Supplemental Table A.

Primer

SUPPLEMENTAL DATA

Sequence (5'-3")

At-CK2A1 5' Ndel
At-CK2A1 3' BamHI

Ta-elF3c 5' Ncol
Ta-elF3c 3' Sacl

Ta-elF2alpha S318A F
Ta-elF2alpha S318A R

Ta-elF2beta T52A F
Ta-elF2beta T5S2A R
Ta-elF2beta S54A F
Ta-elF2beta S54A R
Ta-elF2beta T8SA F
Ta-elF2beta T8SA R

Ta-elF5 S451E F
Ta-elF5 S451E R
Ta-elF5 S451A F
Ta-elF5 S451-A R
Ta-elF5 S209A F
Ta-eIF5 S209A R
Ta-elF5 T240A F
Ta-elF5 T240A R

ATACATATGTCGAAAGCTCGTGTGTACACCG
AGTGGATCCICATTGACTTCTCATTCTGCTGG

AGCTCCATGGCGTCTCGTTTTTGGGGAC
AGCTGAGCTCCTACCAGGCCTGTTTAGGTTCACC

TTGCTGGTGATGATGACGCTGAAGATGAGGAAGATAC
GTATCTTCCTCATCTTCAGCGTCATCATCACCAGCAA

GAGGGCTTGTCAGTCGCTGAGTCTGGTGAGG
CCTCACCAGACTCAGCGACTGACAAGCCCTC
GCTGGAGATGGTGAAGACGCTCTTGATGATCAAGTTG
CAACTTGATCATCAAGAGCGTCTTCACCATCTCCAGC
CTTGTCAGTCACTGAGGCTGGTGAGGCAAGCTT
AAGCTTGCCTCACCAGCCTCAGTGACTGACAAG

TGGCTCCAGAGCGCCGAGGAGGACGAGGAGTGAGGATC
GATCCTCACTCCTCGTCCTCCTCGGCGCTCTGGAGCCA
CCAGAGCGCCGAGGCCGACGAGGAGTGAGG
CCTCACTCCTCGTCGGCCTCGGCGCTCTGG
AGAAGGGTGCTGGGGGCGCTGATGAGGAACATGTCT
AGACATGTTCCTCATCAGCGCCCCCAGCACCCTTCT
ATGATGTACAGTGGGCGGCTGACACGTCAGCAGAGGC
GCCTCTGCTGACGTGTCAGCCGCCCACTGTACATCAT



100

90

80

70
60
50
40
30
20
10

Final - Shots 13700 - Sep16;Run #22; Label G23 Prec = 2873.0000

989.9
96.011(R657,5101)
969.435(R3632,560)
781.374(R2663,531) 2155.037(R5908,516)
1327.631(R4179,518]
609(317(R3%§98,52/1)
109.86R3 47)
661.8 12546 18474 24402 3033.0
Mass (m/z)

Supplemental Fig. A: Native wheat elF2a is phosphorylated on S318. MS/MS of phosphopep-

tide 2868.09 (307LAGEEVDGDDDSEEEDNGMGDVDFTK332) matched 20 fragment ions.
The following ions were observed: y; -y;; with no Pi, y;4, ;5 & y;9 plus 80 Da, y,ominus 98, and

loss of 98 Da (phosphoric acid) from the parent ion.
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Supplemental Fig. B. Native wheat elF5 peptides provide evidence for S209 phosphory-
lation. Panel A. elF5 phosphopeptide 1464.64 (205GAGGSDEEHVSSPR218 plus 80
Da) is observed, but the only matching fragment ion is the 98 Da neutral loss of phos-
phoric acid at 1366. The other fragment ions result from neighboring, intense parent ions
that are not gated out by the timed ion selector (TIS). Panel B. elF5 peptide 1384.69
(205-218) was observed with three matching ions (ys-yg). These ions are the dominant
fragment ions in the MS/MS of the same peptide observed in vitro at higher s/n.
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Supplemental Fig C. Native wheat eIF5 contains phosphopeptides that provide evidence for
T240 phosphorylation. Panel A. Phosphopeptide 3197.1 shows neutral loss of 98 at 3096,
while peptide 3175 (from isoform TC234445) comes through TIS at resolution 200. Panel B.
elF5 phosphopeptide 3255.1 (219DADFAAAADGDDDDDDDVQWATDTSAEAAR248) is
observed at plus 80 Da, however only the loss of phosphoric acid at 3155.6 is the only frag-
ment ion. Other fragment ions observed in the MS/MS are from non-phosphorylated frag-
ments from 3115 & 3173. Due to their strong intensity, these fragments are not gated out by
the TIS set to 100 resolution.
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Supplemental Figure D. Inmunoprecipitation from wheat germ extracts. Native elF5 was immunopre-
cipitated from wheat germ S30 extracts with Protein A-Sepharose crosslinked to affinity purified polyclonal
rabbit antibodies raised against recombinant wheat eIF5. The beads were washed (3 x 1 ml) with binding
buffer and proteins were eluted with 15 pl of 1X SDS loading buffer. Proteins were separated by SDS-
PAGE and elF3c, elF5, elF2p, and elF1 were visualized using the One-Step Complete IP-Western kit
(Genescript). Panel A. Immunoprecipitation was performed in the presence of calyculin A (250 nM) and
the following are shown 0.5% load, 1% run-through, 1% wash 1, 1% wash 2, 1% wash 3, 100% elution.
Panel B. A series of immunoprecipitations were performed in the presence and absence of calyculin A
(250 nM) and/or CK2 holoenzyme (10 pmol). Shown is the elution from each reaction. Panel C. elF5-
depleted extracts were supplemented with 5 pg of recombinant elF5 or eIFSAAA and immunoprecipitation
of elF5 was performed in the presence and absence of calyculin A and/or CK2 holoenzyme.





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile (Color Management Off)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [792.000 1224.000]
>> setpagedevice


