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To elucidate the molecular mechanism of the self-specific recognition of
S-RNase by the pollen determinant SFB to exert its cytotoxicity in the Prunus-specific S-RNase-based
self-incompatibility (SI), we conducted 1) identification of the pollen-tube proteins binding to
the recombinant S-RNase by mass-spectrometry, 2) investigation of the poly-ubiquitination of the
Sl-related proteins in the (in)compatible pollinated pistils and the in vitro cultured (in)
compatible pollen tubes. As a result, candidates of the pollen tube proteins involved in exerting
the S-RNase cytotoxicity and those of the SCF complexes involved in detoxification of S-RNase in
compatible pollen tubes were identified. On the other hand, we could not detect the
poly-ubiquitination of the Sl-related proteins in both of the (in)compatible pollinated pistils and
the in vitro cultured (in)compatible pollen tubes.
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Proteins preferentially identified using Accessions Deduced Spectra in co-IP Spectra in control” NSAF NSAF in
colP* molecular mass incoIP*  control
(kDa) (%) (%)
PavSLFL2 XP_021803309.1 49 79 0 2.65 0.00
PavSLFL& XP_021821224.1 49 247 0 235 0.00
PavSSK1-like XP_021802263.1 21 159 7 3.53 0.12
PavSFBL2 XP_021817233.1 44 142 0 1.50 0.00
Chaperone protein Dnall0-like XP_021828002.1 41 135 0 1.53 0.00
PavMGST XP_021816798.1 24 110 0 213 0.00
PavSSK1 XP_021834044.1 21 102 0 226 0.00
PavCullA XP_021820063.1 86 78 24 0.42 0.10
Coatomer subunit beta”-2-like XP_021807152.1 103 12 0 0.05 0.00
BrefeldinA-inhibited guanine nucleotide-  XP_021804503.1 196 11 0 0.03 0.00
exchange protein 5
Cullin-associated NEDD8-dissociated XP_021805383.1 135 10 0 0.03 0.00
protein |
Eukaryotic translation initiation factor 3 XP_021819298.1 62 &8 0 0.06 0.00
subunit L
Alpha-glucan water dikinase. chloroplastic  XP_D21833799.1 164 8 0 0oz 0.00
isoform X1 XP_021833800.1
XP_021833801.1
Alpha-amino adipic semi-aldehyde syn- XP_D21804606.1 117 7 2 0.03 0.01
thase
Exocyst complex component SEC6 XP_021829536.1 73 7 2 0.04 0.01
Exocyst complex component SEC5A-like  XP_021809580.1 124 6 0 0.0z 0.00
SKPI-like protein 1 A XP_D21815668.1 18 5 0 0.13 0.00
Lon protease homolog 1. mitochondrial- XP_021819219.1 112 5 0 0.02 0.00
like isoform X1 XP_021819220.1
XP_021819221.1
XP_021821299.1
Pav§® RNase XP_021802050.1 28 217 156 361 208
Total number of spectra matching 13,958 17.281 100.00 100.00
*Proteins had at least five spectral counts and were detected with a fourfold or more increase based on NSAF values
PControl was a mixture of pollen proteins bound non-specifically to beads and the input of the recomhinant SR Nase
“Normalized spectral abundance factor (NSAF) was calculated as follows: (spectral counts/molecular weight)¥ (spectral counts/molecular
weight)y
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