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Supplementary Figure 1. Effect of various approaches to modulate the cytoskeleton in
SW13/cl.2 and parental SW13 cells. (a) SW13/cl.2 cells stably transfected with RFP//vimentin

Mitosis

wt (untagged vimentin wt) were detached by trypsinization and plated in a new dish. Cells
were fixed 10 min after plating and the distribution of vimentin and f-actin was assessed by
immunofluorescence and phalloidin staining, respectively. Nuclei were counterstained with
DAPI. Left, single overlay; right, overall projection. (b and c) SW13/cl.2 cells stably transfected
with RFP//vimentin wt were treated with vehicle (0.015% (v/v) DMSO) or a low concentration
of nocodazole (0.4 uM) overnight in complete medium (b) or treated with 2 pg/ml C3 toxin for
3 h, or 20 uM blebbistatin for 1 h (c). The distribution of vimentin and f-actin in interphase
and/or mitotic cells was monitored as above. (d) SW13 parental cells were treated with the
indicated agents as detailed in the Materials and Methods section and processed as above.

Images shown in (b) through (d) are single overlays. Scale bars, 20 um.
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Supplementary Figure 2. Distribution of vimentin in mitosis in several cell types. The
distribution of f-actin and vimentin in mitotic cells was assessed in several cell types expressing
endogenous (U-251 MG, NHMC, BAEC, human dermal fibroblasts, Hela) or transfected (MCF7)
vimentin, as detailed in Fig. 4A. Single channel images from the overlays depicted in Fig. 4A,
are shown. The fluorescence intensity profiles for vimentin and f-actin along the dotted lines

drawn in the merged panels are shown at the right for every condition. Scale bars, 20 um.
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Supplementary Figure 3. Additional images of the distribution of vimentin(1-423) in mitotic
cells. SW13/cl.2 cells were transfected with RFP//vimentin(1-423) and the distribution of
vimentin(1-423) was observed by immunofluorescence. Single vimentin/DAPI overlays taken at
mid-cell height are shown (upper panels). Lower panels depict overall projections for either
DAPI or vimentin alone (left) or for the merge (right) of the three channels (vimentin, RFP as

control of transfection, and DAPI). Scale bars, 20 um.
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Supplementary Figure 4. Localization of chimeric vimentin constructs. SW13/cl.2 cells were
transfected with the indicated plasmids and the localization of the resulting proteins and that
of f-actin was assessed as above in interphase (left images) and dividing (right images) cells,
after mild nococazole treatment. Single sections at mid-height of the cell are shown. Insets
depict enlarged areas of interest of the green channel only to highlight the cytoplasm(c)-
nuclear(n) boundary in interphase cells or the periphery of mitotic cells to show the cortical
region. Note that in interphase cells GFP is diffuse throughout the cell whereas vimentin
constructs remain in the cytoplasm. None of the constructs was enriched at the cell periphery.
Fluorescence intensity profiles for vimentin and f-actin along the dotted lines in dividing cells

are shown in the right panels. Scale bars, 20 um.
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Supplementary Figure 5. Levels, electrophoretical mobility and immunoreactivity of
endogenous vimentin or expressed vimentin constructs in several cell types. (a) Lysates from
primary human fibroblasts, SW13/cl.2 cells stably transfected with RFP//vimentin wt, Vero
cells or non-transfected SW13/cl.2 cells, containing the indicated amounts of total protein,
were analyzed by SDS-PAGE and western blot with anti-vimentin antibody (upper panel).
Subsequently, the same membrane was incubated with anti-Hsp70 antibody as a control
(lower panel). (b) Immunoblot analysis of wild type or truncated vimentin constructs.
SW13/cl.2 cells were transfected with the indicated constructs coding for vimentin wt or the
various truncated forms. Cell lysates were analyzed by Western blot with antibodies against
the N-terminus (upper panel) or the C-terminus of vimentin (middle panel, V9 monoclonal
antibody). The position of the constructs is indicated by arrowheads. Note that the V9 clone
does not recognize vimentin(1-411). The same membrane was incubated with anti-actin
antibody as a control (lower panel). (c) The monoclonal anti-vimentin V9 antibody recognizes
wt but not tailless vimentin by immunofluorescence. SW13/cl.2 cells were transfected with the
indicated bicistronic constructs coding for vimentin wt of (1-411) and RFP as separate
products. Vimentin was detected by immunofluorescence with Alexa488-conjugated anti-
vimentin antibody, clone V9. Insets show overlays of the green (vimentin) and red (RFP)

fluorescent signals. Bar, 20 um.



2. Supplementary Tables

Supplementary Table 1: Cell types used in the study

Cortical association of

Independent authentication

Cell types used in the study |(Origin Endogenous vimentin [endogenous or Source
| . procedure
transfected vimentin

1. Cancer cell lines
SW13/cl.2 Adrenal carcinoma No Yes A Sarrid
SWi13 Adrenal carcinoma Yes Yes ECACC

Short tandem repeat-PCR
MCF7 Breast carcinoma No No ATCC profiling (Secugen)

Short tandem repeat-PCR
U-251 MG Astrocytoma Yes Yes ATCC profiling (Secugen)
HAP1vim (-) Mielogenous leukemia [No No Horizon

Short tandem repeat-PCR
Hela Cervical carcinoma Yes Yes ATCC profiling (Secugen)
2. Non-cancer cells
2.1. Cell lines

Phenotype upon differentiation

induced by horse serum;
Undifferentiated C2C12 Myoblasts NA Not explored CIB-CSIC myogenin expression
Vero Green monkey kidney |Yes Yes CIB-CSIC Morphology
2.2. Primary cultures
BAEC Bovine aortic endothelial Yes Partial Lonza
Human dermal fibroblasts  |Human dermis Yes Partial Coriell
Human mesangial cells Human kidney Yes Yes Clonetics




Supplementary Table 2. Constructs used in the study

Name

1 pIRES-DsRed Express2

2 pIRES-DsRed Express2-vimentin wt

3 pIRES-DsRed Express2-vimentin(1-411)
4 pIRES-DsRed Express2-vimentin(1-423)
5 pIRES-DsRed Express2-vimentin(1-448)
6 pIRES-DsRed Express2-vimentin(1-459)
7 pIRES-DsRed Express2-vimentin A(3-74)
8 pEGFP-C1

9 pEGFP-C1-vimentin wt
10 pEGFP-C1-vimentin(1-411)
11 pEGFP-C1-vimentin(1-423)
12 pEGFP-C1-vimentin(1-448)
13 pEGFP-C1-vimentin(1-459)
14 pEGFP-C1-vimentin C328S
15 pEGFP-C1-vimentin G452V
16 pEGFP-C1-vimentin(412-466)
17 mCherry-vimentin wt
18 pECFP-C1-Lamin A

19 pcDNA3/GFP-PR

Abbreviation
RFP//

RFP//vim wt
RFP//vim(1-411)
RFP//vim(1-423)
RFP//vim(1-448)
RFP//vim(1-459)
RFP//vim A(3-74)
GFP

GFP-vim wt
GFP-vim(1-411)
GFP-vim(1-423)
GFP-vim(1-448)
GFP-vim(1-459)
GFP-vim C328S
GFP-vim G452V
GFP-vim(412-466)
mCherry-vimentin wt
CFP-Lamin A

GFP-PR

Nature

Bicistronic

Bicistronic

Bicistronic

Bicistronic

Bicistronic

Bicistronic

Bicistronic

Vector

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Fusion

Products expressed

RFP

RFP and vimentin aa 1 to 466 (separate products)
RFP and vimentin aa 1to 411 (separate products)
RFP and vimentin aa 1 to 423 (separate products)
RFP and vimentin aa 1 to 448 (separate products)
RFP and vimentin aa 1 to 459 (separate products)
RFP and vimentin aa (1-2)(75-466) (separate products)
GFP

GFP fused to vimentin wt

GFP fused to aa 1to 411 of vimentin

GFP fused to aa 1to 423 of vimentin

GFP fused to aa 1to 448 of vimentin

GFP fused to aa 1to 459 of vimentin

GFP fused to vimentin C328S

GFP fused to vimentin G452V

GFP fused to aa 412 to 466 of vimentin
mCherry-vimentin wt

CFP-Lamin A

GFP-HIV type | protease

Tag
NA
None
None
None
None
None
None
NA
GFP
GFP
GFP
GFP
GFP
GFP
GFP
GFP
mCherry
CFP

GFP



Supplementary Table 3. Sequences of oligonucleotides used for mutagenesis

Protein | Accesion Mutant construct | Oligonucleotide sequence*

No.
Human | NP_003371 | Vimentin(1-411) | 5'-GGCGAGGAGAGCAGGATTTAACTGCCTCTTCCAAACTTTTCC-3'
vimentin

Vimentin(1-423)

5'-CCTCCCTGAACCTGTAGGAAACTAATCTGGATTCACTCC-3'

Vimentin(1-448)

5'-GGACACTTCTGATTAAGACGGTTGAATGAAGAGATGGACAGGTTATC-3'

Vimentin(1-459)

5'-GGTTATCAACGAAACTTCTTAGCATCACGATGACC-3'

Vimentin EcoRI(1692)

5’-GGCGAGGAGAGCAGGAATTCTCTGCCTCTTCCAAACTTTTCC-3’

Vimentin Smal(471)

5’-CGAATTCCATGTCCCCCGGGGTGCGGCTCC-3’

Vimentin G452V

5’-CGGTTGAAACTAGAGATGTACAGGTTATCAACGAAACTTCTC-3’

*Nucleotide changed appear in bold





<<

  /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 /sRGB

  /DoThumbnails false

  /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

  ]

  /NeverEmbed [ true

  ]

  /AntiAliasColorImages false

  /CropColorImages true

  /ColorImageMinResolution 300

  /ColorImageMinResolutionPolicy /OK

  /DownsampleColorImages true

  /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 true

  /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 true

  /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 ()

  /PDFXOutputConditionIdentifier ()

  /PDFXOutputCondition ()

  /PDFXRegistryName ()

  /PDFXTrapped /False



  /CreateJDFFile false

  /Description <<



    /BGR <>

    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>

    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>

    /CZE <>

    /DAN <>

    /DEU <>

    /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.)

    /ESP <>

  >>

  /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



