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Figure S1:  ric8 gene structure, mutant verification, and expression RIC8-GFP.  A) The ric8 genomic

region from Neurospora crassa.  Intron locations (black triangles) and restriction enzyme sites (black 

lines) are shown.  B) Complementation of Δric8 by expression of a ric8-gfp allele.  AVM plate culture 

is shown for wild-type (2489), Δric8 (R81a), and Δric8, ric8+-gfp+::his-3+ (R8GFP).  C) RT-PCR 

analysis of ric8 mRNA levels.  Samples containing 2 μg of total RNA isolated from conidia of strains 

used in (B), with a duplicate R81a reaction, were subjected to RT-PCR with primers designed to flank 

the first predicted intron of ric8 (R8I1fw and R8I1rv, Table S1).  The predicted intron size is 56 bp, 

making the size of the RT-PCR fragment about 354 bp.  For the control and probe DNA, a 410 bp 

fragment of genomic DNA was amplified by PCR from plasmid pSM2 using the same primers.  

Expression of the 18S rRNA gene was assessed under identical RT-PCR conditions (See methods).  

D) Western analysis.  Protein from a whole cell extract isolated from a 16 hr submerged culture of 

strain R8GFP was subjected to Western analysis using anti-GFP antiserum (See methods).  The 

approximately 93 KDa protein is indicated by the black arrow.   
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Nc ---------MASIGVSGPAKLQAVTTLIHKLTEDLKSTSLSPE------------------ERDKALEELKVYGRDPRNADPI-------FTKQGIETLTKHAFDS 
Pa ---------MNAKAKTPVAKLDAVKQLLGSLTEDLETSSLAPQRWFIFPAALEIASNKFEIGRESILEELKIYGRDPNCADPI-------FTKEGIKTLVRHAFDS 
Mg ------------------MLNTNTLKGTDKLTLDLKEHNLSSQ------------------ERDAALEQLKVYGRDPRDAEPI-------FTKEGISTLAAHSFDG 
Fg -----MATLPPAGLPTGTDKLEYIKELINDLSEDLNEELYLPD------------------DRAAVLDQLKILTRDPINADPL-------YTEEGISTLLRHAYDK 
Ss MSISSTRTSLSSQGLTGEAKLADVTNIVESLKADLENISLLPH------------------QRDALLEQLKVYGRDPANADPI-------FTREGIETLSKHAFNS 
An ---------MDLRILQGSEKLQQVTKLLNSLEKDLKDNSLNSA------------------QRTQILLQLRQYGTSPDNAGPI-------YSKKGIEILSKYGIDG 
Hc --------------MATPALLVVETSCLNAEKTLAAQFGSRGS------------------WEQNLNLPLNFLGLQFQNGNSR-------IRGEGKTRG------- 
Bc MSISSARTSLSSQELTGKAKLTDVTKIVESLKEDLEKISLLPH------------------QRDALLEQLKVYGRDPTNADPI-------FTKEGIETLSKHAFNS 
Sj --MPDSKSTVDLLSFSERDNGSFIPTICSKLNDLLKPTAWELSAN--------------LIEIAVSLKFLRKKSREKDACQKISNALDWTLVAERAFSVDKLRNSA 
Yl --MIGHLHTYDITYTISLLEVHNPTQYHFSPPKMSSKTAYEDFQS--------------EPQDPLLCDALKMSLTTAQAWTQIG-------GISAADDIATHVLDG 
                                                                                              
                                                      *    *                   * 
Nc PSETTSRNALRVLCNAMLLIPETRQRFVDLGYESKACEKLKN--DNWDDEFLATRVIFFSTYGTTVDLAKLIDEHHLAESMVANLARHASRISEHAKNKTKPDPME 
Pa TSVNTSRGALRILCNTLLLEPETRQRFVDTGYAAKASEKLKE--DNSDDEFLVARLLLISTYNTNIDLPKLITQHGLADSIANHLARHAKRLSSTNR-STTANPMD 
Mg SSDTTSRNALRCLANAMLLQPSSRQELVDLGYHIKACAKLAS--DSWDDEFLVSRVLMLAANARNINHEILITQHGLAELIAARLESHMRFLP---DEDSSPNTME 
Fg PSTKSADAARRVLANAMVLKTVTRDIFVNKGFAPNACQGLNG--GSFDDEFLNSRILFLSTYGTKVDLKKLIDDEKLADRISENLARHAK------ESKAKSDPMQ 
Ss PSKFTSRNALRCLANALLLKPDTRQTLVTLGYDAKACTLLKDRNGSVDDEFLLSRIIFLTTYGTTINIENLIDHCHLADAISHNIANHARLHNAKQKKVKQLDPME 
An ETTDVRHAALRCVANALLLDSNMRQLFVDTGKGGRLAEMLKC--DSSEHEMVISRILFLSTYDTNLNFDDLINNHSLGDNINYQILRHSKQFPKSGRK--PLSQVD 
Hc -----------GIAIGKITCQGYKNKSSSSFSKSVNTECDLE--ENSDDEFLASRLLFLATYDTDLDFDKLIDNNNLGEYINNHIYRHSKRFSKARKK--KLDQMD 
Bc PSKTTSRNALRCLANALLLKPDTRQILVGSGYDERACALLKDRIASVDDEFLLSRIIFLTTYGTTINIENLIDQCHLADTISHNIANHDKLHSAKQKKTRQLDPME 
Sj HSLELIRLIVNVLVNNPSMSQRIASLFSNSAFDEESFFCLNSACQIALLRLLFLLCVGENDFDRTWTFRIIEPGLQLALGGTVVLNNLSTEPVSASVLDELLRLAY 
Yl SLDEASTLNLAATVSNGYFLLRQYITSATKAPKLVNWATTTYPDTDERGKMICRRILFLCSSERIEGLNVATLAKGLELGLTDLQDQLEKKKQDKNLLLQHLREIL 
                                                                                
                                               
Nc LMALGETLRLLFNVTSKCPSKLDCFTAAVPHIVTLLLSLDIPPPKGTPPLESPLSPLVNALMNLKLDSEEARSCLYPKDAPSSLAEKLITLLDLSLKAYS-DQELD 
Pa PMALEETLKLTFNVSQFSPNHLASFEPAIPHIITILCSLDLPSPHTKTPLGPPFGPAVNAVLNLDLSTPTAKEYLYPDSSPSSFSDRLIKLLSLSIKAYK-NPDLE 
Mg GMALSETLKMMFAVLRFCPGQSTRFAGAAGHILTLICQRPLP---AESVLDPPFGPLINALCTLDLEDEAITNTLFPERDPSLVTSRLISILDRALSEFKGNGMDD 
Fg DMALVESAKLLFNVTYYCPDKSSSFTSAIPHLVALLLKQDIS---QTKPLDPPVGFIINALANLDVGSSDCQKSIHPEEDPEKVVSRLISILDAAMKNVP-DNQLD 
Ss DMALAESLKLLFNITHFCPQRNSSFSQALPHILSILDKREII---PNTPLESPISQLINTLINLPLEDPGNISVLFPRANPHSHVQKFLELLDHSINEYK-DEELE 
An ELAFTDTLKLVFNIAKLFQDLAPTFSPSIPYIFKIISRIDIPLKPLDGLLGTLLNCLSTLDLENKNKKPYDGNPIFPTFNQNCNVDKLINILDQAVSAYE-PSELE 
Hc ELALSETLKLMFNITNFYPHRVDAFSPSIPHILKILSRIEIPTPPLQAPVNYLINSLLNLDLEAKKSKHFGTNPLFPKFDQNCNVDKLINILDQAVAMHK-PQHLE 
Bc DMALGS--------------------------------------------------------------------------PNLNVEKFLNLLDHSINKYK-DEELE 
Sj AVGSSKDLPKSYSTAQLSPFVIQLWKETGTRDPSYTSNTSWHIVNALLVLPLQNLTSSSLYQITDIALTALDVLLPLKGIQLLEAGNASFKVPNFASVFLTAKELE 
Yl SGFVCLITVYKTVREDQEKQTSETLKQIVPHVLTLATQNP----------ELLYPCIPIISCRPDVAVESQKLFVTYLETLEVQLKQVLCATYPDITALA---QLL 
                   
        *   *                      * * *                                                 ****** * * 
Nc ATVTPLVCIISSIYENAPADSPVRDFIRKSLLPSEEERNKVLGKGDTLPAKLLANMTNPIAPEFARAVSHLLFNVSDKDANKFVENIGYGYASGFLFQNNIPVP-- 
Pa QIVTPLVCALSLVYEHAPAS--VKQSIKSALLPTEKDREDALGKADTLQGHLLKNWSNPEAPELGKAIAHLYFDLSNRDPHKFVKNVGYGYASGFLFQNNISFTPE 
Mg PTMTVLAGSLCIIFEAAPEP--VRISMQAQLLPTDEDRKEVLGSTESLPSKLLKMMTNAMAPKSRKAISHLLFGLSDRDAGKFVEKVGYGYASGFLFEENIPVPQS 
Fg ATVSPLLGVISSVYKHAPDS--SKKYIREKLLPTEEDRKEVLGKGDALSAKLLQNFNNPLAPSVGTVIQHLLYDLSENDANKFVENVGYGFASGFLFQNNIPIPPS 
Ss QLVSPLLTLIRRLYEIGPSE--VHKFLQTRLLPSDKD-----------------------------------------HASTFVQNLGYGFASGFLFQRNIPIPEN 
An TKAIPLFHTLVTIHEVAPDG--PRKYMQWLLLPDDNDRDRPIGQSDTLSSKLLKLSTMHYAN-LKVAISELMFVLSGKNAESLTKNIGYGFAAGLLASRGMDIPKS 
Hc SLAVPLLTLLRKIYSFAPEG--PKKYMEWLLLPEDNDHDLPIGKSNTLSSRLLRLSTSPVAPSLREGISALMFELSGSDATDFVRNVGYGFAAGFLMSHDMPVPET 
Bc QLVSPLLTLIRKANEIGPSE--VHQFMQIQLLPSDKDREQPVGRGESLSARLIQLSTSPMAPQVRESISALLFELSDKDASTFVHNLGYGFASGFLFQHNVPIPEN 
Sj VRLSPLLALLQNIVKVNDTQ--TCRLLESRLFPSEADRSASLAFGSGLPSRLLRLLVIPCFLQMPQQVAHLYYSLCRENAKVLTDTIGFGYASGILRVCQEPTDST 
Yl YGLAPLVPIVTTVDGAEPAR----EILCRVFLPSDEDRKEAIGKTKSIPSRLLKVTEEPEFQDCKFLVNEAQWVLCEENKDKFTDAIGFGYAAGYLTGFAASSAST 
                                                                          
                            * *                ** **********  *       ***    **  *   *        
Nc EGLGGDAEKGESSQAGQSS---RRAVNPITGQFLDTETFPDMPEMTMEEKEREAERLFVLFERARKLGIVNVENPVAKAVQEGRFEELPDDYEEDSD------- 
Pa ELNKGGETEVEGEDGVREI---KRPINPITGQFLDTERVSELPEMTDEEKEREAERLFVLFERLKQTGIIDVQNPVEQAMREGRFEELPDDK------------ 
Mg ALAS------EGASGSTMQ---GRAVNPITGQFLDAEKLSDIPEMSQEEKEKEAERLFVLFERLKKTGVVDVQNPVEKAFQEGRVEELEDDEDGDENNKKVEQK 
Fg ASDPG-------------S---QKPVNPVTGQHVDAEKPVDEPEMTEEEKEREAERLFVLFERLKNTGVVDIQNPVEAAMREGRYRELKDDEVEEIE------- 
Ss ALEAWSKENDNDDGKARSSHDSGKAVNPITGQLLEAEEKIDMPEMSQEEKEREAEKLFVLLK---KNGIITAKNPMEEALQQGRFEELDDDADSD--------- 
An AGEAFATN----------SQDLNPEINPITGQRWAAEKEDTGPPMTKEEKEREAERLFVLFERAKANGILGVENPVTQALREGRLEELPDSDSE---------- 
Hc AKEAFSTS----------AGGLDPNLNPITGQRWDAEPQDGGPEMTEEEKEREAERLFILFERLKATGVVDVENPVSAALQTGRFEELG--------------- 
Bc AFEAWSTENDKGNGKARPSQDSGKAVNPITGQLLEAEEKIDMPEMSQEEKEREAERLFVLFDRLKKNGIITAANPMEEALHQGRFEELEDDADSD--------- 
Sj VSKDSLFSG--------LSTATADNVNPITGGRTESEKP--VPEMSMEEKEREAERLFVLFQRLEKNGMIQVENPVKKAVRSGLFENSNDNNA----------- 
Yl GPASNSGFG--------YDKVTGQKLTPELQELKKLQEQIS--AMSPEEKEREAEKLMYLFNRMKELGIVNFDHPMRAAQESGRFEELD--------------- 

 

Figure S2:  RIC8 homologs in other fungi.  ClustalW (http://www.ch.embnet.org/software/ClustalW.html) 

was used to align RIC8 sequences from Neurospora crassa (Nc; NCU02788.3), Podospora anserina 

(Pa; Pa_1_3900), Magnaporthe grisea (Mg; MGG_14008), Fusarium graminearum (Fg; FGSG_01511), 

Sclerotinia sclerotiorum (Ss; SS1G_02787.1), Aspergillus nidulans (An; AN1661.3), Histoplasma capsulatum 

(Hc; HCAG_03335.1), Botrytis cinerea (Bc; BC1G_02317.1), Schizosaccharomyces japonicus 

(Sj; SJAG_02027), Yarrowia lipolytica (Yl; ACCESSION# XP_505953).  Shading indicates identical (black) 

and similar (grey) amino acid residues (http://www.ch.embnet.org/software/BOX_form.html).
 

 



 

 

 

 

 

 

 

 

 

 

 


