
SUPPLEMENTARY FIGURE LEGENDS. 

Supp. Fig. 1. The tTS destabilizes the alphoidtetO HAC kinetochore in 1C7 cells.  

(A-B) 1C7 cells transfected with tetR:EYFP (A) or tTS:EYFP (B; green in A’’ and 

B’’, respectively) and stained with a human autoantibody ACA (A’, B’; red in A’’ 

and B’’) 48 hours post transfection. Arrows indicate the targeted HAC. Scale bar: 5 

m. 

 

Supp. Fig. 2. KAP1 subdomain targeting and CENP-C dissociation 

(A-D) Cells were transfected with the following KAP1 deletion constructs: KAP1[20-

559] (A), KAP1[RBCC] (B), KAP1[HP1D] (C) and KAP1[Ph/BrD] (D). Cells were 

fixed 96 hours post-transfection for co-staining with antibody against CENP-A (A’-

D’) and CENP-C (A’’-D’’). Colors in merge: blue=EYFP, green=CENP-C, 

red=CENP-A. Arrows indicate the position of the targeted HAC. Scale bar: 5 m. (E) 

Schematic of the targeting constructs.  

 

Supp. Fig 3. Dissociation of CENP-H following targeting with KAP1 

subdomains. 

(A-D) Cells were transfected and treated the same as for Supp. Fig. 2, but staining 

with anti-CENP-A (A’-D’) was combined with anti-CENP-H (A’’-D’’). Colours in 

merge: blue=EYFP, green=CENP-H, red=CENP-A. Arrows indicate the targeted 

HAC. Scale bar: 5 m. 

 

Supp. Fig. 4. HP1 recruitment to targeted alphoidtetO HACs. 

Analysis of HP1 recruitment to the alphoidtetO HAC following targeting with 

TetR:EYFP-tagged constructs. (A-D) Cells transiently expressing TetR:EYFP:EZH2 



(A), TetR:EYFP:KAP120 (B), tetR:EYFP:KAP1[RBCC] (C) and 

TetR:EYFP:KAP1[Ph/BrD] (D) were fixed and immunostained with an antibody 

against HP1 (A’-D’). Merge: green= various TetR:EYFP fusions, red=HP1. (E) 

Frequency of the HACs targeted with TetR:EYFP, TetR:EYFP:KAP1[HP1D] and 

TetR:EYFP:KAP120 positive or not for HP1 and CENP-C. (F) Quantification of 

the amount of CENP-C associated to HACs targeted with TetR:EYFP:KAP120 and 

positive for both HP1 and CENP-C. Scale bar: 5 m. 

 

Supp. Fig. 5. HAC sister kinetochores display unequal CENP-C levels after 

KAP1 targeting.  

48 hours after washing out Doxycycline, mitotic 1C7-KAP1 cells were imaged. (A) 

Maximum intensity projections of 1C7-KAP1 cells in metaphase (top panel) and late 

anaphase (bottom panel). Arrows point to the CENP-C spots associated with the two 

targeted HACtetO sister kinetochores. Unequal levels of CENP-C at the sister 

kinetochores are evident. Note that in the anaphase cell, the HACtetO sister chromatid 

with the lower level of CENP-C also appears to be lagging behind the endogenous 

chromosomes. Scale bar 5 m. (B) Fluorescence quantification of the fusion construct 

bound to the HACtetO sister chromatids (EYFP) and HACtetO associated CENP-C 

antibody staining in metaphase and anaphase 1C7-KAP1 cells. The ratio of 

fluorescent signal of both sister kinetochores of each quantified HACtetO kinetochore 

pair is plotted along the x-axis. While levels of the fusion construct on both sister 

chromatids were mostly similar, CENP-C staining appears to be generally unevenly 

distributed on the HACtetO sister kinetochores. 

 

Supp. Fig. 6. HAC metaphase defects after KAP1 targeting. 



(A-B) Representative images of metaphase 1C7-KAP1 cells fixed and stained for 

CENP-C at 48 (A) and 72 (B) hours after washing out of Doxycycline. At the earlier 

time point, most HACs showed metaphase alignment and kinetochore tension (top 

panel), with a fraction of cells showing the HAC positioned more towards the edge of 

the plate and an apparently lower inter-kinetochore distance (bottom panel). Low but 

readily detectable levels of CENP-C were usually seen at the HAC sister 

kinetochores. By 72h, a large proportion of HACs failed to align at the metaphase 

plate. While in some cases the HAC sister chromatids could be resolved as distinct 

spots (top panel), other cells frequently showed an unresolvable EYFP spot (bottom 

panel) indicative of a lack of tension and / or higher chromatin compaction. CENP-C 

staining was generally extremely weak (bottom) or virtually undetectable (top). For 

the 72h time point (B), the DAPI signal associated with the magnified region around 

the HAC is shown in the greyscale inset. Scale bar: 5 m. (C) Quantification of the 

percentage of HACs that showed alignment or were unaligned at the indicated time 

points in late prometaphase and metaphase 1C7-KAP1 cells.  

 

Supp. Fig. 7. HAC sister kinetochores display unequal CENP-C levels after 

KAP1 targeting.  

48 hours after washing out Doxycycline, mitotic 1C7-KAP1 cells were imaged. (A) 

Maximum intensity projections of 1C7-KAP1 cells in metaphase (top panel) and late 

anaphase (bottom panel). Arrows point to the CENP-C spots associated with the two 

targeted HACtetO sister kinetochores. Unequal levels of CENP-C at the sister 

kinetochores are evident. Note that in the anaphase cell, the HACtetO sister chromatid 

with the lower level of CENP-C also appears to be lagging behind the endogenous 

chromosomes. Scale bar 5 m. (B) Fluorescence quantification of the fusion construct 



bound to the HACtetO sister chromatids (EYFP) and HACtetO associated CENP-C 

antibody staining in metaphase and anaphase 1C7-KAP1 cells. The ratio of 

fluorescent signal of both sister kinetochores of each quantified HACtetO kinetochore 

pair is plotted along the x-axis. While levels of the fusion construct on both sister 

chromatids were mostly similar, CENP-C staining appears to be generally unevenly 

distributed on the HACtetO sister kinetochores. 














	E09-06-0489 Earnshaw
	Sfigs


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /ACaslonPro-Bold
    /ACaslonPro-BoldItalic
    /ACaslonPro-Italic
    /ACaslonPro-Regular
    /ACaslonPro-Semibold
    /ACaslonPro-SemiboldItalic
    /AdobeFangsongStd-Regular
    /AdobeHeitiStd-Regular
    /AdobeKaitiStd-Regular
    /AdobeMingStd-Light
    /AdobeMyungjoStd-Medium
    /AdobeSongStd-Light
    /AGaramondPro-Bold
    /AGaramondPro-BoldItalic
    /AGaramondPro-Italic
    /AGaramondPro-Regular
    /Algerian
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ASIPassword
    /BaskOldFace
    /Bauhaus93
    /BellGothicStd-Black
    /BellGothicStd-Bold
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BirchStd
    /BlackoakStd
    /BodoniMTPosterCompressed
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /BritannicBold
    /Broadway
    /BrushScriptMT
    /BrushScriptStd
    /Calibri
    /Calibri-Bold
    /Calibri-BoldItalic
    /Calibri-Italic
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /Cambria
    /Cambria-Bold
    /Cambria-BoldItalic
    /Cambria-Italic
    /CambriaMath
    /Candara
    /Candara-Bold
    /Candara-BoldItalic
    /Candara-Italic
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /ChaparralPro-Bold
    /ChaparralPro-BoldIt
    /ChaparralPro-Italic
    /ChaparralPro-Regular
    /CharlemagneStd-Bold
    /Chiller-Regular
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /Consolas
    /Consolas-Bold
    /Consolas-BoldItalic
    /Consolas-Italic
    /Constantia
    /Constantia-Bold
    /Constantia-BoldItalic
    /Constantia-Italic
    /CooperBlack
    /CooperBlackStd
    /CooperBlackStd-Italic
    /Corbel
    /Corbel-Bold
    /Corbel-BoldItalic
    /Corbel-Italic
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /EccentricStd
    /EstrangeloEdessa
    /FootlightMTLight
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FreestyleScript-Regular
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Gautami
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /GiddyupStd
    /Haettenschweiler
    /HarlowSolid
    /Harrington
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HoboStd
    /Impact
    /InformalRoman-Regular
    /Jokerman-Regular
    /JuiceITC-Regular
    /Kartika
    /KozGoPro-Bold
    /KozGoPro-ExtraLight
    /KozGoPro-Heavy
    /KozGoPro-Light
    /KozGoPro-Medium
    /KozGoPro-Regular
    /KozMinPro-Bold
    /KozMinPro-ExtraLight
    /KozMinPro-Heavy
    /KozMinPro-Light
    /KozMinPro-Medium
    /KozMinPro-Regular
    /KristenITC-Regular
    /KunstlerScript
    /Latha
    /LatinWide
    /LetterGothicStd
    /LetterGothicStd-Bold
    /LetterGothicStd-BoldSlanted
    /LetterGothicStd-Slanted
    /LithosPro-Black
    /LithosPro-Regular
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSansUnicode
    /Magneto-Bold
    /Mangal-Regular
    /MapInfoCartographic
    /Map-Symbols
    /MaturaMTScriptCapitals
    /MesquiteStd
    /MicrosoftSansSerif
    /MinionPro-Bold
    /MinionPro-BoldCn
    /MinionPro-BoldCnIt
    /MinionPro-BoldIt
    /MinionPro-It
    /MinionPro-Medium
    /MinionPro-MediumIt
    /MinionPro-Regular
    /MinionPro-Semibold
    /MinionPro-SemiboldIt
    /Mistral
    /Modern-Regular
    /MonotypeCorsiva
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /MVBoli
    /MyriadPro-Bold
    /MyriadPro-BoldCond
    /MyriadPro-BoldCondIt
    /MyriadPro-BoldIt
    /MyriadPro-Cond
    /MyriadPro-CondIt
    /MyriadPro-It
    /MyriadPro-Regular
    /MyriadPro-Semibold
    /MyriadPro-SemiboldIt
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NuevaStd-BoldCond
    /NuevaStd-BoldCondItalic
    /NuevaStd-Cond
    /NuevaStd-CondItalic
    /OCRAStd
    /OldEnglishTextMT
    /Onyx
    /OratorStd
    /OratorStd-Slanted
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Parchment-Regular
    /Playbill
    /PoorRichard-Regular
    /PoplarStd
    /PostalBarCodev1.02Regular
    /PrestigeEliteStd-Bd
    /Raavi
    /Ravie
    /RosewoodStd-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SnapITC-Regular
    /Stencil
    /StencilStd
    /Sylfaen
    /SymbolMT
    /Tahoma
    /Tahoma-Bold
    /TektonPro-Bold
    /TektonPro-BoldCond
    /TektonPro-BoldExt
    /TektonPro-BoldObl
    /TempusSansITC
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /TrajanPro-Bold
    /TrajanPro-Regular
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Tunga-Regular
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /Vivaldii
    /VladimirScript
    /Vrinda
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /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 -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /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

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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 [612.000 792.000]
>> setpagedevice


