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Supplementary Figure 1. Proteome-wide analysis workflow and two representative MS/MS
spectra. (A) The workflow of lysine 2-hydroxyisobutyrylation (Kniv) analysis for total proteins
extracted from Botrytis cinerea hyphae using affinity enrichment and high-resolution LC-MS/MS
methods. (B) and (C) The MS/MS spectra of peptide EGCIAVSHGCTGKhisGNDQVR with a 2-

hydroxyisobutyrylated site at K120 in Bcassl (A0A384J618) and peptide LKnipsVGTSVEDDR
with a 2-hydroxyisobutyrylated site at K194 in Bclgdl (AOA384J6S6).
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Supplementary Figure 2. Venn diagram of identified Knib sites from three biological repeats.

Overlapped areas represent that identified Knin Sites were repeated in different biological repeats.

COG/KOG categories 0 s0 Hmber ﬁ;m'm
[9] Translation, ribosomal structure and biogenesis }
[O)] Posttranslational madification, protein turnover, chaperones
[C] Energy production and conversion
[E] Amino acid transport and metabolism
[U] Intracellular trafficking, secretion, and vesicular transport
[S] Function unknown
[G] Carbohydrate transport and metabolism
[A] RNA processing and modification
[1] Lipid transport and metabolism
[T) Signal transduction mechanisms
[Z) Cytoskeleton
[F] Nucleotide transport and metabolism
[H] Coenzyme transport and metabolism
[Q] Secondary metabolites biosynthesis, transport and..
[K] Transcription
[P] Inorganie ion transport and metabolism |
[D] Cell cyel 1. cell division, ch partitioning
[B] Chromatin structure and dynamics
[M] Cell wall/membranc/envelope biogencsis
[L] Replication, recombination and repair
[Y] Nuclear structure
[V] Defense mechanisms
[W] Extracellular structures

Supplementary Figure 3. Functional classification analysis based on Clusters of Orthologous
Groups/EuKaryotic Orthologous Groups (COG/KOG) database. The value side the histogram

represents protein number of the indicating terms.
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Supplementary Figure 4. Two representatives of enriched KEGG pathways. (A) Ribosome
pathway (map03010). (B) Citrate cycle (TCA cycle) pathway (map00020). The identified Khip
proteins were highlighted in red.
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Supplementary Table 1. Ky, sites identified in EXP.1 (biological repeat experiment 1).
Supplementary Table 2. Ky sites identified in EXP.2 (biological repeat experiment 2).
Supplementary Table 3. Knib sites identified in EXP.3 (biological repeat experiment 3).

Supplementary Table 4. Total sites of Kyip identified in B.cinerea hyphae. All of the sites were

detected in 3 biological repeats.

Supplementary Table 5. Orthologs of Knis proteins identified from B.cinerea in different species. The
species include Homo sapiens, Oryza sativa subsp. japonica, Physcomitrella patens, Saccharomyces

cerevisiae and Toxoplasma gondii.

Supplementary Table 6. Information of K, proteins identified from B.cinerea classified into
different GO terms.

Supplementary Table 7. Information of Ky, proteins identified from B.cinerea classified into
different COG/KOG terms.

Supplementary Table 8. Subcellular localization details of Kiip proteins identified from B.cinerea.

Supplementary Table 9. Details of GO enrichment analysis of identified Kni, proteins in B.cinerea.

The GO terms were filtrated with Fisher's exact test P value less than 0.05.

Supplementary Table 10. Details of PPI analysis of identified Knin proteins in B.cinerea. The table
includes 506 clustered proteins and 389 unclustered prtoeisns.

Supplementary Table 11. Details of 37 identified Kni, proteins involved in pathogenicity of B.cinerea.



