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B
A.thaliana      1 ----MHIRRQIFVKSPDCQKV-VALQLDPAQSLLTLSGITSLLESS------------QR 
P.sitchensis     1 --------MQILVQGAGGGIRA--FTMKAS---DTLGQVKLSLLQSIANANNGIDINNIG 
G.max      1 ---MNPKSLQILVQSPDLGISLQPT----TKH-ETLSDLKHSLFPQ------------S- 
M.truncatula     1 ---MHRKSFQILVQSPDLQIHPKSV----TGD-ETLSDLKHSIFPN------------S- 
P.trichocarpa     1 ---MHTKSHQIFIQSQNPQFKTQTLTLDPTQT-LTLYNLKLSLITD------------N- 
R.communis      1 ---MKQKLQQIFLQL--PNSKLQTLTLDSTQI-LTLHDLKLSLFPN------------NH 
V.vinifera      1 MHTPKQSQIQILIQSPDLPIATRALTLNPN---STLRNLKLSLLPP-------------- 
O.sativa      1 MEKRATTTRAVVLRLDDLSLPPRRLTVPSR---LPVSHLLR-ALPQ------------PL 
H.vulgare      1 MAPAAGATRAVVLRLDDLSLPSRYLTVASH---LPVSDLLS-FLPL------------P- 
S.moellendorffii   1 ------------------------------------------------------------ 
P.patens      1 -------MVQVLVSKGDGGTVA--VRVDEE---QTVGDLKSLVLP-------------RS 
 
 
A.thaliana     44 ISFSACSITLDGKLLNGSTRIQVSKLPSVSMLTLFP-RLRGGGGDGGATGAESRDCYLNM 
P.sitchensis     48 KEMGQFYFSCGGKALADNCRLMDMDVGHNSLIQLIP-RVCGGGGDGGATGAESRDCYLKM 
G.max     40 --HRSFYFTFNGKPLPDKTPL--SQFPPLSTLSLRS-RLPGGGGDGGATGAESRDCYLNM 
M.truncatula     40 --QSSFYFTLNGKPLSDDTNFSTSRIAPLSTLVLQS-RLRGGGGDGGSTCAESRDCYLKM 
P.trichocarpa    44 QNPSSFYFTLNGKPLKDSTCLPNPQITPLCTLILQV-RLSGGGGDGGATGAESRDCYLNM 
R.communis     43 QNLSSFFFTLNGKPLLDSTPIPNPQITSLSTLVLHS-RLPGGGGDGGATGAESRDCYLNM 
V.vinifera    44 QTLDSFFFTLHGKALHDSSTLQKSGINPLSTLVLRF-RLPGGGGDGGATGAESRDCYLNM 
O.sativa     45 LESSSFYLTADGRPLLLSAPVA--SLPPSGSVQLRLRALRGGGGDGGATGAESRDCYLSM 
H.vulgare     44 --SSSFYLTTDGRPLAPSAPVA--SLAPSGSLQLRLRALRGGGGDGGSTCAESRDCYLSM 
S.moellendorffii    1 -----------GKLLGHGRPLQESGVGRWSTLHLGV-RVRGGGGDGGATGAESRDCYLKM 
P.patens     36 CVWDHVYLSFAGRPLADDARLVDCGIGNWSSLGFGV-RVRGGGGDGGATGAESRDCYLNM 
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Supplemental Figure S1: gfw1 and gfw2 are new alleles of rf2 and prp8    

        In previous work, we identified rtf2-3 (At5g58020) and prp8-7 (At1g80070) as mutant 

alleles conferring a GFP-weak (gfw) phenotype in a previous screen based on the same 

alternatively spliced GFP reporter gene used in this study (Sasaki et al., 2015).  In the present 

screen, we identified additional new alleles of rtf2/gfw1 and prp8/gfw2 based on their GFP-weak 

phenotypes, which is likely due to increased proportions of unspliced untranslatable GFP 

transcript (Figure 4). RTF2 is increasingly recognized as an important splicing-related protein 

and has been identified not only in our forward genetic screens but also in a recent sequence-

based genetic screen conducted in fission yeast to identify splicing factors (Larson et al., 2016). 

PRP8 is one of the largest and most highly conserved spliceosomal proteins and is situated at the 

catalytic center of the spliceosome (Grainger and Beggs, 2005).  

 

A and B: The new mutant allele of rtf2 we identified in the present study, rtf2-4, creates a G89E 

substitution in the highly conserved Rtf2 motif of the RTF2 protein (A). This is in close 

proximity to the previous mutant allele we identified, sdr1-1/rtf2-1, which causes a G85E 

substitution (A). These apposed glycine residues are in a short G-rich region at the beginning of 

the Rtf2 domain (B, red arrowheads). The positions of the two mutated residues suggest that 

the run of glycines is critical for the function of RTF2 in pre-mRNA splicing. Details of its role 

in the mechanism of splicing remain to be investigated. 

 

C: We identified two new prp8 alleles in the present screen: prp8-10 and prp8-11. The mutant 

prp8-10 allele causes a G1347D substitution at the edge of the U5-snRNA binding site (yellow 

box). The mutant prp8-11 allele causes a R1170K substitution. The mutant allele we identified in 

the previous screen (sdr4-1/prp8-7) creates a G1820E substitution in the second RNase H-like 

domain (Sasaki et al., 2015).  
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