
Supplementary Figures and Methods 

Fig. S1. MS/MS spectra of RPS2 peptides from GFP-TRAP ribosomes isolated from VacV-infected Hap1 

cells. The peptide amino acid sequence, phosphorylated residue, b-series ions, y-series ions, charge state (+), 

and ions that support phosphorylation (^) are all indicated. 
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Derek_4 #11056 RT: 34.76 AV: 1 NL: 1.38E4
T: ITMS + c NSI r d Full ms2 695.3276@cid30.00 [186.0000-2000.0000]
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Fig. S2.  MS/MS spectra of RPS28 peptides from GFP-TRAP ribosomes isolated from VacV-infected 
Hap1 cells. The peptide amino acid sequence, phosphorylated residue, b-series ions, y-series ions, charge 
state ( + ), and ions that support phosphorylation ( ^ ) are all indicated. 

Derek_8 #30415 RT: 48.91 AV: 1 NL: 2.41E3
T: ITMS + c NSI r d Full ms2 590.2233@cid30.00 [157.0000-1191.0000]
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TACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAAGTCTCCCTATCAGGAGTTCACTG

ACCACCTCGTCAAGgCCCACACCAGAGTCTCCGTGCAGCGGACTCAGGCTCCAGCTGTGGCTA

CAACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGA

TGATACGG 

RPS2-T278A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACCAGGTTC

AAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCTCCAAGGAGGTG

GCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCGTGCGCAGAGGCTACTGG

GGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAGGCCGCTGCGGCTCTGTGCTGGTA

CGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCGCACCTGTGCCTAAGAAGCTGCTCATGATG

GCTGGTATCGATGACTGCTACACCTCAGCCCGGGGCTGCACTGCCACCCTGGGCAACTTCGCCAAGGCC

ACCTTTGATGCCATTTCTAAGACCTACAGCTACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAA

GTCTCCCTATCAGGAGTTCACTGACCACCTCGTCAAGACCCACgCCAGAGTCTCCGTGCAGCGGACTCAG

GCTCCAGCTGTGGCTACAACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAG

TCCAATGCGATGATACGG 

Table S1. gBLOCK Sequences 

RPS2-T276A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACC 

AGGTTCAAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCT 

CCAAGGAGGTGGCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCG 

TGCGCAGAGGCTACTGGGGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAG 

GCCGCTGCGGCTCTGTGCTGGTACGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCG 

CACCTGTGCCTAAGAAGCTGCTCATGATGGCTGGTATCGATGACTGCTACACCTCAGCCCGGGG 

CTGCACTGCCACCCTGGGCAACTTCGCCAAGGCCACCTTTGATGCCATTTCTAAGACCTACAGC
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RPS2-S281A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACC

AGGTTCAAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCT

CCAAGGAGGTGGCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCG

TGCGCAGAGGCTACTGGGGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAG

GCCGCTGCGGCTCTGTGCTGGTACGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCG

CACCTGTGCCTAAGAAGCTGCTCATGATGGCTGGTATCGATGACTGCTACACCTCAGCCCGGGG

CTGCACTGCCACCCTGGGCAACTTCGCCAAGGCCACCTTTGATGCCATTTCTAAGACCTACAGC

TACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAAGTCTCCCTATCAGGAGTTCACTG

ACCACCTCGTCAAGACCCACACCAGAGTCgCCGTGCAGCGGACTCAGGCTCCAGCTGTGGCTA

CAACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGA

TGATACGG 

 

RPS2-S278E 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACC

AGGTTCAAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCT

CCAAGGAGGTGGCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCG

TGCGCAGAGGCTACTGGGGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAG

GCCGCTGCGGCTCTGTGCTGGTACGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCG

CACCTGTGCCTAAGAAGCTGCTCATGATGGCTGGTATCGATGACTGCTACACCTCAGCCCGGGG

CTGCACTGCCACCCTGGGCAACTTCGCCAAGGCCACCTTTGATGCCATTTCTAAGACCTACAGC

TACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAAGTCTCCCTATCAGGAGTTCACTG

ACCACCTCGTCAAGACCCACgaaAGAGTCTCCGTGCAGCGGACTCAGGCTCCAGCTGTGGCTAC

AACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGAT

GATACGG 
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RPS2-S281E 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACCAGGTTC

AAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCTCCAAGGAGGTG

GCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCGTGCGCAGAGGCTACTGG

GGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAGGCCGCTGCGGCTCTGTGCTGGTA

CGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCGCACCTGTGCCTAAGAAGCTGCTCATGATG

GCTGGTATCGATGACTGCTACACCTCAGCCCGGGGCTGCACTGCCACCCTGGGCAACTTCGCCAAGGCC

ACCTTTGATGCCATTTCTAAGACCTACAGCTACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAA

GTCTCCCTATCAGGAGTTCACTGACCACCTCGTCAAGACCCACACCAGAGTCgaaGTGCAGCGGACTCAG

GCTCCAGCTGTGGCTACAACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAG

TCCAATGCGATGATACGG 

 

RPS2-T278A/S281A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACC

AGGTTCAAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCT

CCAAGGAGGTGGCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCG

TGCGCAGAGGCTACTGGGGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAG

GCCGCTGCGGCTCTGTGCTGGTACGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCG

CACCTGTGCCTAAGAAGCTGCTCATGATGGCTGGTATCGATGACTGCTACACCTCAGCCCGGGG

CTGCACTGCCACCCTGGGCAACTTCGCCAAGGCCACCTTTGATGCCATTTCTAAGACCTACAGC

TACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAAGTCTCCCTATCAGGAGTTCACTG

ACCACCTCGTCAAGACCCACgCCAGAGTCgCCGTGCAGCGGACTCAGGCTCCAGCTGTGGCTA

CAACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGA

TGATACGG 

 

RPS2-T278E/S281E 
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GGAGATAGCGTACGAGTGTACGACTAAGTAGGATGACGTATAGAGTATGCCGGCCAGCGCACC

AGGTTCAAGGCATTTGTTGCTATCGGGGACTACAATGGCCACGTCGGTCTGGGTGTTAAGTGCT

CCAAGGAGGTGGCCACCGCCATCCGTGGGGCCATCATCCTGGCCAAGCTCTCCATCGTCCCCG

TGCGCAGAGGCTACTGGGGGAACAAGATCGGCAAGCCCCACACTGTCCCTTGCAAGGTGACAG

GCCGCTGCGGCTCTGTGCTGGTACGCCTCATCCCTGCACCCAGGGGCACTGGCATCGTCTCCG

CACCTGTGCCTAAGAAGCTGCTCATGATGGCTGGTATCGATGACTGCTACACCTCAGCCCGGGG

CTGCACTGCCACCCTGGGCAACTTCGCCAAGGCCACCTTTGATGCCATTTCTAAGACCTACAGC

TACCTGACCCCCGACCTCTGGAAGGAGACTGTATTCACCAAGTCTCCCTATCAGGAGTTCACTG

ACCACCTCGTCAAGACCCACgaaAGAGTCgaaGTGCAGCGGACTCAGGCTCCAGCTGTGGCTAC

AACATAAATCTAGAGGCGAATTCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGAT

GATACGG 

 

RPS28-T38A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACgCGAGCCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCG

AGGGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGA

GGCGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 

 

RPS28-S39A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACACGgctCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCGA
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GGGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGAG

GCGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 

 

RPS28-T38E 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACgaaAGCCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCGA

GGGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGAG

GCGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 

 

RPS28-S39E 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACACGgaaCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCGA

GGGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGAG

GCGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 

 

RPS28-T38A/S39A 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACgCGgctCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCGA

GGGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGAG

GCGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 
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RPS28-T38E/S39E 

GGAGATAGCGTACGAGTGTACGACTAAGTAGGTTGACGTATAGAGTATGCGGCCGCATGTATCC

TTACGACGTGCCTGACTACGCCGGTGGAGGCGGTAGCGACACCAGCCGTGTGCAGCCTATCAA

GCTGGCCAGGGTCACCAAGGTCCTGGGCAGGACCGGTTCTCAGGGACAGTGCACGCAGGTGC

GCGTGGAATTCATGGACGACgaagaaCGATCCATCATCCGCAATGTAAAAGGCCCCGTGCGCGAG

GGCGACGTGCTCACCCTTTTGGAGTCAGAGCGAGAAGCCCGGAGGTTGCGCTAAATCTAGAGG

CGGATCCAGACGTGACGGTGCGATGTCATGAGTGTAGTCCAATGCGATGATACGG 
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