Msx locus

F3 ATG STOP R3
— «—
PmMsxEx1-1 PmMsxEx3-1 PmMsxEx4-1
100 bp

F3/R3 PCR

e’ G y Y Gy Y B - .

FT FT FT FT FM FM FM FM FM FM  FM  FM  FM  FM
o 02 03 04 01 02 03 04 05 06 07 08 09 10 5/10 mutants
(smaller bands)

Tyr CRISPR Msx CRISPR

FMO1_Pm-Msx-F3

Sanger sequencing
FM02_Pm-Msx-F3
FMO3_Pm-Msx-F3

FM04_Pm-Msx-F3 R
FMO5_Pm-Msx-F3
FMO06_Pm-Msx-F3
FMO7_Pm-Msx-F3
FMO8_Pm-Msx-F3
FM09_Pm-Msx-F3
FM10_Pm-Msx-F3
FTO1_Pm-Msx-F3
FT02_Pm-Msx-F3
FTO3_Pm-Msx-F3
FT04_Pm-Msx-F3

PmMsxEx1-1 PAM

FMO1_Pm-Msx-R3 Y NKNWK SDRNRWY DWNDWKWR DK HWR Y RYWR S VMWAA SMERAMWES - - - - HMRMV HHMRM
FMO2_Pm-Msx-R3 HR SY RKNWRY NNNDNRMR DNWWRWK HV DWWWNY RY RMK NMVWAM S SMMAREN Y MRIAME K]
FMO3_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCT CGAACG
FMO4_Pm-Msx-R3 NRYWNDSYRYMDMSRWMK DWR HR DWN S S NWWIGYWVWR DNMNNWEHV NWWR NV HWR MW G
FMOS_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG
FMO6_Pm-Msx-R3 TTGCAGCTATATCGAAAWGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG
FMO7_Pm-Msx-R3 Y DVHNNK HWK HWN SNR HDDWRWRWWD S DNR Y S HMR RMR NMARWE Y VMMMR NNNMVMWNG
FMO8_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCT CGAACG
FMO9_Pm-Msx-R3 WKY YMKNHKNNNY NRANRKR HWNNNHNKDRWR HVWMWDNMVWWHN S VMNAMY Y HV VNG
FM10_Pm-Msx-R3 NY K NW SWWA'Y RWR R RMAWRWATGK Y NS SYMA SMACR R RMMMMAMEG - - - - - - - - - MAMR| RIETGW R| R| RM|
FT01_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG
FT02_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG
FT03_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG
FT04_Pm-Msx-R3 TTGCAGCTATATCGAAATGTATGTTACGTAAGCACAAGCCAAACCGCAAACCTCGAACG

PAM PmMsxEx3-1

R3 sequencing

FMO1_Pm-Msx-R3
FM02_Pm-Msx-R3
FM03_Pm-Msx-R3
FM04_Pm-Msx-R3
FMO5_Pm-Msx-R3
FM06_Pm-Msx-R3
FMO7_Pm-Msx-R3
FM08_Pm-Msx-R3
FM09_Pm-Msx-R3
FM10_Pm-Msx-R3 [BWW RTK MK TS K MGMIGAR AR MR MIAAA R A Kk W
FTO1_Pm-Msx-R3
FT02_Pm-Msx-R3
FT03_Pm-Msx-R3
FT04_Pm-Msx-R3

PmMsxEx4-1 PAM

6/10 mutants



KIf1/2/4/17 locus

F3 F4 ATG STOP R4 R3

PmKIfEx1-1 PmKIfEx3-1 PmKIfEx4-1
100 bp

PCR2: F4/R4

FT FT FT FT FK FK FK FK FK FK FK FK
o1 02 03 04 01 02 03 04 05 06 07 09 6/8 mutants
(smaller bands)

Tyr CRISPR Kif1/2/4/17 CRISPR

Sanger sequencing

F4 sequencing

FKO1_Pm-KIf-F4
FK02_Pm-KIf-F4
FKO3_Pm-KIf-F4
FKO4_Pm-KIf-F4
FKO5_Pm-KIf-F4
FKO6_Pm-KIf-F4
FKO7_Pm-KIf-F4
FK09_Pm-KIf-F4
FTO1_Pm-KIf-F4
FT02_Pm-KIf-F4
FT03_Pm-KIf-F4
FT04_Pm-KIf-F4

AGCGACGGAGCTGTGTTGTCCCC-

AK------NSYNNYNWYKWNMY S - NKSMKKWMRRWY YWN CYMRS

----WSMKRYSYKSKECBSY- YBRBHRWNBMDNY KMMR HKHKM

777777 ASCKRTGTKGKCYSY - - f*f*ffffYIASYRWTTMKKTYSRW CTMRIC
T

ABGACCATCTCGCTCTGSA- - - - - (¢
AGCATTTCGGTTCAAAACTCGC
K

777777 AGCTGTGTTGTCCCC-----------TGAGCATTTCGGTTCAAAACTCGC
RGCGMCRKAGCTGTGTTGTCCCC----------~- ASCATTTCGGTTCAMRRY KMGC
MRRYMWT SY SRETMYNYR SRWKWCAYRMYTKMNRYKASATSSKRWRMKSWAAAACTKAT
AGCGACGGAGCTGTGTTGTCCCC----~---~---- TEGAGCATTTCGGTTCAAAACTCGC
AGCGACGGAGCTGTGTTGTCCCC-------~---- TEGAGCATTTCGGTTCAAAACTCGC
AGCGACGGAGCTGTGTTGTCCCC----~---~--~-~- TGAGCATTTCGGTTCAAAACTCGC

AGCGACGGAGCTGTGTTGTCCCC--------~--~- TIGAGCATTTCGGTTCAAAACTCGC
FKO1_Pm-KIf-R4 = - = = = = = - = — - TCCTCAACACCTCAASTASTG------------------ AYTGTC

R3 sequencing
FK02_Pm-KIf-R4 AAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCC-TTCAGTC

FKO4_Pm-KIf-R4 DWRDVWKRMGR SMGVSHDNMCDVMYWS SRNHSMHHSSDY-RNYRYNNH-WDYNRRWGRNRRWRMVKRW,| M
FKOS Pm-KIf-R4 =« e c e e e m e e e e e e c e e e e e m e e c e e e e e mcccmeecemc e e e -
FKO6_Pm-KIf-R4 AAACMTWCMRKCEMTYGYYCGTTYAMAKKCWGTAWGWGY GARCGYKCM-YTYV - -~ -
FKO9_Pm-KIf-R4 NWVVRWWVMGR SNMY SNVNYKYNYMRWNNNMRTHYKSDWSRMYKYRVYNWSHSDTY
FT02_Pm-KIf-R4 AAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCC-TTCAGTC
FT03_Pm-KIf-R4 AAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCC-TTCAGTC

PAM PmKIfEx4-1

>>>P>Z>>P>>=>R

PmKIfEx1-1 PAM

PmKIfEx3-1/PmKIfEx4-1 deletion

Gl ATACTTGCGACTACATGGGATGCGGAAAAACTTATACCAAGAGCTCGCACCTTAAAGCCCACATGCGAACACATACAGGTGA

cGc A

v IR R e vl - - ______

c c AG Ac CT ATACTTGCGACTACATGGGATGCGGAAAAACTTATACCAAGAGCTCGCACCTTAAAGCCCACATGCGAACACATACAGGTGA
cca

FKO2_Pm-KIf-I R4 G T T C C| CTTT GT| G AAC C A
FKO5_Pm-KIf R K u s MKWY vv s R R KR K R R M| S M
FT02_Pm-KIf-I R4 G TTA T C| C CTTT A TGT| C AAC C A
FT03_Pm-KIf-R4 Gl TTA T c CcTTT TGT, AAC] c| A
FKDZ»Pm-KW-Rﬁt AAC| c| Tl ARAEAA, AGG| A
FKO5_Pm-KIf-R4 RRY| M NR| MAR EMM SS WK S| R|
FTOZ_Fm -KIf-R4 AAC: C| TG AAACAA, AGG A
FT03_Pm-KIf-R4 AAC 7] c| TGl G AAACAA; A AGG| cHcT ATACTTGCGACTACATGclzﬁ;ll'zccgc%AAAAACTTATACCAAGAGCTCGCACCTTAAAGCCCACATGCGAACACATACAGGTGA
X

FKOZ Pm-KIf-R4 ATATACTGAAAAATATATGACAGAAAATACTGTAAGAGATAGATAGCAAATATATAAAGGACATAGGCTATACACACTTTGTATAGTTAAGACATCTAATTTGTGTCTATTTTGTTACAGGCGAGAAACCTTATCACTGCACGTGGCAAGGATGCGGCTGGCGGTTTGCGAGGTC

Pm-KIf
FTOZ Pm-KIf-R4 ATATACTGAAAAATATATGACAGAAAATACTGTAAGAGATAGATAGCAAATATATAAAGGACATAGGCTATACACACTTTGTATAGTTAAGACATCTAATTTGTGTCTATTTTGTTACAGGCGAGAAACCTTATCACTGCACGTGGCAAGGATGCGGCTGGCGGTTTGCGAGGTC
FT03_Pm-KIf-R4 ATATACTGAAAAATATATGACAGAAAATACTGTAAGAGATAGATAGCAAATATATAAAGGACATAGGCTATACACACTTTGTATAGTTAAGACATCTAATTTGTGTCTATTTTGTTACAGGCGAGAAACCTTATCACTGCACGTGGCAAGGATGCGGCTGGCGGTTTGCGAGGTC

FK02_Pm-KIf-R4 AGACGAACTCACTCGACACTACAGAAAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCCTTCAGTC]
KOS PMIKIf-RA = = = = = = = & = = & & = & = & = & = & & - = - - - - - =~ =~~~ — -~ — ——— — -
FT02_Pm-KIf-R4 AGACGAACTCACTCGACACTACAGAAAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCCTTCAGTC)
FT03_Pm-KIf-R4 AGACGAACTCACTCGACACTACAGAAAACATACAGGCCATCGCCCGTTCAAATGCAGTATGTGTGAACGCGCCTTCAGTC
e e D
mKIfEx4-1

FK02_Pm-KIf-R4

FKO5_Pm-K "
FT02_Pm-Kf-R4 R3 sequencing
FTO3_Pm-KIf-R4

PmKIfEx1-1/PmKIfEx4-1 deletion

F4 sequencing PmKIfEX1-1/PmKIfEx4-1 junction
Predicted_deletion TGACAGGTCGAT - - - --CAGACCAFCTCGCRCTGCA- - -BATGAAACGACATATGTGAGATCCTGAAATCTAAAAACG
FKO1_Pm-KIf-F4 T TSRMT - - SAGACCAFCTCGCHCTGSA- - ATGAAACGACATATGTGAGATCCTGAMATCTARAAWCG
K Pm-KIf-F4 T VGACGGACCTGTCTTGTCCCCTGACCA TTCGGMTCAAAACTCGEBCCCAATCGCGEGTGACTTTCGGTEGGGCATCCAARCAGG
Froo prmokifr4 GACCERCACAATTETATCCCACCACACCCCOCACTOCT TCOATACAATCCTCAACACCTCAACTACTOAT Y BWK - - - - - - - - - - - - - - - = MMRRYMWIBSY SREBMY NYR SRWKWEBAY RMY TKMNRY KA- - - - - SATSSKRWRMK SWIRARACT K

KIf-R4 GICTCACTGIGAACGGATGTC STGGMTGACCTTGAGMATT TMTGGGAMGAGASMCCSGAYYGCTTCGATACAATCETCAACACCTEAASTASTGAYT- -

oowo
oo~

R3 sequencing

Kif-R4 RBESMAGGRWEBCGGEYGGCGGTKTGSKMRGTYRRRCKRACTCRMY YGRCMHTACMRRAAACMTWCMRKCCMTYGY YIEGTTYAMAKKEWGT AWGWGY G
KIf-R4 (GBS K SWKTGBGWR SKSNKRT SMWVKY HVWY SDY NWKNMHKWNWY VRWWVMGR SNMY SNVNYKYNYMRWNNNMRTHY K SDWSRMYKYRVYNWSHS - -
Pre icted_deletion GECTCAGTGEGAACGGATGTCCTGGCTGACCTTGAGAATTTATGGGACGAGAGCCCGGACTGCTTCGATACAATCETCAACACCTEAACTAGTGAT

PmKITEXT-1/PmKIfEx4-1 junction

7/8 mutants



Gh6 locus

Transmembrane
domain
-—
FS3 FS4 ATG FR1 FR4 STOP
> > « «

Pm-Gh6-Sg16 Pm-Gh6-34 Pm-Gh6-Sg3
200 bp
PCR2: FS4/FR1
AA AA AA AA AG AG AG AG AG AG AG AG AG AG 5/10 mutants

01 02 03 04 01 02 03 04 05 06 07 08 09 10
(smaller bands)

Brlanc.Ascl1/2.1 CRISPR Gh6 CRISPR

Sanger sequencing

Pm-Gh6-Sg16  PAM

AAO1_Pm-Gh6-FS4
AAO2_Pm-Gh6-FS4
AAO3_Pm-Gh6-FS4
AAO4_Pm-Gh6-FS4
AGO1_Pm-Gh6-FS4
AG02_Pm-Gh6-FS4
AGO4_Pm-Gh6-FS4
AGO5_Pm-Gh6-FS4
AGO8_Pm-Gh6-FS4
AGO9_Pm-Gh6-FS4
AG10_Pm-Gh6-FS4

>P>0O00>>>> > 00

Pm-Gh6-Sg34  PAM

AA01_Pm-Gh6-FS4
AA02_Pm-Gh6-FS4
AA03_Pm-Gh6-FS4
AA04_Pm-Gh6-FS4
AG02_Pm-Gh6-FS4
AGO04_Pm-Gh6-FS4
AGO5_Pm-Gh6-FS4
AG09_Pm-Gh6-FS4
AG10_Pm-Gh6-FS4

> —4>>>> -
OP>POP>>>P>00
O>O>>>>00

Pm-Gh6-Sg3  PAM

AAO1_Pm-Gh6-FR1
AA02_Pm-Gh6-FR1
AA03_Pm-Gh6-FR1
AA04_Pm-Gh6-FR1
AG02_Pm-Gh6-FR1
AGO03_Pm-Gh6-FR1
AGO4_Pm-Gh6-FR1
AG09_Pm-Gh6-FR1
AG10_Pm-Gh6-FR1

Pm-Gh6-Sg16/Pm-Gh6-Sg3 imperfect deletion Pm-Gh6-5g16/Pm-Gh6-Sg3 junction

FS4 sequencing
AGO7_Pm-Gh6-Fs4 7| - - - TGATECAGCFAATGTT- - - - - - - - - - - - TT]
AG08_Pm-Gh6-FS4 T GCGA GCTG ICGGTGTCEBCG
Predicted_deletion CGG CCAGTTTTCAATCCAGTCACTCAGCAAG ;- - - TCATECACCHAARGEN- - - - - - - - - - ECEACGETAG - - - - - - - TT. AAGT!

Large deletions

Pm-Gh6-FS4
AGO8_Pm-Gh6-F54
Predicted_deletion

AGO1_Pm-Gh6-FR1GGCGYTA TCGCATC AACG CTAACAGGGGAACTTGAAAAAGATAATGGGGCTCT C ATGGAAATAAGTGCCTGTCAAGGTCAAGTACCA
AGO5_Pm-Gh6-FR1 - - - - - - - ARAARTIGT IR - - - - - - - TCEA TIRCGEACGGTAGCGIETAT TAAGTTCAA- - - - - - - - - T CIRAGATARTATHCEACACTA- - - - - - - - - - - - -
AG06_Pm-Gh6-FR1GGCGCT A TCGCATC AA G CTAACAGGGGAACTTGAAAAAGATAATGGGGCTCT C AT GGAAATAAGTGCCTGTCAAGGTCAAGTACCA
Reference GGCGCTA TCGCATC AA CTAACAGGGGAACTTGAAAAAGATAATGGGGCTCT C ATAGAAATAAGTGCCTGTCAAGGTCAAGTTCCA

AGO1_Pm-Gh6-FR1 GTAATTGT, [ N N - — — = = = = = = = = = = = = m m e m e m e e e e e e e e e e e eeo—eo o
AGO5_Pm-Gh6-FR1 - - - - - - — - IAATAT T GABTIBY ECW G G GAl- - - - - - - - - - - - - -
AGO6_Pm-Gh6-FR1 GTAATTGT, - - - - - - - - - - oo o e e eeeiiceecceeaiean
Reference GTAATTGT AGGGCTGCAGATTCACCACGGTAATAAGGACTGGGAGTTTTACAAGCCGGTGTCTCCGATTGCGACTTGGAAGGACTACGACCGAAAG

AGO1_Pm-Gh6-FRL = = = = = === === oo oo oo ] PAM
AGO5_Pm-Gh6-FR1 - -
AGO6_PM=Gh6-FR1L = = = = = = = = = = = = = = = = o o o
Reference CTGGAATCGTTTTTAAAAAGATTGACGCCAATTCCATCACTGGTTATATTGGAACCAGATCTTCTGATGTACGCCTTTGATACCGCGAATCAACAGTACAGGTGGCTAAACTCAAAG

AGO1_PM-Gh6-FR1 = = = = = = = = = = = = = = = o o o
AGOS_PM=Gh6-FR1L = = = = = = = = = = = = = = = o o o o o
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = — — &
Reference TACGAAGAGGAATTCCTAAAACGTGCGCAACGCATCATCAAGTAAGAGCCGGACAATTTTCTTTGTTGTTAATTGGCAATTGAGTCCAACTATCAAACGATAACCCGATTAAATGCG

AGO1_PM=GhB-FR1 = = = = = = = = = — = — — — .
AGO5_PM=Gh6-FR1 = = = = = = = = = = = = = = = = o & o
AGO6_PM-Gh6-FRL = = = = = = = = = = = = = = = = o o
Reference TGCGTGCCTCCGGGATATAAATGTCTTGTATTTCCCCCCCCCCTTGGCAATTGAGTCCAACTATCAAACGATAACCCGATTAAATGCGTGCCTCCGGGATATAAATGTCTTGTATTC

AGO1_PM=Gh6-FRL = = = = = = = = = = = = = = = = o o o o
AGO5_Pm-Gh6-FR1 - -
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = = = o o o
Reference CTGATGAGACATTTTTAAGTTGTGTTTATTAGCGTTAAAAACCAATTCTTGTACATTAAATGTTTCGGACGCATTTTGGTCACTTTTTTTCTCAAATAAGTTTTTCGTCCTGTATTT

AGOT_PM=Gh6-FR1 = = = = = = = = = = = = = = = o o o o
AGO5_PM-Gh6-FR1L = = = = = = = = = = = = = = = = o o
AGO6_PM=GHB=FRL = = = = = = & © & & & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e e e e e eeeeeeeeeaeoaaooos
Reference GTAAGTCAAATTGTGACACTTTTTTTGCAGGCGATTAAAAAAGTCTTGGATCTATTTGGACGCTGGCAACGCAGCTTACCTGACAAAGCTTGCAAATGTCGAACAAATGGCTTTAAC

AGOL_PM=GHB=FRL = = = = = © & & & & & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e e e bbb eeeeeeeeeeaeaaooos
AGO5_PM=GhE-FR1 = = = = = = = = = = = = = — — o .
AGO6_PM=Gh6-FR1L = = = = = = = = = = = = = = = = o o o
Reference TCTAAATCGCTTGACAGGTTTACGGGGTGAGTACAACAGAGCAACACAACTTCGATAACCATGACAGTTTACAACGATAAACTAACTTACTACTCATGTTTACGAAAATCGGATTTC

AGO1_PM-Gh6-FR1L = = = = = = = = = = = = = = = o o o
AGO5_Pm-Gh6-FR1 - -
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = — — — o .
Reference TTAAAATTGTAAAATATGTTCAGAACCCGTTTTAATTACACCAACCCTGCCGCTTCCACGTACGAACACTAGATAATTGATGCCACAGTGTTCCACGCCGATGTGTTCGGTACAGTG

AGOL_PM=GRE-FRL = = = = = = = = = = = & = = = = & &
AGO5_PM=GhE=FRL = = = = = = = = = = = = = o o o o o o o o o o o o o e e e e e e e e e e e e e e e e e e e e e e e e
AGOB_PM=GhE=FR1 = = = = = = = = = = = = = o o o o o o o o o o e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e oo
Reference CAGACACGTAAACACTGCGGCAACGTCGACGTTTGAAAAACGAGACCACGGAGATTAGAGAAATTTATGCAATAAGCAACACATCGGATTATAGCATTTTCGAACGTGTCTGTGGTT

AGO1_PM-Gh6-FRL = = = = = = = = = = = = = = = o o o o o
AGO5_PM=GhE=FRL = = = = = = = = = = = = = = = = e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e mmmmmememmmemmm -
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = — = o o
Reference ACGTAACACAACGTGTGTAAAGTGGACAGGCAGGTCGTACTAAATCCGAGAAAAGAAGATTATTTGACCACCGATATACTGTTACAACGGTATTCAAATGAAATTGTTTGCAACGCC

AGOT_PM=GhE=FR1 = = = = = = = = = = = = = = = & o o o
AGO5_Pm-Gh6-FR1 - -
AGO6_PM=GHB=FRL = = = = = — & & & & & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e e e e e e e eeeeeeeeeeeeoeoooos
Reference CTCAAATAAGCTCGATCTCCAAACGAGGCAATTGTAGAATTTTTAACGTTTTCTTATATATAACGCCATTCAAATACATTTGGCGATGCGGCCTGCGGCAAGCGTGGTTTTAAAATT

AGOL_PM=GHB=FRL = = = = = — & C & L & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e bbb eeeeeeeeeaeaaaooos
AGO5_PM=GhE-FR1 = = = = = = = = = = = = = — & .
AGO6_PM=Gh6-FR1L = = = = = = = = = = = = = = = = o o
Reference TCGACGAACTGCAGTTGTTGGTGGGTAATGTTTTTGCCGGATCTAACACAGCCAGGTGCTATCCGGAAAAAAGAATGTCTGCTGTACGGTAACACCCACGAAATCAAGCCGTAAACC

AGO1_PM-Gh6-FR1 = = = = = = = = = = = = = = = o o o o
AGOS_PM-GhE-FRL = = = = = = = = = = = = = = = o o o o o
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = — — — o .
Reference GCCATTTGTCCGGTGATAAACCTCTTTGCAGTCGTATTCACACAACCCAACGTATTTGCTCTGATCCTGTTACAAGGAAGTCGTTAACTGGCGTAGTAAACACTAAATGGTCGCAAC

AGO1_PM=Gh6-FR1 = = = = = = = = = — = — — — .
AGO5_Pm-Gh6-FR1 - -
AGO6_PM-Gh6-FRL = = = = = = = = = = = = = = = = o o
Reference TAACACTAACCGCACCTCCCAAAATAATTGTGGTTTAAAGGTGTTTTCGTGGCCCGCAGCCAACGGAGATGCGCTTTACGTTTTATGAAACCATAATTATGCACCTCCGGTTACTTT

AGO1_PM=Gh6-FRL = = = = = = = = = = = = = = = = o o o o
AGO5_PM=GhE=FRL = = = = = = = = = = = = = = = = e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e memmemmmemmmemmm .-
AGO6_PM=GhE-FR1 = = = = = = = = = = = = = & = o o
Reference GTTTACATTGACCTTGTTTTGATCGCAAACATATGCCTCGTGACCACGTTGACAACGGCGAAAGCTATTGGGTGGCATCACTTCGGGGCAAAGCGAATTGATTATGTGTTTGTTTCA

AGOT_PM=Gh6-FR1 = = = = = = = = = = = = = = = & o o
AGO5_PM-Gh6-FR1L = = = = = = = = = = = = = = = = o
AGO6_PM=GHB=FRL = = = = = = = © & & & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e e e e e bbb eeeeeeeeaeaaaooos
Reference TCCGCTAATTATCAAGGCGTGAATGTAAGTTGGGTCTCGCTAAACTACTCCTTTATTAGTAGAAACAAGTTAGTCAAACGTTGGTAGTTGGGCTACAATTACTTATAATTACAAAAT

AGOL_PM=GHB=FRL = = = = = = & & & & & L L L L L L L L L L L L L L L L L e e e e e e e e e e e e e bbb eeeeeeeeeaeaaoooos
AGO5_Pm-Gh6-FR1 - -
AGO6_PM=Gh6-FR1L = = = = = = = = = = = = = = = = o o o
Reference ATTGATATAGTCCCAAGAAATATACATCTGACAATAAAGGTTGATAAAAATTTTTATTGATTATTTTTTAGCCTATGCAAGTTTGTTCCTAATATCAACACTGCAAATTTCCACAGG

AGO1_PM-Gh6-FR1L = = = = = = = = = = = = = = = o o o
AGOS_PM-GhE-FRL = = = = = = = = = = = = = = = = o o o o o
AGO6_PM=Gh6-FR1 = = = = = = = = = = = = = — — &
Reference TTTTTCTATTAACGCGATGCATTTTGTGAACCGAACATACAACGAAGCTATGGCAAGGAGAATCCACTGCAGAACTGGTCTTCACTACGTAGTTGACACCAGTAGAAACGGECCA

AGO1_Pm-Gh6-FR1
AGO5_Pm-Gh6-FR1
AG06_Pm-Gh6-FR1
Reference GTTTTCAATGCAGTCACTCAGCAAGATGGAAAATTGTTTGTTTGATCCACCTAATGTTCGCACGGTAGGTTATTAAGTTGAAAAATTCACTAGATATTATTCCACACTAAATTATTG

AGO1_PM-Gh6-FRL = = = = = = = = = = = = = o o o o o o oo GTAAATIEAC GTTGTCTTGTGETGG
AGO5_Pm-Gh6-FR1 - - - -TTTAKTTAAATAGTTTGAAACAAAAACACATTCCACATTCTCCAAAATGTTTAAGGGGAAAACAYGTAAATECAC R GTTGTCTTGTG hrEE
G
c

AGO6_PM=Gh6-FR1 = = = = = = = = = = = = = = = oo — — — _GAGATTCAE- - - - - - - - - - CCA
Reference AGTGCCCTGGGAATTTAGTTAAATAGTTTGAAACAAAAACACATTCCACATTCTCCAAAATGTTTAAGGGGAAAACACGTAAAT GTTGTCTTGTG TGG

—~ o=
>
-

AG01_Pm-Gh6-FR1IGTAATCACTTGACAAAAATATTATAATGTAACAAAATCGTTTCGG A
AGO5_Pm-Ch6-FRIGTAATCACTTGACAAAAATATTATAATGTAACAAAATCGTTTCGG T
AGO6_PM-Gh6-FR] = = = = = = = - = - - — m — e m e e m e e e e m e e e —m e m— m—m — - =~ — = T T|
Reference GTAATCACTTGACAAAAATATTATAATGTAACAAAATCGTTTCGG T
AGO01_Pm-Gh6-FR1

AGO05_Pm-Gh6-FR1

AG06_Pm-Gh6-FR1

Reference

7/10 mutants



