTGACGTACTGACTAGAGGAGCGGTTCGAGCTCCGGTTCTGGCCTCACTTGGCCTCGAAGTAGCG

4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38
AAAMRERE FEFDARTEFEFLMHEI KN CMTDILILAKILEAIKTS GV NIRSF I A

3» mouse REEP5/DP1 »2
970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070
Psrl

GCTCGGTGTCATCGGACTGGTGGCTTTGTATCTGGTGTTCGGTTATGGAGCCTCTCTCCTCTGCAACCTGATAGGTTTCGGATACCCAGCCTACATCTCAATGAAAG
CGAGCCACAGTAGCCTGACCACCGAAACATAGACCACAAGCCAATACCTCGGAGAGAGGAGACGTTGGACTATCCAAAGCCTATGGGTCGGATGTAGAGTTACTTTC

40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72
L G)v I G,L VAL YL V FG) GASLLCNILTIGFG)N P A Y I S MK

3» mouse REEP5/DP1 »3

1,080 1,090 1,100 1,110 1,120 1,130 1,140 1,150 1,160 1,170
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 1178-1712 bp) 5/28/2022 11:05:42 PM

Dralll EcoRI

CCATCGAGAGTCCCAACAAAGATGATGACACCCAGTGGCTGACGTACTGGGTGGTATATGGTGTGTTCAGCATTGCCGAATTCTTCTCCGATCTCTTCCTGTCCTGG

GGTAGCTCTCAGGGTTGTTTCTACTACTGTGGGTCACCGACTGCATGACCCACCATATACCACACAAGTCGTAACGGCTTAAGAAGAGGCTAGAGAAGGACAGGACC

74 76 78 80 82 84 86 88 90 92 94 96 98 100 102 104 106 108
AI E S PNKDUDUDT QWL T)Y WVVYGVY FSTIAETFTEFESDILTETLSW

mouse REEP5/DP1

1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280

TTCCCCTTCTACTACATGCTGAAGTGTGGCTTCCTGCTGTGGTGCATGGCCCCCAGCCCGGCTAATGGGGCTGAGATGCTCTACAGGCGAATCATCCGTCCTATCTT

AAGGGGAAGATGATGTACGACTTCACACCGAAGGACGACACCACGTACCGGGGGTCGGGCCGATTACCCCGACTCTACGAGATGTCCGCTTAGTAGGCAGGATAGAA

11 112 114 116 118 120 122 124 126 128 130 132 134 136 138 140 142 144
F PFYYMILKTCGFLLWCMAPSPANSGAEMILYRRTITIRPIF

mouse REEP5/DP1

1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390

BmgBI PstI

CCTCAAGCACGAGTCCCAGGTAGACAGTGTGGTGAAGGACGTGAAGGACAAAGCCAAAGAGACTGCAGATGCCATCAGCAAAGAAGTCAAGAAAGCTACAGTGAACT

GGAGTTCGTGCTCAGGGTCCATCTGTCACACCACTTCCTGCACTTCCTGTTTCGGTTTCTCTGACGTCTACGGTAGTCGTTTCTTCAGTTCTTTCGATGTCACTTGA

146 148 150 152 154 156 158 160 162 164 166 168 170 172 174 176 178 180
L K HESQVDSVVKDVKDIKAKETADA AISIKEVKIKAT VN

mouse REEP5/DP1

1,400 1,410 1,420 1,430 1,440 1,450 1,460 1,470 1,480 1,490

atggtgagcaagggc
TGCTGGGCGATGAGAAGAAGAGCACCatggtgagcaagggcgaggagctgttcaccggggtggtgcccatectggtecgagetggacggegacgtaaacggecacaag
ACGACCCGCTACTCTTCTTCTCGTGGtaccactcgttcccgetectecgacaagtggecccaccacgggtaggaccagetegacctgecgetgeatttgeeggtgtte

GCTACTCTTCTTCTCGTGGtaccactcgttcccgetcctcgacaagtggecccaccacgg

182 184 186 188 2 4 6 8 10 12 14 16 18 20 22 24 26
LL G D E KK STWMVSKGEEILE FTG GV VY PTILVEULUDTGDUVNSGHK
EGFP-N
mouse REEP5/DP1 1 mEmerald
1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600
Bcgl

ttcagcgtgtceggegagggegagggcgatgecacctacggeaagetgacectgaagttcatetgecaccaccggeaagetgecegtgecetggeccacectegtgac

aagtcgcacaggccgetccegeteecgetacggtggatgecgttegactgggacttcaagtagacgtggtggecgttegacgggecacgggaccgggtgggageactg
28 30 32 34 36 38 40 42 44 46 48 50 52 54 56 58 60 62
F SV S GEGEGDATYGKLTLKEFTICTTG GIKLZPVPWPT.L VT

mEmerald

1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 1713-2247 bp) 5/28/2022 11:05:42 PM

Pfol

caccttgacctacggegtgeagtgettegeecgetaccecgaccacatgaageageacgacttettcaagtecgecatgeccgaaggetacgtccaggagegeacca

gtggaactggatgecgeacgtcacgaagegggegatggggetggtgtacttegtegtgetgaagaagttcaggeggtacgggettecgatgeaggtectegegtggt
64 66 68 70 72 74 76 78 8 82 84 8 88 90 92 94 96 98
T L T Y GV Q CF ARYPDHMIKOQMHDE FZFIKSAMPEG)Y V Q ERT

3» mEmerald »

1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810

aaggacgacggcaactacaag

tcttcttcaaggacgacggcaactacaagacccgegecgaggtgaagttegagggegacacectggtgaaccgeatcgagetgaagggeategacttcaaggaggac

agaagaagttcctgetgecgttgatgttctgggegeggetecacttcaageteccgetgtgggaccacttggegtagetegactteccgtagetgaagttectectg
100 102 104 106 108 110 112 114 116 118 120 122 124 126 128 130 132 134
IF F KDDGNYKTRAEV K FEGDTLV NI RTIETLIKTGTIUDTFKE D

< EXFP-R
S» mEmerald »S

1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920

ggcaacatcctggggcacaagetggagtacaactacaacagecacaaggtctatatcaccgecgacaagcagaagaacggeatcaaggtgaacttcaagaccegeca

ccgttgtaggaccccgtgttcgacctcatgttgatgttgtcggtgttccagatatagtggeggetgttegtecttettgecgtagttccacttgaagttetgggeggt
136 138 140 142 144 146 148 150 152 154 156 158 160 162 164 166 168 170
G NI LGHIKILEYNYNSHIKVYTITADIZ KU QKNG GIKV NF K TR H

3» mEmerald »2

1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030

Bpulol

caacatcgaggacggcagcgtgcagetegeegaccactaccagecagaacacceccateggegacggeccegtgetgetgeecgacaaccactacctgageacccagt

gttgtagctcctgecgtegeacgtegageggetggtgatggtegtettgtgggggtageecgetgecggggcacgacgacgggetgttggtgatggactegtgggtea
172 174 176 178 180 182 184 186 188 190 192 194 196 198 200 202 204
N IEDGSV QL ADUHYQQNTU®PTIGDSGPVLLPDNUHYILSTNAQ

3> mEmerald »$

2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140

BlpI BsrGI  Xbal

ccaagctgagcaaagaccccaacgagaagegegatcacatggtectgetggagttegtgaccgecgecgggatcacteteggeatggacgagetgtacaagTAAtet

ggttcgactcgtttetggggttgetettegegetagtgtaccaggacgacctcaagecactggeggeggeectagtgagagecgtacctgetegacatgttcATTaga
206 208 210 212 214 216 218 220 222 224 226 228 230 232 234 236 238 1
SK L S K DPNZEIKIRDUHMVLLEZFVTAAGTITLGMDETIL Y K =*

EGFP-C
3» mEmerald

2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 2248-2889 bp) 5/28/2022 11:05:42 PM

Apal
Eco01091
PspOMI ~ Pmel BclI

agagggcccgtttaaacccgectgatcagectcgactgtgecttctagttgecagecatectgttgttttcctaataaaatgaggaaattgecatcgecattgtctgagta
tctcccgggeaaatttgggecgactagtcggagetgacacggaagatcaacggtceggtagacaacaaaaggattattttactectttaacgtagegtaacagactceat
BGH-rev

2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350

BbsI

ggtgtcattctattctggggggteggggtggggcaggacagcaagggggaggattgggaagacaatagecaggeatgetggggatgeggtgggetetatggettetgag
ccacagtaagataagaccccccaccccaccecgtectgtegtteecccctectaacecttetgttategtecgtacgaccectacgecacccgagataccgaagactce

2,360 2,370 2,380 2,390 2,400 2,410 2,420 2,430 2,440 2,450 2,460

gcggaaagaaccagetggggetctagggggtatecccacgegecctgtageggegeattaagegeggegggtgtggtggttacgegeagegtgaccgetacacttge
cgectttecttggtecgacccecgagatcecccataggggtgegegggacategecgegtaattegegeecgeccacaccaccaatgegegtegeactggegatgtgaacg
fl ori

2,470 2,480 2,490 2,500 2,510 2,520 2,530 2,540 2,550 2,560

cagcgecctagegeccgetectttegetttetteccttectttetegecacgttegecggetttececgtcaagetctaaategggggeteectttagggttecgat
gtcgegggatcegegggegaggaaagcgaaagaagggaaggaaagageggtgcaageggecgaaaggggeagttegagatttageccecgagggaaatcccaaggeta

Flori-R
f1l ori

2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670

Dralll

ttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggecategecctgatagacggtttttegeecctttgacgttggagtece
aatcacgaaatgccgtggagetggggttttttgaactaatcccactaccaagtgecatcacccggtagegggactatctgecaaaaagegggaaactgeaacctcagg
1 ori

2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780

Alol
BsaXI PsilI

acgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgecgatttecggectattggtt
tgcaagaaattatcacctgagaacaaggtttgaccttgttgtgagttgggatagagccagataagaaaactaaatattccctaaaacggetaaagecggataaccaa

Flori-F
f1 ori

2,790 2,800 2,810 2,820 2,830 2,840 2,850 2,860 2,870 2,880
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 2890-3424 bp) 5/28/2022 11:05:42 PM

XmnI

aaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggetccccageaggecagaagtatgea
ttttttactcgactaaattgtttttaaattgegecttaattaagacaccttacacacagtcaatcccacacctttcaggggtccgaggggtegtecgtcttcatacgt
SV4@ promoter

f1l ori pBABE 3’
2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
NsiI NsiI
BstAPI SexAI BstAPI

aagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggetccccagecaggcagaagtatgcaaageatgecatctcaattagtcagecaaccatagtcec
ttcgtacgtagagttaatcagtcgttggtccacacctttcaggggtccgaggggtcgtecgtettcatacgtttcgtacgtagagttaatcagtegttggtatcagg
SV40 promoter

3,000 3,010 3,020 3,030 3,040 3,050 3,060 3,070 3,080 3,090 3,100

cgccectaactccgeccatcecgeccctaactecgeccagttecgeccattetecgecccatggetgactaattttttttatttatgecagaggecgaggecgectet
gcggggattgaggegggtagggcggggattgaggegggtcaaggegggtaagaggeggggtaccgactgattaaaaaaaataaatacgtetecggetecggeggaga

SV4@pro-F
SV40 promoter
SV40 ori
3,110 3,120 3,130 3,140 3,150 3,160 3,170 3,180 3,190 3,200 3,210
Smal
TspMI
BsoBI
AvrII Xmal
Stul Aval BclI

gcetctgagetattccagaagtagtgaggaggettttttggaggectaggettttgcaaaaagetceccgggagettgtatatecatttteggatctgatcaagagac
cggagactcgataaggtcttcatcactccteccgaaaaaacctccggatccgaaaacgtttttcgagggecctegaacatataggtaaaagectagactagttetetg

SV40 promoter
SV40 ori

3,220 3,230 3,240 3,250 3,260 3,270 3,280 3,290 3,300 3,310

BsaBI Eagl

aggatgaggatcgtttcgcatgattgaacaagatggattgcacgecaggttctecggecgettgggtggagaggetatteggetatgactgggecacaacagacaateg
tcctactcctagcaaagegtactaacttgttctacctaacgtgegtccaagaggecggegaacccacctetecgataagecgatactgaceegtgttgtetgttage
Neo-R |

NeoR/KanR

3,320 3,330 3,340 3,350 3,360 3,370 3,380 3,390 3,400 3,410 3,420
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 3425-4066 bp) 5/28/2022 11:05:42 PM

PluTI
Sfol
Narl
KasI PstI

gctgetctgatgeegeegtgttecggetgtcagegeaggggegeecggttetttttgtcaagaccgacctgtecggtgecctgaatgaactgecaggacgaggeageg
cgacgagactacggcggcacaaggecgacagtegegtecccgegggecaagaaaaacagttetggetggacaggecacgggacttacttgacgtectgetecgtege

NeoR/KanR
3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
Tth1llI
MscI FspI Pf1FI

cggctatcgtggetggecacgacgggegttecttgegecagetgtgetcgacgttgtcactgaagegggaagggactggetgetattgggegaagtgecggggcagga
gccgatagcaccgaccggtgetgeccgcaaggaacgegtcgacacgagetgecaacagtgacttcegecctteectgaccgacgataacccgettcacggecccgtect
NeoR/KanR

3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630

tctcctgtcatctcaccttgetcctgecgagaaagtatccatcatggetgatgecaatgeggeggetgecatacgettgatecggetacctgeccattegaccaccaag
agaggacagtagagtggaacgaggacggctctttcataggtagtaccgactacgttacgecgecgacgtatgegaactaggecgatggacgggtaagetggtggttc
NeoR/KanR

3,640 3,650 3,660 3,670 3,680 3,690 3,700 3,710 3,720 3,730 3,740

cgaaacatcgcatcgagcgagcacgtactcggatggaagecggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgegecagecgaactgttcegec
gctttgtagegtagectcecgetcgtgecatgagectacctteggecagaacagetagtcctactagacctgettcectegtagtecccgagegeggteggettgacaagegg
NeoR/KanR

3,750 3,760 3,770 3,780 3,790 3,800 3,810 3,820 3,830 3,840 3,850

BssHII

aggctcaaggegegecatgeccgacggegaggatctegtegtgacccatggegatgectgettgecgaatatcatggtggaaaatggecgettttetggattcatcga
tccgagttccgegegtacgggetgecgetcctagagecagecactgggtaccgetacggacgaacggettatagtaccaccttttaccggegaaaagacctaagtaget
NeoR/KanR

3,860 3,870 3,880 3,890 3,900 3,910 3,920 3,930 3,940 3,950

Rsrll

ctgtggeeggetgggtgtggeggaccgetatcaggacatagegttggetaccegtgatattgetgaagagettggeggegaatgggetgacegettectegtgettt
gacaccggccgacccacaccgectggegatagtectgtategecaaccgatgggecactataacgacttctegaaccgeegettaccegactggegaaggageacgaaa

Neo-F
NeoR/KanR

3,960 3,970 3,980 3,990 4,000 4,010 4,020 4,030 4,040 4,050 4,060
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 4067-4815 bp) 5/28/2022 11:05:42 PM

BstBI

acggtatcgccgectcccgattcgecagegecatecgecttectatecgecttcecttgacgagttcttctgagegggactcetggggttcgaaatgaccgaccaagegacgecca
tgccatagcecggegagggctaagegtegegtageggaagatageggaagaactgetcaagaagactcgecctgagaccccaagetttactggetggttcgetgegggt
NeoR/KanR

4,070 4,080 4,090 4,100 4,110 4,120 4,130 4,140 4,150 4,160 4,170

Pfol

acctgccatcacgagatttcgattccaccgecgecttctatgaaaggttgggetteggaategttttecgggacgecggetggatgatectecagegeggggatcetce
tggacggtagtgctctaaagctaaggtggeggeggaagatactttccaacccgaagecttagcaaaaggecctgeggecgacctactaggaggtegegecectagag

4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280

PsilI BsmI

atgctggagttcttcgeccaccccaacttgtttattgecagettataatggttacaaataaagcaatagcatcacaaatttcacaaataaageatttttttcactgea
tacgacctcaagaagecgggtggggttgaacaaataacgtcgaatattaccaatgtttatttegttategtagtgtttaaagtgtttatttcgtaaaaaaagtgacgt
SV40pA-R
SV40 poly(A) signal

4,290 4,300 4,310 4,320 4,330 4,340 4,350 4,360 4,370 4,380

Sall
BstZ17I

ttctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtecgacctctagetagagettggegtaatcatggtcatagetgtttectgtgt
aagatcaacaccaaacaggtttgagtagttacatagaatagtacagacatatggcagectggagatcgatctcgaaccgcattagtaccagtatcgacaaaggacaca

EBV-rev < M13 rev |
SV40 poly(A) signal M13 Reverse
4,390 4,400 4,410 4,420 4,430 4,440 4,450 4,460 4,470 4,480 4,490

gaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagectggggtgectaatgagtgagetaactcacattaattgegttgege
ctttaacaataggcgagtgttaaggtgtgttgtatgeteggecttegtatttcacattteggaccccacggattactcactcgattgagtgtaattaacgcaacgeg

M13/p...erse
lac operator lac promoter CAP binding site
4,500 4,510 4,520 4,530 4,540 4,550 4,560 4,570 4,580 4,590 4,600

BsaXI

tcactgecccgetttecagtegggaaacctgtegtgecagetgeattaatgaateggecaacgegeggggagaggeggtttgegtattgggegetettecgettecte

agtgacgggcgaaaggtcagecctttggacagecacggtegacgtaattacttageeggttgegegeecctetecgecaaacgecataacccgegagaaggegaaggag
4,610 4,620 4,630 4,640 4,650 4,660 4,670 4,680 4,690 4,700

gctcactgactcgetgegeteggtegtteggetgeggegageggtatcagetcactcaaaggeggtaatacggttateccacagaatcaggggataacgcaggaaaga

cgagtgactgagcgacgcgagecagcaagecgacgecgetegecatagtegagtgagtttecgecattatgecaataggtgtettagtececctattgegtectttet
’ L4440

4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 4816-5671 bp) 5/28/2022 11:05:42 PM

Af1III
Pcil

acatgtgagcaaaaggccagcaaaaggecaggaaccgtaaaaaggecgegttgetggegtttttecataggetecgeeccectgacgageatcacaaaaatcgacge
tgtacactcgttttecggtegttttecggtecttggeatttttccggegecaacgaccgcaaaaaggtatecgaggeggggggactgetegtagtgtttttagetgeg

ori «$

4,820 4,830 4,840 4,850 4,860 4,870 4,880 4,890 4,900 4,910 4,920

tcaagtcagaggtggcgaaacccgacaggactataaagataccaggegtttcceccctggaagetecctegtgegetctectgttecgacectgecgettaccggata
agttcagtctccaccgetttgggetgtectgatatttctatggtecgecaaagggggaccttegagggagecacgegagaggacaaggetgggacggegaatggectat

pBR3220ri-F |
3K ori «$

4,930 4,940 4,950 4,960 4,970 4,980 4,990 5,000 5,010 5,020

cctgtecgecttteteecttegggaagegtggegetttectcatagetcacgetgtaggtatcteagtteggtgtaggtegttegeteccaagetgggetgtgtgeacg
ggacaggcggaaagagggaageccttegecaccgegaaagagtategagtgegacatccatagagtcaagecacatccageaagegaggttcgacecgacacacgtge

3« ori <

5,030 5,040 5,050 5,060 5,070 5,080 5,090 5,100 5,110 5,120 5,130

aaccccccgttcageccgaccgetgegecttatecggtaactategtettgagtccaacceggtaagacacgacttatcgecactggecageagecactggtaacagg
ttggggggcaagtegggetggegacgeggaataggecattgatagecagaactcaggttgggecattetgtgetgaatageggtgacegtegteggtgaccattgtece

3K ori «$

5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240

attagcagagcgaggtatgtaggeggtgctacagagttcttgaagtggtggectaactacggetacactagaagaacagtatttggtatctgegetetgetgaagec
taatcgtctcgetccatacatccgecacgatgtctcaagaacttcaccaccggattgatgecgatgtgatettcttgtcataaaccatagacgegagacgacttegg

3K ori «$

5,250 5,260 5,270 5,280 5,290 5,300 5,310 5,320 5,330 5,340 5,350

agttaccttcggaaaaagagttggtagetcttgatccggcaaacaaaccaccgetggtageggtggtttttttgtttgcaagecagecagattacgegecagaaaaaaag
tcaatggaagcctttttctcaaccatcgagaactaggecgtttgtttggtggegaccatecgecaccaaaaaaacaaacgttegtegtctaatgegegtettttttte

3« ori <2

5,360 5,370 5,380 5,390 5,400 5,410 5,420 5,430 5,440 5,450

BspHI

gatctcaagaagatcctttgatcttttctacggggtctgacgectcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacc
ctagagttcttctaggaaactagaaaagatgccccagactgegagtcaccttgettttgagtgecaattcecctaaaaccagtactctaatagtttttectagaagtgg

<< ori

5,460 5,470 5,480 5,490 5,500 5,510 5,520 5,530 5,540 5,550 5,560

tagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgecttaatcagtgaggecacctatcteage
atctaggaaaatttaatttttacttcaaaatttagttagatttcatatatactcatttgaaccagactgtcaatggttacgaattagtcactccgtggatagagteg

AmpR <$

5,570 5,580 5,590 5,600 5,610 5,620 5,630 5,640 5,650 5,660 5,670
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 5672-6420 bp) 5/28/2022 11:05:42 PM

AhdI Bsal

gatctgtctatttcgttcatccatagttgectgactccecgtegtgtagataactacgatacgggagggettaccatetggeeccagtgetgecaatgataccgegag
ctagacagataaagcaagtaggtatcaacggactgaggggcagecacatctattgatgetatgeecteccgaatggtagaccggggtcacgacgttactatggegetce

S AmpR <2

5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770

acccacgctcaccggctccagatttatcagcaataaaccagecagecggaagggecgagegeagaagtggtectgeaactttatecgectecatecagtetattaat
tgggtgcgagtggecgaggtctaaatagtegttatttggteggteggectteccggetegegtettcaccaggacgttgaaataggeggaggtaggtcagataatta

3K AmpR K2
5,780 5,790 5,800 5,810 5,820 5,830 5,840 5,850 5,860 5,870 5,880
AclI
Fspl

tgttgccgggaagetagagtaagtagttcgecagttaatagtttgegeaacgttgttgecattgetacaggecategtggtgtcacgetegtegtttggtatggette
acaacggcccttcgatctcattcatcaageggtcaattatcaaacgegttgecaacaacggtaacgatgtecgtagecaccacagtgegagcagcaaaccataccgaag

3K AmpR K2

5,890 5,900 5,910 5,920 5,930 5,940 5,950 5,960 5,970 5,980 5,990

Pvul

attcagctccggttcccaacgatcaaggegagttacatgatcccccatgttgtgcaaaaaageggttagetectteggtectecgategttgtcagaagtaagttgg
taagtcgaggccaagggttgetagttccgetcaatgtactagggggtacaacacgttttttegeccaatcgaggaagecaggaggctageaacagtettcattcaacce

S AmpR «¢

6,000 6,010 6,020 6,030 6,040 6,050 6,060 6,070 6,080 6,090

Scal

ccgcagtgttatcactcatggttatggeagecactgecataattctettactgtcatgecatecgtaagatgettttetgtgactggtgagtactcaaccaagteattce
ggcgtcacaatagtgagtaccaataccgtcgtgacgtattaagagaatgacagtacggtaggecattctacgaaaagacactgaccactcatgagttggttcagtaag

3K AmpR K2
6,100 6,110 6,120 6,130 6,140 6,150 6,160 6,170 6,180 6,190 6,200
XmnI
Becgl AclI

tgagaatagtgtatgeggegaccgagttgetettgeccggegtcaatacgggataataccgegecacatageagaactttaaaagtgetcatcattggaaaacgtte

actcttatcacatacgccgetggctcaacgagaacgggecgeagttatgecctattatggegeggtgtategtettgaaattttcacgagtagtaaccttttgeaag
Amp-R

3K AmpR K2

6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310

ttcggggcgaaaactctcaaggatcttaccgetgttgagatccagttegatgtaacccactegtgecacccaactgatetteageatettttactttcaccagegttt
aagcceccgettttgagagttcctagaatggegacaactctaggtcaagetacattgggtgagecacgtgggttgactagaagtcgtagaaaatgaaagtggtegeaaa

K AmpR «$

6,320 6,330 6,340 6,350 6,360 6,370 6,380 6,390 6,400 6,410 6,420
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pcDNA3.1(+) REEP5(Mouse)-mEmerald (6632 bp) (from 6421-6632 bp) 5/28/2022 11:05:42 PM

Sspl

ctgggtgagcaaaaacaggaaggcaaaatgecgcaaaaaagggaataagggegacacggaaatgttgaatactcatactcttectttttcaatattattgaageatt
gacccactcgtttttgtcctteegttttacggegttttttcecttattecccgetgtgectttacaacttatgagtatgagaaggaaaaagttataataacttegtaa

AmpR ) AmpR promoter
6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520
Sall
BspHI SgrDI

tatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgegeacatttececcgaaaagtgecacctgacgtce
atagtcccaataacagagtactcgectatgtataaacttacataaatctttttatttgtttatccccaaggegegtgtaaaggggettttcacggtggactgeag

AmpR promoter

6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630
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