Supplemental Figures

A B

or . .. MSCNCI RPSLPTRTSTSSSVSRRSNLSLCLSNLPPLTCPVT 41 H
A j},",r,,,,g"(f,ﬁ"; ‘ . NATI TTTSPPESLPCSPSFRI HRASRSSSSSRPALSLLLSNLPALSGPTP 50 MoRCN1 [ | Ll Calcipressin | | 266aa
[ crassa Qccccccwsxzcsmcsr:mp ASLSRSSTCRSSRKCSSISLELSKLPPLSCPTP 60
H. saprens 0
S. cerevisiae . MCNL T IUIM 1 ] 12
D. rerio . . \RE(EKLVSR\SECHSSEPEEB‘EEENQF[ETEDE\EE\]\DLSD 43
M. orvzae PTNTLLFTNLLEREI FRPCNLETI RNLVTKTAPI HSFAPLESFARI VI SEFSEEDAI AVR 101 C

A ﬁ,,,,,gam PSNTLLI TELHCLYLFGPASLASI RSCI ESI APLNSFSPLPSLRI VCSFESECDALRVR 110
PSNTLI FTNI NSLEVFSACNLQTI RCLT SCTAPT FAVSPLRSERET I VIFFCECAAI AVR 120
.............. MVYAKFESLFRTYCKCI TFQYFRSFKEVRI NESNPFSAACAR 42
. ceretisiag Stkcti VENENVERI GVVLSKNI LRKFQI NENEPLGLI | LRREKIGI LLI CPSHE. . . 1SQ 69
D. rerio LPTALF ACSVHEAVFECCRYRERFEALFRI YCCGTSFCMFRSERJEVRI SESTPEAAARAR 103

Fusarium graminearum

M. oryzae R\\‘ECE-\TI\C ASCN. \JJECRPTPLEVK. . EERJALFCA Fusarium oxysporum

A. funigatus KLLT _NRNVCTKI JJFCGEP TPLLCECRPKLIJEARHL

N. crassa S\\'ECEA[LC ERCR. VlJFCCPTPI CVS AACKHEALEL A

H. sapiens LCLHKTEFLG. KENK. LFACTLHIC. . . . SSHIAPENP

8. cerevisiae EVNCAS RALEVENFNFSJSLGDCGRNLT. . KCYBKVSES EfE
. rerio 1 ELHESCFNG. TKLK  ACVCNSCEDVEKAYHAPECP

HCWEN. RL 156
HGWWA. RT 169 21
HCWEC. RM 177
VCVKC. VE 95
PEFCFSKC 127
VGWSC. SE 160

i ]

Neurospora crassa
Magnaporthe oryzae

Colletotrichum higginsianum

Verticillium dahliae

M. oryzae ECAJNKLVHAEELAEAL ARBEENKCASGLSG. VGIPISPT. . CG. ... .. ... ....... 197 i
A. fumigatis ECPENKEVEASELAGALAQIKTECS AP. VSC. PUCPGTPNSNSEEKR. . . . TGSWPI ANS 223 72 Blumeria g

N, ¢rassa ECAGNTAVHAEDL AEAL ARJIRHENNPNGI TACVKAPVSP ASCGGS SSRPGACCLFKECAR 237 - .

H. sapiens CAT. . . VI NYELLYAI SHJCPCEKYELBAATDTTRSVVVEVCESEG. . . . . . .. LE 140 Sclerotinia sclerotiorum
§. cerevisiqe ECARCREL CSHI CCLCQCRBEAS CLLPNNPLKNANGTFTLLKSKVC. LiA T ] .

D. rerio TATl. . . VI NYBLLCAVAQICP CEKYELBAGTESTRSVVVEVCESET. . ... ... .. E 205 Aspergillus fumigatus
65 Cryptococcus neoformans
NTRSRSSTLI FCPCG . CCASPELPAI Al CCNTLEPE. . 242 p :

A j‘,ﬂ,,{:g;,?,ﬁ (QRSRSQTH\E’I; 5 . EGCSPGLPAVMELTTVESDE 1.INS. V272 Ustilago maydis

N ¢rassa KNRSRSSTLI FGPEKKAGTSNGKANCP m:uv:\r\l:l:nl:[amrcm "DNSPVSTSPRT 297

SH sapiens KEEEEENERMRRPKPK. .. ... 11 CTRRPEYTPIHLS. . . . 171 66 Caenorhabditis elegans
cerevisiae 1 TL ERCPTI\ECI\(C]\Q ... LACHI KTAFPPKSI FLCTLCLLL. e B 211 fi
D). rerio EEEE. . ARPKAK. . .. I VGTRRPDGBPKI YN, . . ... . . ... oL 230 E Homo sapiens
99 Danio rerio

M. oryzae KPI LAHTARPPVELMHA 259 Saccharomyces cerevisiae
A ﬁmugnrm RKLPPKTARPPVELNH 288
N. eFassa RPI FAHTARPPVELAHY 314
M. sapiens . ... .. 171 —_—
S. cerevisiae . . 211 a5
rerio 230

Supplementary Figure 1 | Analyses of RCN1 functional domain and systematic evolution. (A)
Alignment of the amino acid sequences of LDP1 from M. oryzae and other selected model organisms.
Amino acid sequences were aligned with ClustalW
(http://www.ch.embnet.org/software/Clustal W.html). Identical residues are colored by black regions,
and similar residues are colored by gray regions. (B) Analysis of MoRCNI1 protein structure. Region
marked blue shows Calcipressin domain. (C) A phylogenetic tree of the RCN1 amino acid sequences
in different species. Numbers at nodes indicate the percentages of occurrence. Scale bar indicates the
number of amino acid differences per site.
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Supplementary Figure 2 | Expression of RCN/ at different developmental and infection stages in M.
oryzae. The actin gene MoActI was used as an internal control. Expression level of RCN/ in HY was
set as 1. HY-hyphae; CO-conidia; AP-3h, appressorium at 3 h; AP-12h, appressorium at 12 h; IH-18h,
infectious hyphae at 18 h; IH-24h, infectious hyphae at 24 h; IH-48h, infectious hyphae at 48 h.
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Supplementary Figure 3 | Replacement strategy and confirmation of RCN/ deletion mutants. (A)
Gene replacement of RCNI through a split-marker approach. White bars represent genomic regions
upstream and downstream of the PALI coding sequence that was amplified and fused to segments of
the hygromycin phosphotransferase (HYG) cassette. (B) PCR verification of the deletion mutants.
Flanking sequences besides the replacement fragment was amplified by using primer pairs of
LCK/HCK-up and RCK/HCK-down. RT-PCR verification was performed by amplifying the RCNI
gene in the transformants and the wild-type strain (WT).
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Supplementary Figure 4 | Subcellular localization of MoCNA in WT and AMorcnl mutants under
high Ca** concentration level. MOCNA and H1-RFP were co-transformed into WT and AMorcnl
mutant. The co-localization was observed under the confocal. Bar, 10 um.
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Supplementary Figure 5 | Correlation of different samples and normalization of RNA-seq data. (A)
Pearson correlation between samples. (B) Boxplots showing the normalized values of gene
expression detected in RNA-seq.



