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Materials and methods

Clinical specimens

All clinical specimens were collected from the Department of Gynecology of the First
Affiliated Hospital of China Medical University. The use of human specimens was in
accordance with the ethical standards of the ethics committee of China Medical University and
with the Helsinki Declaration, and was approved by the ethics committee of China Medical
University (AF-SOP-07-1.1-01).

Cell culture and transfection

HO-8910 and HO-8910PM ovarian cancer cells were purchased from the Cell Bank of
Shanghai Institute of Cell Biology, Chinese Academy of Sciences, and cultured in 10% fetal
bovine serum and Dulbecco’s modified Eagle’s medium in a cell incubator at 37 °C with 5%
CO,. CD274 siRNA (5'-CCACACACUGUAGUAGUAGATT-3") and control siRNA
(5'-UUGUAGUAGUAGUAGGTT-3") were purchased from Gemma Gene (Shanghai, China).
siRNA was transfected into HO8910 and HO8910PM cells by Lipofectamine 2000 (Thermo
Fisher Scientific, Waltham, MA, USA). The transfection effect was detected by western
blotting.

ELISA

Following the instructions of the manufacturer, levels of chemerin in serum and ascites
were detected by enzyme linked immunosorbent assay using the Human Chemerin ELISA Kit
(Abcam, Cambridge, UK, cat no. SEA945Hu, sensitivity <0.059 ng/mL).



Immunohistochemistry

Slides were individually incubated with PD-L1 (CST, Beverly, MA, cat
n0.10084-MM36-P) or chemerin (Abcam, Cambridge, UK, cat no. bs-10410R) antibody (1:100)
in a humid chamber at 4 °C overnight. Secondary antibody staining was performed with a
biotin-labeled horse anti-rabbit antibody (1: 200) for 1 h at room temperature, followed by
incubation with a streptavidin-biotin horseradish peroxidase complex (Vector Laboratories,
Burlingame, CA, USA). Immunoreactivity was detected using diaminobenzidine (DAB)
substrate (peroxide substrate kit, SK-4100; Vector) for 2-5 min. Slides were then

counterstained with Mayer haematoxylin before dehydration and mounting.

Western blotting

The cells were dissolved in RIPA buffer (50 mm Tris-HCI, 150 mmol/L NaCl, 1% NP-40,
0.5% deoxycholate, 0.1% SDS). A BCA Protein Analysis Kit (PIERCE, Rockford, IL) was
used to determine protein concentration. The same amount of protein was separated by
SDS-PAGE and transferred to a PVDF membrane by immunoblotting. The primary antibody
was added and cells were incubated overnight at 4 °C in a chromatography freezer. On the
second day, the secondary antibody was added and cells were incubated at room temperature
for 2 h. Then, the chemiluminescent developer was dripped onto the cells, which were exposed

in the darkroom for development.

Flow cytometry

Based on the antibody specification, the expression of PD-L1 in ovarian cancer cells
stimulated by chemerin was detected by flow cytometry. Cells were collected and suspended in
fixation/Permeabilization solution (BD Cytofix/Cytoperm kit-BD pharmingen), and PD-L1
staining with Alexa Fluor 647-tagged anti-PD-L1 antibody was performed according to the

manufacturer’s instructions.

Proliferation experiment

A Water Soluble Tetrazolium (WST)-1 assay was used to determine the effect of chemerin
on HO-8910 cell proliferation. Briefly, 1x10° cells/well were incubated in 96-well plates
overnight, starved in serum-free medium for 24 h, and treated with indicated reagents. Cells
were incubated with 10 pL of WST-1 reagent (BioVision Research Products, Milpitas, CA,
USA) for 2 h and absorbance was measured at 450 nm using the Bio-Rad iMark Microplate
Absorbance Reader (Bio-Rad, USA).

Scratch-wound assay
For the scratch-wound assay, cells were cultured until they reached confluence. An area of
cells was removed with use of a sterile pipette tip and then incubated at 37 °C for the indicated

times. The furthest distance that cells migrated from the wound edge was measured and relative



wound closure was calculated.

Cytoskeleton staining

Normal and PD-L1 knockdown cells were washed with PBS (pH 7.4), fixed with 3.7%
paraformaldehyde for 10 min, washed with PBS, incubated with 0.1% Triton X-100 for 5 min,
washed with PBS, stained with DAPI 1:1000 for 5 min, and incubated with ghost pen
cyclopeptide 1:1000 for 30 min. Images were recorded by confocal laser microscopy at 1000-

magnification.

Statistical analysis

All data are expressed as means+=SEM or are original data representing one of at least three
independent experiments. One-way ANOVA followed by the Newman-Keuls post hoc test
were used to compare multiple groups. The unpaired Student t-test was performed to compare

two groups. P<0.05 was considered statistically significant.

Experiment procedure

Clinical
WB IHC ELISA GEPIA
Level of Expression of Expression of Expression of
chemerin/PD-L1 PD-L1 in ovarian chemerin in PD-L1/Chemerin
in ovarian cancer cancer tissues serum and gene in different
HO8910 cell line and adjacent ascites of stages of ovarian
and high normal tissues patients with cancer.
metastatic ovarian cancer
HO8910PM cell was detected

v

Expression of chemerin and PD-L1 were higher

in clinical specimens and ovarian cancer cell line




In vitro

HO8910/HO8910 PM cell line

v v

v v

‘ Cell scratch test |

| Proliferation test | |

Flow cvtometry | WB

\

Chemerin promotes proliferation and
migration of ovarian cancer cells

| ]
v

Potential relationship between expression
of PD-L1 and chemerin in ovarian cancer

PD-L1 knockdown/ chemerin stimulated
HO8910 cells

Chemerin regulates cell function in HO8910 cells and
further affects expression of PD-L1





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.01667
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 2.03333
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 2400
  /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 (sRGB IEC61966-2.1)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<


    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>



    /HUN <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 6.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200036002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 6.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>


    /SKY <>

    /SUO <>
    /SVE <>
    /TUR <>

    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


