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atgatggtcgcgtggtgetctctattictgtacggccttcaggtcgoegacctgctiteg
cgcaccaccagagataaaga
Probe # 1

gctgcaacgcctgeggactgecgategeaatecatttatttecttetecacggategattt
accgetagegttaggtaaat gagtgectagetaas
Probe # 2 Probe # 3

gcaaggacggatggotegacgactgegacttgtaatactgeggateagaaatactgtggt
cegttc gacgctgaacattatgacgc ctttatgacaccs
Probe # 2 Frobe # 5

geaacatggcagegcatcatcgacaagttggactatatccagggaateggpcticacagec
ccttgta gttcaacctgatataggtcc gaagtgtcgg
Probe # & Probe # 7

atctggatcacccecgttacageccagetgocccagaccaccgeatatggagatgectac
tagacctagt gtatacctctacggate
Probe & 8

catggctactggcagcaggatatatactctetgaacgaaaactacggcactgeagatgac
gta pgatgaccgtcgtcctatata gagagacttgcttttgatge gtgacgtctactg
Probe # 9 Probe # 10 Probe # 11

ttgaaggcgctctcttcggeccttcatgagaggeggatgtatcttatggtegatgtegtt
aacttcc gagagaagccgggaagtact ccctacatagaataccaget
Probe # 12 Probe # 13

gctaaccatatgggetatgatggagcggetagetcagtegattacagtgtgtitaaacceg
gattggtatacccgatacta ccatcgagtcagetaatgtc tigec
Probe # 14 Probe # 15 Probe

ttcagttcccaagactacttccacccgttctgtttcattcaaaactatgaagatcagact
aagtcaagggttctg tgaaggtgeggcaagacasag atacttctagtctga
# 15 Probe # 17 Probe # 18

cagetteaggattgctggctaggagataacactgtetacttgectgatetegataccace
gtcca gatcctctattgtgacagag gactagagctatggtoe
Probe # 19 Probe # 22
aaggatgtggtcaagaatgaatggtacgactgggtgggatcattggtatcgaactactec
ttc caccagttcttacttaccat caccctagtaaccatagett
Probe # 21 Probe # 22

attgacggcctecgtatcgacacagtaaaacacgtccagaaggacttctggeccggetac

ggaggcatagetgtgteatt gtgeaggtcttoctgaagac
Probe # 23 Probe # 24

sacaaagccgeaggcgtgtactgtateggcgaggtgctegacgegtgatecggectacact
atgtega
Probe

tgtccctaccagaacgtcatggacggegtactgaactatcccatttactatccactectc

acagggatggtctt ccgeatgacttgatagggts atgataggtgaggag
# 25 Probe # 26 Probe # 27

aacgccttcaagteaacctecggeageatggacgacctetacaacatgatcaacacegte
ttgcg sagttcagttggaggecgtc tacctgetggagatgtigta tagttgteggcag

Probe # 28 Probe # 29 Probe # 3@
aaatccgactgtccagactcaacactcctgggeacattcgtegagaaccacgacaaccca
tttaggct acaggtctgagttgtgagga ccgtgtaageagetettggt ctgttgget
Probe # 31 Probe # 32 Probe # 3

cggttcgcttcttacaccaacgacatagecctcgecaagaacgtegeageaticateate
gccaagegaag atgtggttectgtatcggea cttgcagcgtcgtaagtagt
3 Probe # 34 Probe # 35

ctcaacgacggaatccccatcatetacgecggecaagaacageactacgacggeggaaac
ctgccttaggeegtagtagat
Probe # 36

gaccccgegaaccgcgaageaacctggetetegggctacccgaccgacagegagetgtac

aagttaattgcctecgcgaacgcaatecggaactatgccattageanagatacaggattc
ttcaattaacggaggegett gttaggecttgatacggtaa cgtttctatgtoctaag
Probe # 37 Probe # 38 Probe # 39
gtgacctacaagaactggcccatctacasagacgacacaacgatcgecatgegeaaggsc
cac gatgttcttgaccgggtaga gtttctgetgtettactage

Probe # 4@ Probe # 41

acagatgggtcgeagatcgtgactatcttgtccaacaagggtgcttcgggtgattegtat
cagcgtctageactgataga acgaagcccactaageata
Probe # 42 Probe # 43

accctectecttgagtgetgcgegttacacagecggccagcaattgacggaggteattggc
t cgttaactgcctecagtaac
Probe # 44

tgcacgaccgtgacggttgettcggatggasatgtgectgttcctatggcaggteescta
cctttacacggacaaggata at
Probe # 45 Pr

cctagggtattgtatccgactgagaagttggcaggtageaagatctgtagtagcteg
ggatcccataacataggc tccatcgttctagacatcat
obe # 46 Probe # 47

Supplementary Figure S1. smFISH probe for amyB. In 1,497 b of amyB sequence, 47

regions (indicated as Probe #) of 18-22 nt were selected for the smFISH probe, each

attached with FAM fluorescence molecule.



atggaagagEasgrtEctEctotcgtoattgacaat gt togEEtatgtgcaagEccget
cttcaacgacgagagcagta Ettaccasgcccatacacgt
Probe # 1 Probe # 2

ttcgoopEtgacgatgccoccocgtgotgtocttocectocattgtogetogtococgteat

CacgacagasgEggageEtaa 3gCagpEgcagta
Probe # 3 Frobe # 4

catggtatcatgatigegtatggetcagaaggacticttatgtcggtgatgagecacagtcc
gtaccat tactaaccatacccagtctt gagaatacageccactactcc C3gg
Probe 7 & Probe # & Prob

asgcgtgEtatcctcaccotcagatatoctatcgagcacEptgtcgtcacaaactgegat
ttcgraccataggagt gtctataggatagctogtgc cagtgtttgacccta
e# 7 Probe # 8 Probe # 9

gacatggagaagatttgpcatcacacattotacaacgagctocgt prtECtoccgagEag
ctgta tcrtctaaaccgtagtgtgt gatgTtgctogaggoacaac
Probe # 18 Probe # 11

cacccggttotoctgacggaagocortat caaccotaagtocaac cgtgagaagatgace
gEpatagttepgattcaget  cactcttctactge
Probe # 12 Probe # 13

cagattgtcttcgagaccttcaacgoccocgocttoctacgtotocatoccaggocgtootyg

gtctaa geagctctggasgrtEcEgEE  CEEaagatgcagagptagpt Caggac
Probe # 14 Probe # 15 Probe

tcactgtatgectocggtcgtaccaccgetatcgttctggatictggtgacggtgtcacc
agtgacatacggag csgcatggtggecatsgeaa  ctaagaccactgocacagtg

# 16 Probe # 17 Probe # 18
cacgttgtccocatcracgagggtttcgocctoccccacgecatctoccgtgttgacatg
tgcaacaggggtagatgctc cgetagagggcacaactgta

Probe 19 Probe # 28

getggecgtgatttgaccgattaccteatgaagatecctggetgagegegattacacttte
gaccggcactaaactggeta ggsgtacttctaggaccgac gogccaatgtgaaag
Probe # 21 Probe # 22 Probe # 23

tccaccaccgetgagegtgaaattgtccgtgacatcaaggagaagetttgotacgtcgec
3getg gecgactcgcactttaacag actgtagttcctcttcgaaa atgcagegg

Probe 24 Probe # 25 Probe # 2
ctcgacttcgagcaggagattcagaccgettictcagagctccagoctcgagaagtactat

gagctgaaget tctaagtctggogaagagtc gtcggagctcttcaggata
6 Probe # 27 Probe # 28

gagcttcctgatggecaggteatcaccatoggtaacgagogtttocgtgetectgagact
€ gasggactaccggtccagta ggtagccattgctcgeaaag —cgaggactccga
Probe f 29 Probe # 3@ Probe # 31

ctcttocagoctagegttetggptetgEaaageggtgetatccacgttaccacctteaac

gagaaggt gatcgcasgacccagacctt ccataggtgcaatggtggas tg
Probe # 32 Probe #® 33 Pr

tccatcatgaagtgtgatgttgatgtccgtaaggatetetacggtaacatcgteatgtet
aggtagtacttcacacta actacaggcattcctagaga ccattgtagcagtacaga
obe # 34 Probe # 35 Probe # 38

getggtactaccatgtaccctggcatctocgatcgtatgeagaaggaaatcaccgecctt
cc gatggtacatgggaccgtag ctagcatacgtcttocttta gaa

Probe # 37 Probe # 38 Pro
gccccctcgtocatgaaggtoaagatcattgetoctectgagcgtaaatactocgtetee
CEEEEEagcaggtactt  gttctagtaacgaggaggac gcatttatgaggcagacc
be # 39 Probe # 4@ Probe ¥ 41

atcggtggttccatcttggcttccctgtecaccttocageagatgtggatctccaageag

ta caccazggtagsaccgasgg caggtggaaggtcgtctaca  tagaggttogte
Probe # 42 Probe # 43 Probe ¥ 44

gagtacgacgagagcggtecttcgategttcaccgeaagtgettctaa
ctcatget ggaagctagcaagtggcgtt
Probe # 45

Supplementary Figure S2. smFISH probe for actA. In 1,128 b of actA sequence, 45

regions (indicated as Probe #) of 18-22 nt were selected for the smFISH probe, each

attached with CAL Fluor Red 610 fluorescence molecule.



Supplementary Figure S3. smFISH procedures were performed without the amyB
probe in cultures of CD before shifting (A) and after shifting to CDmal, at 30 min (B), 60
min (C) and 90 min (D). Note that almost no fluorescent signals associated with amyB

were observed (each right panel). Scale bars, 20 ym.
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Supplementary Figure S4. Localization of amyB and actA mRNAs in an A. oryzae
hypha cultured in complete medium containing maltose. (A) smFISH was performed
with amyB and actA probes added to an overnight culture in MPY. The white arrowhead
indicates the nucleus located closed to the apex. (B) Line scan analyses of DAPI,
amyB and actA mRNAs fluorescent signals were conducted through the hypha of (A).
The white arrowhead indicates the nucleus located closed to the apex. Note that the
fluorescent signals of amyB mRNAs are not seen in the apical region, whereas those of

actA mRNAs appeared more intense in the apical region. Scale bar, 10 ym.



