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Supplementary Figure 1. Genetic interaction between pod1 and Hippo pathway genes in adult
Drosophila.

A. Podl overexpression or podl knockdown was induced in eyes with or without the Hpo knockdown
(GMR>Hpo™*) or Yki:GFP overexpression (GMR>Yki) by GMR-GAL4. B. Podl overexpression or
podl knockdown was induced in the posterior (P) region of the wings by Hh-GAL4. Dashed line is
indicated to emphasize the margins of anterior (A) and posterior (P) regions of the wing. Scale bar, 500
um. C. Statistical analysis of the wing size of each genotype in (B). The ratio of the posterior (P) area
over the anterior (A) area was measured. The error bars represent = S.D. from n=10. One Way-ANOVA
and TUKEY post-test were applied (***P<0.001). D. Vertical sections of Drosophila imaginal wing
discs. The right half regions with GFP expression represent where GAL4-induced transgene is
expressed. Pod1 overexpression (Podl) or podl knockdown (pod1®™™*) was induced without or with
Hpo knockdown (+Hpo®™*") by Hh-GALA4. Tissue overgrowth is indicated by arrows. Scale bar, 10 um.
E. Eye discs of Drosophila larvae expressing Yki:GFP or YkiS168A:GFP by GMR-GALA4. Scale bar,
10 um. F. Genomic DNA sequences in wild-type (WT) or podl KO Drosophila targeted by sgRNA.
Protospacer adjacent motif (PAM) sequence is indicated. G. Representative pictures of podI knockout
(pod1*°) Drosophila without or with yki knockdown (+yki®"*") by MS1096-GALA4. Scale bar, 1 mm. H.

1%° Drosophila without or with Pod1 overexpression (Pod1) by

diapl mRNA expression levels of pod
heat shock-GAL4 (Hs>) was determined by quantitative real-time PCR and normalized by a control
gene, ¥p49. The error bars represent + S.D. from 6 independent experiments. One Way-ANOVA and

TUKEY post-test were applied (¥*P<0.05; ***P<0.001).
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Supplementary Figure 2. CORO7 is critical for the activation of the Hippo pathway in
mammalian cells.

A, B. HeLa (4) or HEK293 (B) cells were transfected with either non-targeting control siRNA (si-control)
or siRNA targeting CORO7 (si-CORQO7) and were deprived of serum. The lysate samples were

immunoblotted with anti-pYAP, -YAP, and -Tubulin antibodies. C. MDA-MB-231 cells were

transfected with either non-targeting control siRNA (si-control) or siRNA targeting CORO7 (si-CORQO7)
and were treated with trypsin to detach from the plate. The lysate samples were immunoblotted with

anti-pYAP, -YAP, -CORO7, and -Tubulin antibodies. D-F. Quantification of the ratio of pS127-YAP

bands to YAP protein levels under each indicated condition for Fig. 2 A (D), 2 B (E), and 2 C (F). The

error bars represent + S.D. from n=2-3. Student’s two-tailed t-test was applied (**P<0.01). G.

Knockdown efficiency of siRNA for CORO7 used in Fig. 2 D and E was tested through immunoblotting

for CORO7 and Tubulin.
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Supplementary Figure 3. Activation of the Hippo pathway is inhibited in CORO7 KO cells.

A. Wild-type (MDA-MB-231) or CORO7 KO MDA-MB-231 cells were lysed and subjected to
immunoblotting using anti-CORO7 and -Tubulin antibodies. B. Genomic DNA sequences in wild-type
(WT) or CORO7 KO MDA-MB-231 cells targeted by sgRNA. Protospacer adjacent motif (PAM)
sequence is indicated. C. Wild-type MDA-MB-231 cells or MDA-MB-231 cells lacking CORO7
(CORO7 KO) were cultured under serum deprivation. The lysate samples were immunoblotted with
anti-LATS1, -CORO7, and -Tubulin antibodies. D. Wild-type MDA-MB-231 cells or MDA-MB-231
cells lacking CORO7 (CORO7 KO) were treated with LatB (0.25 pg/ml). The lysate samples were
immunoblotted with the same antibodies as in (C). As the cell lysate samples from Fig. 2 G were also
used here for immunoblotting with anti-LATS1 antibody, the CORO7 and Tubulin blots in Fig. 2 G
were shown in this panel again. Data information: Non-specific bands are indicated by asterisks in (C)
and (D). E and F. Quantification of the ratios of pS127-YAP band intensities to YAP protein levels under
each indicated condition for Fig. 2 F (E) and 2 G (F). The error bars represent + S.D. from n=3-4.
Student’s two-tailed t-test was applied (*P<0.05). G. Actin was stained with phalloidin in CORO7 WT
and KO HEK293T cells. Representative images are shown. Scale bar, 10 um. H. Wild-type (HEK293T)
or CORO7 KO HEK293T cells were lysed and subjected to immunoblotting using anti-CORO7 and -

Tubulin antibodies.
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Supplementary Figure 4. CORO7 forms a complex with the components of the Hippo pathway.

A. Immunoprecipitation was performed on cell lysates from MDA-MB-231 cells with either anti-
COROT7 or control (IgG) antibodies, and cell lysates were analyzed by western blotting for LATS1 and
COROY7 level. B. Immunoprecipitation was performed on cell lysates from HEK293T cells with either
anti-CORO7 or control (IgG) antibodies, and cell lysates were analyzed by western blotting for SAV1
and CORO7 level. C. Relative co-immunoprecipitated protein levels among vector, N-terminal, C-
terminal or wild-type CORO7 with LATS1, MST2 or SAV1. Quantification for Fig. 3 D, 3 E, and 3 F.
The error bars represent + S.D. from n=3. One Way-ANOVA and TUKEY post-test were applied (n.s.,
non-significant; *P<0.05; **P<0.01; ***P<(0.001). D. Flag-CORO7 was transfected with the HA-
tagged truncated forms of SAV1 in HEK293T cells. The lysates were immunoprecipitated by anti-HA
antibody and immunoblotted with anti-Flag and -HA antibodies. The whole cell lysate (WCL) samples
were loaded for indicating the expression levels. E. Flag-CORO7 was transfected with the HA-tagged
SAV1 wild-type or mutants (AFBM or AGKY) in HEK293T cells. The lysates were immunoprecipitated
by anti-HA antibody and immunoblotted with the same antibodies as in (D). The whole cell lysate
(WCL) samples were loaded for indicating the expression levels. SAV1 AGKY mutant lacks the first
three amino acids (GKY) of the FBM in SAV1. F. Flag-CORO7 was transfected with the HA-tagged
MST2 wild-type or mutant (ASARAH) in HEK293T cells. The lysates were immunoprecipitated by
anti-HA antibody and immunoblotted with the same antibodies as in (D). The whole cell lysate (WCL)
samples were loaded for indicating the expression levels. G. Flag-CORO7 was transfected with the HA-
MOBI1 in HEK293T cells. The lysates were immunoprecipitated by anti-Flag antibody and
immunoblotted with the same antibodies as in (D). The whole cell lysate (WCL) samples were loaded

for indicating the expression levels. Data information: Non-specific band is indicated by an asterisk in

(G).
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Supplementary Figure 5. COROY7 is necessary for the formation of the core Hippo kinase complex.

A. HEK293T cells were transfected with Flag-LATS1, HA-MST2, HA-MOBI1, and HA-SAV1 AN37 or
wild-type. The lysates were immunoprecipitated by anti-Flag antibody and were immunoblotted with
anti-HA and -Flag antibodies. The whole cell lysate (WCL) samples were loaded for indicating the
expression levels. B. Flag-MST2, HA-LATS1, HA-SAV1, and HA-MOBI1 were transfected in
HEK?293T cells to observe the co-immunoprecipitation between Flag-MST2 and the rest. siRNA
targeting CORO7 was treated in the indicated lane (si-CORQ?7). The lysates were immunoprecipitated
by anti-Flag antibody and were immunoblotted with anti-HA and -Flag antibodies. The whole cell lysate
(WCL) samples were loaded for indicating the expression levels and CORO7 was immunoblotted to
verify the efficiency of knockdown. C. Relative co-immunoprecipitated LATS1 or SAV1 with MST2
under each indicated condition. Quantification for Fig. 4 A. The error bars represent £ S.D. from n=3.
Student’s two-tailed t-test was applied (*P<0.05; **P<0.01). D. Relative co-immunoprecipitated MST2
or SAV1 with LATS1 under each indicated condition. Quantification for Fig. 4 B. The error bars
represent = S.D. from n=3 (*P<0.05; ***P<0.001). E. Relative co-immunoprecipitated LATS1 or SAV 1
with MST2 under each indicated condition. Quantification for Fig. 4 C. The error bars represent £+ S.D.

from n=2. Student’s two-tailed t-test was applied (*P<0.05; **P<0.01).
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Supplementary Figure 6. Regulation of the interaction of CORO7 with Hippo pathway

components by Hippo-activating signals.

A. 24 h after seeded to 15% confluency, HEK293T cells transfected with Flag-CORO7 and HA-MST2
or HA-SAV1 were deprived of serum (-FBS) for 1 h. The cell lysate samples were immunoprecipitated
with anti-HA antibody and were immunoblotted with anti-HA or -Flag antibodies. The whole cell lysate
(WCL) samples were loaded for indicating the expression levels. B. 24 h after seeded to 15% confluency,
HEK?293T cells transfected with Flag-CORO?7 and HA-LATS1 were deprived of serum (-FBS) for 1 h.
The cell lysate samples were immunoprecipitated with anti-HA antibody and were immunoblotted with
anti-HA or -Flag antibodies. The whole cell lysate (WCL) samples were loaded for indicating the
expression levels. The two first lanes of (4) and (B) are identical. C. Relative co-immunoprecipitated
MST2 or SAV1 with CORO7 under each indicated condition. Quantification for Fig. 5 A. The error
bars represent + S.D. from n=2-3. Student’s two-tailed t-test was applied (*P<0.05; **P<0.01). D.
Relative co-immunoprecipitated CORO7 or NF2 with SAV1 under each indicated condition.
Quantification for Fig. 5 B. The error bars represent £ S.D. from n=3. E. Relative co-
immunoprecipitated CORO7 or NF2 with SAV 1 under each indicated condition. Quantification for Fig.
5 C. The error bars represent + S.D. from n=3. Student’s two-tailed t-test was applied
(*P<0.05;**P<0.01).



Supplementary Figure 7. Schematic model for the scaffold role of CORO7 in the Hippo pathway.



Supplementary Table 1. Candidate interactors for Hippo pathway genes from interactome-

databases.
Gene Interacting Gene |Interacting component| Gene [Interacting component
component
AGO1 Hpo Fim Ft, Mer woc Mer
Arf79F Sav, Hpo grn Sav ref(2)P D, Mer
Ars2 Mer, Fj, Wts HLH4C Yki, Mer Sec31 Ft, Yki
RnorS Ft Hrs Ft, Fj SEMG1 Sav
trn Mer igl Mer SERCA | Mts, Ds, Fj, Wts, Hpo
CG11999 Fj, Wts inc Ex shrb D, Mer
CG12645 Kibra, Sav kune Sav SNCF Ft, Mer
CG13705 Ft, Hpo (1)G0289 Mts, Sav, Ds Snx17 Ex
CG17841 Mer Lasp Ft, Yki Spn Tao, Mer
Cpsfs Sav, Yki Mbs Dco, Mer Tab2 Kibra, Yki
babo Kibra mod Hpo, Mer TER94 Ft, Mer
CG9581 Ds, Sav, Yki mor Sd, Yki, Mer tum D, Mer
dUfd2 Mer mwh Mer Ythdf Sav
chinmo Hpo, Mer NXPH2 FAT5 drk Ex, Sav
Hel25E Ft podl D, Mer




Supplementary Table 2. Candidate regulators for CORO7 from interactome-databases.

Gene BioPlex BioGRID STRING DrolD
THBS3 O 0)
ASB6 O 0
CNTF O 0]
KLHL20 O 0 O
SRC 0] O
MYHI10 0 0)
RHOA 0
AP1G1 0) O
CULI 0) O
DAGI 0 O
BUBI 0 O
NF2 0 O
BTBD10 0 o





<<

  /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 /CMYK

  /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 <>

    /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



