Supporting information
[bookmark: _Hlk44672700]Supplemental File 1 and Supplemental File 5. The raw data in CAOV3 and OVCAR3 cell line. This table include the raw data about the expression of candidate HKGs in CAOV3 and OVCAR3 cells under hypoxia environment exposure; 
[bookmark: _Hlk42546194]Supplemental File 2 and Supplemental File 6. The analysis in CAOV3 and OVCAR3 cell line. The results of geNorm and NormFinder according to the raw data in CAOV3 and OVCAR3 cells.
Supplemental File 3 and Supplemental File 7. The average expression stability value (M) was calculated by geNorm for each gene in CAOV3 and OVCAR3 cells cultured under normoxia and hypoxia.
Supplemental File 4 and Supplemental File 8. Pairwise variation (V) between the normalization factors (Vn and Vn + 1) was used to determine the optimal number of reference genes for normalization
[bookmark: _GoBack]Supplemental File 9. The Raw data utilized in this manuscript. This table was the raw data used in this manuscript. 


Supplemental File1: Cq value of the eight candidate reference genes in CAOV3 cells after exposure to hypoxia

	
	GAPDH
	β-actin
	18S RNA
	TUBB
	PPIA
	RPL13A
	TBP
	SDHA

	Control
	23.34
	20.25
	20.07
	21.06
	21.47
	18.79
	24.17
	25.73

	
	23.50
	20.46
	20.06
	20.46
	22.33
	18.91
	23.96
	26.17

	
	23.31
	20.46
	20.23
	20.48
	21.83
	18.89
	24.52
	26.01

	
	23.34
	20.37
	20.07
	20.86
	22.67
	18.98
	24.39
	25.41

	HY 24H
	22.85
	20.84
	19.78
	21.17
	21.36
	18.39
	23.50
	25.67

	
	23.03
	21.89
	20.48
	21.90
	21.61
	18.62
	25.23
	25.84

	
	22.68
	20.88
	20.36
	20.71
	22.06
	18.77
	24.65
	26.18

	
	22.81
	21.68
	20.66
	21.86
	21.94
	18.64
	25.60
	26.57





Supplemental File2: The results of geNorm and NormFinder according to the raw data in CAOV3

	geNorm
	GAPDH
	β-actin
	18S RNA
	TUBB
	PPIA
	RPL13A
	TBP
	SDHA

	Control
	2.33E+01
	2.03E+01
	2.01E+01
	2.11E+01
	2.15E+01
	1.88E+01
	2.42E+01
	2.57E+01

	Control
	2.35E+01
	2.05E+01
	2.01E+01
	2.05E+01
	2.23E+01
	1.89E+01
	2.40E+01
	2.62E+01

	Control
	2.33E+01
	2.05E+01
	2.02E+01
	2.05E+01
	2.18E+01
	1.89E+01
	2.45E+01
	2.60E+01

	Control
	2.33E+01
	2.04E+01
	2.01E+01
	2.09E+01
	2.27E+01
	1.90E+01
	2.44E+01
	2.54E+01

	HY 24H
	2.29E+01
	2.08E+01
	1.98E+01
	2.12E+01
	2.14E+01
	1.84E+01
	2.35E+01
	2.57E+01

	HY 24H
	2.30E+01
	2.19E+01
	2.05E+01
	2.19E+01
	2.16E+01
	1.86E+01
	2.52E+01
	2.58E+01

	HY 24H
	2.27E+01
	2.09E+01
	2.04E+01
	2.07E+01
	2.21E+01
	1.88E+01
	2.47E+01
	2.62E+01

	HY 24H
	2.28E+01
	2.17E+01
	2.07E+01
	2.19E+01
	2.19E+01
	1.86E+01
	2.56E+01
	2.66E+01

	
	
	
	
	
	
	
	
	

	M < 1.5
	0.038
	0.041
	0.027
	0.041
	0.040
	0.032
	0.037
	0.032



	NormFinder
	Gene name
	Stability value
	
	Best gene
	18S RNA

	
	GAPDH
	0.450
	
	Stability value
	0.071

	
	β-actin
	0.464
	
	
	

	
	18S RNA
	0.071
	
	Best combination of two genes
	GAPDH and β-actin

	
	TUBB
	0.456
	
	Stability value for best combination of two genes
	0.110

	
	PPIA
	0.459
	
	
	

	
	RPL13A
	0.326
	
	
	

	
	TBP
	0.393
	
	
	

	
	SDHA
	0.249
	
	
	




[bookmark: _Hlk42548562]

[bookmark: _Hlk43415186]Supplemental File3: The average expression stability value (M) was calculated by geNorm for each gene in CAOV3 cells cultured under normoxia and hypoxia
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[bookmark: _Hlk42548639]Supplemental File4: Pairwise variation (V) between the normalization factors (Vn and Vn + 1) was used to determine the optimal number of reference genes for normalization in CAOV3
[image: ]


Supplemental File5: Cq value of the eight candidate reference genes in OVCAR3 cells after exposure to hypoxia

	
	GAPDH
	β-actin
	18S RNA
	TUBB
	PPIA
	RPL13A
	TBP
	SDHA

	Control
	23.96
	20.74
	20.72
	21.29
	21.40
	18.90
	23.79
	26.28

	
	23.45
	19.96
	20.98
	20.97
	22.80
	19.24
	24.31
	26.24

	
	23.88
	19.93
	19.97
	20.83
	21.61
	19.34
	24.46
	26.47

	
	23.39
	19.83
	20.82
	21.35
	23.08
	18.80
	25.10
	25.87

	HY 24H
	22.62
	20.61
	20.08
	22.11
	22.23
	18.30
	23.37
	25.86

	
	22.93
	21.70
	20.80
	22.04
	21.49
	19.47
	25.78
	25.55

	
	23.18
	21.63
	20.17
	20.73
	22.66
	19.24
	25.19
	26.66

	
	23.22
	21.22
	21.27
	21.81
	21.71
	18.67
	25.55
	27.40





Supplemental File6: The results of geNorm and NormFinder according to the raw data in OVCAR3

	geNorm
	GAPDH
	β-actin
	18S RNA
	TUBB
	PPIA
	RPL13A
	TBP
	SDHA

	Control
	2.40E+01
	2.07E+01
	2.07E+01
	2.13E+01
	2.14E+01
	1.89E+01
	2.38E+01
	2.63E+01

	Control
	2.35E+01
	2.00E+01
	2.10E+01
	2.10E+01
	2.28E+01
	1.92E+01
	2.43E+01
	2.62E+01

	Control
	2.39E+01
	1.99E+01
	2.00E+01
	2.08E+01
	2.16E+01
	1.93E+01
	2.45E+01
	2.65E+01

	Control
	2.34E+01
	1.98E+01
	2.08E+01
	2.14E+01
	2.31E+01
	1.88E+01
	2.51E+01
	2.59E+01

	HY 24H
	2.26E+01
	2.06E+01
	2.01E+01
	2.21E+01
	2.22E+01
	1.83E+01
	2.34E+01
	2.59E+01

	HY 24H
	2.29E+01
	2.17E+01
	2.08E+01
	2.20E+01
	2.15E+01
	1.95E+01
	2.58E+01
	2.56E+01

	HY 24H
	2.32E+01
	2.16E+01
	2.02E+01
	2.07E+01
	2.27E+01
	1.92E+01
	2.52E+01
	2.67E+01

	HY 24H
	2.32E+01
	2.12E+01
	2.13E+01
	2.18E+01
	2.17E+01
	1.87E+01
	2.56E+01
	2.74E+01

	
	
	
	
	
	
	
	
	

	M < 1.5
	0.051
	0.061
	0.047
	0.056
	0.062
	0.048
	0.055
	0.049



	NormFinder
	Gene name
	Stability value
	
	Best gene
	18S RNA

	
	18S RNA
	0.319
	
	Stability value
	0.319

	
	SDHA
	0.348
	
	
	

	
	RPL13A
	0.356
	
	Best combination of two genes
	GAPDH and β-actin

	
	TUBB
	0.429
	
	Stability value for best combination of two genes
	0.167

	
	TBP
	0.504
	
	
	

	
	PPIA
	0.535
	
	
	

	
	GAPDH
	0.536
	
	
	

	
	β-actin
	0.603
	
	
	






Supplemental File7: The average expression stability value (M) was calculated by geNorm for each gene in OVCAR3 cells cultured under normoxia and hypoxia
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Supplemental File8: Pairwise variation (V) between the normalization factors (Vn and Vn + 1) was used to determine the optimal number of reference genes for normalization in OVCAR3
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Supplemental File9: The Raw data utilized in this manuscript.

	
	GAPDH
	β-actin
	18S RNA
	TUBB
	PPIA
	RPL13A
	TBP
	SDHA

	Control
	23.82
	21.01
	23.29
	21.38
	16.73
	18.93
	24.77
	26.44

	
	23.64
	21.10
	23.37
	21.36
	17.02
	18.59
	24.64
	26.07

	
	23.37
	21.00
	23.15
	21.32
	16.64
	18.74
	24.24
	26.17

	
	23.46
	20.82
	23.32
	21.21
	16.72
	18.48
	24.45
	26.03

	HY 24H
	23.84
	22.13
	23.95
	22.38
	17.18
	19.16
	25.08
	26.39

	
	24.02
	21.87
	23.91
	22.14
	17.57
	19.14
	25.48
	26.36

	
	23.96
	21.91
	23.93
	22.28
	17.26
	19.34
	25.13
	26.55

	
	24.06
	22.03
	24.00
	22.08
	17.47
	19.26
	25.75
	26.51





[bookmark: _Hlk43557712]Supplemental File10: the details of SKOV-3 cells
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Supplemental File11: the details of OVCAR-3 cells
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Supplemental File12: the details of CAOV-3 cells
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Please read this FIRST

Storage Temp.
liquid nitrogen
vapor phase

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cell line is ATCC-formulated
McCoy's 5a Medium Mocified, Catalog No. 30-2007. To
make the complete growth medium, add the following
companents to the base medium: fetal bovine serum to
a final concentration of 10%

Citation of Strain

If use of this culture resuifts in a scientific publication, it
should be cited in that manuscript in the following
manner: SK-OV-3 [SKOV-3; SKOV3] (ATCC® HTB-

7™

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor
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e Description

Organism: Homo sapiens, human

Tissue: ovary: ascites

Disease: adenacarcinoma

Age: 64 years

Gender: female

Morphology: epithelial

Growth Properties: adherent

Isoenzymes:

AK-, 1

ESD,1

G6PD, B

GLO, 12

Me-2 1

PGM1, 12

PGM3, 1

DNA Profile:

Amelogenin: X

CSFPO: 11

D138317: 8,11

D168539: 12

D55818: 11

D75820: 13,14

THO1:9.93

TPOX: 8,11

VWA 17.18

Cytogenetic Analysis: This is a hypodiploid human cellline. The modal chromosome number was 43,
ocourring in 63.3% of cells. The range was 42 to 45. The rate of higher ploidies was 32%. The del(1)(q21),
der(13)t(1:713) (11:%:034), der(11)t(11;?) (q12), del(10)(422) and 3 other marker chromosomes were
common to most cells. and 3 others were found only in some cells. One N11 had the HSR segment from p11 to
the distal end. The nomal N10, N12, N15, N17 and N19 were absent. Others were sither single or paired
There were from 1 to 6 rearranged and unassignable chromosomes. The X chromosome was either single or
paired.

e Batch-Specific Information

Refer to the Certificate of Analysis for batch-specific test results.

A\ sarerverecaumion

ATCC highly recommends that protective gloves and clothing always be used and a full face mask always be
worn when handling frozen vials. It is important to note that some vials leak when submersed in liquid nitrogen
and will slowly fill with liquid nitrogen. Upon thawing, the conversion of the liquid nitrogen back to its gas
phase may result in the vessel exploding or blowing off its cap with dangerous force creating flying debris.

-
“ Unpacking & Storage Instructions

1. Check all containers for leakage or breakage.
2. Remove the frozen cells from the dry ice packaging and immexdiately place the cels at a temperature
below -130°C, preferably in liquid nitrogen vapor, until ready for use.

o
i‘ Handling Procedure for Frozen Cells

Handling Procedure for Frozen Cells
To insure the highest level of viabilty, thaw the vial and initiate the culture as soon as possible upon receipt. If
upon arrival, continued storage of the frozen culture is necessary, it should be stored in liquid nitrogen vapor
phase and ot at -70°C. Storage at -70°C will resultin loss of viabiliy.

SAFETY PRECAUTION: ATCC highly recommends that protective gloves and clothing always be
used and a full face mask always be worn when handling frozen vials. It is important to note that
some vials leak when submersed in liquid nitrogen and will slowly fil with liquid nitrogen. Upon thawing, the
conversion of the liquid nitrogen back to its gas phase may result in the vessel exploding or blowing off its
cap with dangerous force creating flying debris.

1. Thaw the vial by gentle agitation in a 37°C water bath. To reduce the possibilty of contamination, keep
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Storage Temp.
liquid nitrogen
vapor phase

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cell line is ATCC-formulated
McCoy's 5a Medium Mocified, Catalog No. 30-2007. To
make the complete growth medium, add the following
companents to the base medium: fetal bovine serum to
a final concentration of 10%

Citation of Strain

If use of this culture resuifts in a scientific publication, it
should be cited in that manuscript in the following
manner: SK-OV-3 [SKOV-3; SKOV3] (ATCC® HTB-

7™

Aamerican Type Culture Collection
PO Box 1648
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wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor
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the O-ring and cap out of the water. Thawing should be rapid (approximately 2 minutes)

2. Remove the vial from the water bath as soon as the contents are thawed, and decontaminate by
dipping in or spraying with 70% ethanol. All of the operations from this point on should be carried out under
strict aseptic conditions,

3. Transfer the vial contents to a centrifuge tube containing 9.0 mL complete culture medium. and spin at
approximately 125 xg for 6 to7 minutes.

4. Resuspend cell pellet with the recommended complete medium (see the specific batch information for
the culture recommended dilution ratio). and dispense into a 25 cm? or a 75 cm? culture flask. It is important to
avoid excessive alkalinity of the medium during recovery of the calls. It is suggested that, prior to the addition
of the vial contents, the culture vessel containing the complete growth medium be placed into the incubator for
at least 15 minutes to allow the medium to reach its normal pH (7.0 to 7.6).

5. Incubate the culture at 37°C in a suitable incubator. A 5% CO, in air atmosphere is recommended if
using the medium described on this product sheet

A Handling Procedure for Flask Cultures

Handling Procedure for Flask Cultures

The flask was seeded with cells (see specific batch information) grown and completely filled with medium at
ATCG to prevent loss of cells during shipping.

1. Upon receipt visually examine the culture for macroscopic evidence of any microbial contamination.
Using an inverted microscope (preferably equipped with phase-contrast optics), carefully check for any
evidence of microbial contamination. Also check to determine if the majority of cells are still attached to the
bottom of the flask; during shipping the cultures are sometimes handled roughly and many of the cells often
detach and become suspended in the culture medium {but are stil viable).

2. Ifthe cells are still attached, aseptically remove all but § to 10 mL of the shipping medium. The
shipping medium can be saved for reuse. Incubate the cells at 37°C in a 5% CO, in air atmosphere until they
are ready to be subcultured,

3. If the cells are not attached, aseptically remove the entire contents of the flask and centrifuge at
125 xg for 5 to 10 minutes. Remove shipping medium and save. Resuspend the pelleted cells in 10 mL of this
medium and add to 25 cm? flask. Incubate at 37°C in a 5% CO, in air atmosphere until cells are ready to be
subcultured.

§ Subculturing Procedure

Protocol
1. Remove and discard culture medium
2. Briefly rinse the cell layer with 0.25% (wiv) Trypsin- 0.53 mM EDTA solution to remove all traces of
serum that contains trypsin inhibitor.
Add 2.0to 3.0 ml of Trypsin-EDTA solution to flask and observe cells under an inverted microscope
until el layer is dispersed (usually within 5 to 15 minutes).
Note: To avoid clumping do not agitate the cells by hitting or shaking the flask while waiting for the
cells to detach. Cells that are difficult to detach may be placed at 37°C to faciltate dispersal. Gomning®
T-75 flasks (catalog #430641) are recommended for subculturing this product
4. Add 6.0 to 8.0 ml of complete growth medium and aspirate cells by gently pipetting.
5. Add appropriate aliquots of the cell suspension to new culture vessels.
6. Incubate cultures at 37°C.
Subcultivation Ratio: A subcultivation ratio of 1:2 0 1:6 is recommended
Medium Renewal: 2 to 3 times per week

w

# Cryopreservation Medium

Cryoprotectant Medium
Complete growth medium described above supplemented with 5% (viv) DMSO. Cell culture tested DMSO is
available as ATCG Catalog No. 4-X

& comments

SK-OV-3 cells are resistant to tumor necrosis factor and to several cytotoxic drugs including diphtheria toxin,
cis-platinum and adriamycin

= r—

References and other information refating to this product are available online at www.atec.org.
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) Biosafety Level

L S

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cell line is ATCC-formulated
McCoy's 5a Medium Mocified, Catalog No. 30-2007. To
make the complete growth medium, add the following
companents to the base medium: fetal bovine serum to
a final concentration of 10%

Citation of Strain

If use of this culture resuifts in a scientific publication, it
should be cited in that manuscript in the following
manner: SK-OV-3 [SKOV-3; SKOV3] (ATCC® HTB-

7™

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
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©r contact your loca! distrbutor
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@* Biosafety Level: 1

Appropriate safety procedures should always be used with this material. Laboratory safety is discussed in
the current publication of the Biosafety in Microbiological and Biomedical Laboratories from the U.S
Department of Health and Human Services Centers for Disease Control and Prevention and National Institutes
for Health

ATCC Warranty

ATCC® products are warranted for 30 days from the date of shipment, and this warranty is valid only if the
product is stored and handled according to the information included on this product information sheet. If the:
ATCC product is a living cell or microorganism, ATCC lists the media formulation that has been found to be:
effective for this product. While other, unspecified media may also produce satisfactory resuls, a change in
media or the absence of an additive from the ATCG recommended media may affect recovery, growth andior
function of this product. If an alternative medium formulation is used, the ATCC warranty for viability is no
longer valid.

Disclaimers

This product is intended for laboratory research purposes only. Itis not intended for use in humans.

While ATCC uses reasonable efforts to include acourate and up-to-date information on this product sheet,
ATCC makes no warranties or representations as to its accuracy. Citations from scientific literature and
patents are provided for informational purposes only. ATCC does not warrant that such information has been
confirmed to be acaurate

This product is sent with the condition that you are responsible for its safe storage, handling, and use. ATCC
is not liable for any damages or injuries arising from receipt and/or use of this product. While reasonable effort
is made to insure authenticity and reliability of materials on deposit, ATCC is not liable for damages arising from
the misidentification or misrepresentation of such materials.

Please see the enclosed Material Transfer Agreement (MTA) for further details regarding the use of this
product. The MTA s also available on our Web site at www atcc.org

‘Agditional information an this culture is available on the ATCC web site at www.atcc.org
©ATCC 2018. Al rights reservad. ATCC is a registared trademark of the American Type Culture Collection. [08/08]
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Storage Temp
liquid nitrogen
vapor
temperature

Biosafety Level

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cellline is ATCC-formulated
RPMI-1640 Medium, Gatalog No. 30-2001. To make the
complete growth medium, add the following
companents to the base medium: 0.01 mg/mi bovine
insulin; fetal bovine serum to a final concentration of
20%

Citation of Strain

If use of this culture resuilts in a scientific publication, it
should be cited in that manuscript in the following
manner: NIH.OVCAR-3 [OVCAR3] (ATCC® HTB-161")

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor
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e Description

Organism: Homo sapiens, human

Tissue: ovary

Disease: adenacarcinoma

Cell Type: epithelial

Age: 60 years

Gender: female

Morphology: epithelial

Growth Properties: adherent

Isoenzymes:

AR,

ESD,1

GEPD, B

GLOA, 1

PGM1, 1

PGM3, 1

DNA Profile:

Amelogenin: X

CSF1PO: 11,12

D138317: 12

D168539: 12

D55818: 11,12

D75820: 10

THO1:9.93

TPOX: 8

VWA 17

Cytogenetic Analysis: The cell line is aneuploid human female, with chromosome counts in the sub to near-
triploid range. Several normal chromosomes (N11, N13, N14, N15, N16, N17. and N22) are clearly under-
represented. Many of these missing chromosomes are represented in the large number of cytogenetically
altered chromosomes identified as marker chromosomes. In addiion to the marker chromosomes, there are a
large number of other structurally abnormal and unassignable chromosomes that are not recognized as
markers. Random loss and gain of chromosomes from cell to cell are noted in the exact chromosome counts
and in the analysis of the karyotypes.

e Batch-Specific Information

Refer to the Certificate of Analysis for batch-specific test results.

A\ sarerverecaumion

ATCC highly recommends that protective gloves and clothing always be used and a full face mask always be
worn when handling frozen vials. It is important to note that some vials leak when submersed in liquid nitrogen
and will slowly fill with liquid nitrogen. Upon thawing, the conversion of the liquid nitrogen back to its gas
phase may result in the vessel exploding or blowing off its cap with dangerous force creating flying debris.

-
“ Unpacking & Storage Instructions

1. Check all containers for leakage or breakage.
2. Remove the frozen cells from the dry ice packaging and immexdiately place the cels at a temperature
below -130°C, preferably in liquid nitrogen vapor, until ready for use.

-
i‘ Handling Procedure for Frozen Cells

To insure the highest level of viabilty, thaw the vial and initiate the culture zs soon as possible upon receipt. If
upon arrival, continued storage of the frozen culture is necessary, it should be stored in liquid nitrogen vapor
phase and not at -70°C. Storage at -70°C will resultin loss of viabiliy.

1. Thaw the vial by gentle agitation in a 37°C water bath. To reduce the possibility of contamination, keep
the O-ring and cap out of the water. Thawing should be rapid (approximately 2 minutes)

2. Remove the vial from the water bath as soon as the contents are thawed, and decontaminate by
dipping in or spraying with 70% ethanol. Al of the operations from this point on should be carried out
under strict aseptic conditions.

3. Transfer the vial contents to a centrifuge tube containing 9.0 mL complete culture medium. and spin at
approximately 125 x g for 5 to 7 minutes.
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Biosafety Level

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cellline is ATCC-formulated
RPMI-1640 Medium, Gatalog No. 30-2001. To make the
complete growth medium, add the following
companents to the base medium: 0.01 mg/mi bovine
insulin; fetal bovine serum to a final concentration of
20%

Citation of Strain

If use of this culture resuilts in a scientific publication, it
should be cited in that manuscript in the following
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4. Resuspend cel pellet with the recommended complete medium (see the specific batch information for
the culture recommended dilution ratio). It s important to avoid excessive alkalinity of the medium
during recovery of the cells. Itis suggested that, prior to the addition of the vial contents, the culture
vessel containing the complete growth medium be placed into the incubator for at least 15 minutes to
allow the medium to reach its normal pH (7.0 to 7.6). pH (7.0to 7.6).

Incubate the culture at 37°C in a suitable incubator. A 5% CO, in air atmosphere is recommended if
using the medium described on this product sheet

o

A Handling Procedure for Flask Cultures

The flask was seeded with cells (see specific batch information) grown and completely filled with medium at
ATCC to prevent loss of cells during shipping

1. Upon receipt visually examine the culture for macroscopic evidence of any microbial contamination.
Using an inverted microscope (preferably equipped with phase-contrast optics), carefully check for
any evidence of microbial contamination. Also check to determine if the majority of cells are still
attached to the bottom of the flask; during shipping the cultures are sometimes handied roughly and
many of the cells often detach and become suspended in the culture medium (but are still viable).
If the cells are still attached, aseptically remove all but 5 to 10 mL of the shipping medium. The
shipping medium can be saved for reuse. Incubate the cells at 37°C in a 5% CO, in air atmosphere
until they are ready to be subcultured
If the cells are not attached, asepiically remove the entire contents of the flask and centrifuge at
125 x g for 5 to 10 minutes. Remove shipping medium and save. Resuspend the pelieted cells in 10
mL of this medium and add to 25 om? flask. Incubate at 37°C in a 6% CO, in air atmosphere unti cells
are ready to be subcultured

~

©

§ Subculturing Procedure

Volumes used in this protocol are for 75 sqj cm flasks; proportionally reduce or increase amount of
dissociation medium for culture vessels of other sizes. Corming® T-75 flasks (catalog #430641) are
recommended for subculturing this product

Remove and discard culture medium
Briefly rinse the cell layer with Ca+-+/Mg++ free Dulbecco's phosphate-bufered saline (D-PBS) or
0.25% (wiv) Trypsin - 0.53 mM EDTA solution to remove all races of serum which contains trypsin
inhibitor.

Add 2.0t0 3.0 mL of Trypsin-EDTA solution to flask and observe cells under an inverted microscope
until el layer is dispersed (usually within § to 15 minutes).

Note: To avoid clumping do not agitate the cells by hitting or shaking the flask while waiting for the
cells to detach. Cells that are difficult to detach may be placed at 37°C to faciltate dispersal.

Add 2.010 3.0 mL of complete growih medium and aspirate cells by gently pipetiing

Resuspend the cel pellet in fresh growth medium. Add appropriate aliquots of the cell suspension to
new culture vessels,

Incubate cultures at 37°C.

Subcultivation Ratio: A subcultivation ratio of 1:2 to 1:4 is recommended

Medium Renewal: Every 2 to 3 days

~

@

o s

@

$ Cryopreservation Medium

Complete growth medium described above supplemented with 5% (v/v) DMSO. Cell culture tested DMSO is
available as ATCC Catalog No. 4-X.

D comments

Forms colonies in soft agar and has an abnormal karyotype.
Resistant to clinically relevant concentrations of adriamycin, melphalan and cisplatin

Both cultured cells and xenografts exhibit androgen and estrogen receptors.

Xenograft models have been used to show that treatment with 17 beta estradiol can induce progesterone
receptors in this human ovarian carcinoma

References

References and other information relating to this product are available online at www atcc org

'ﬁ‘ Biosafety Level: 1
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ATCC

NIH:OVCAR-3 [OVCAR3]
(ATCC® HTB-161™)

Please read this FIRST

Storage Temp
liquid nitrogen
vapor
temperature

Biosafety Level

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic or
diagnostic use.

Complete Growth Medium

The base medium for this cellline is ATCC-formulated
RPMI-1640 Medium, Gatalog No. 30-2001. To make the
complete growth medium, add the following
companents to the base medium: 0.01 mg/mi bovine
insulin; fetal bovine serum to a final concentration of
20%

Citation of Strain

If use of this culture resuilts in a scientific publication, it
should be cited in that manuscript in the following
manner: NIH.OVCAR-3 [OVCAR3] (ATCC® HTB-161")

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor

Page 3 of 3

Appropriate safety procedures should always be used with this materizl. Laboratory safety is discussed in
the current publication of the Biosafety in Microbiological and Biomedical Laboratories from the U.S
Department of Health and Human Services Genters for Disease Control and Prevention and National Institutes
for Health.

ATCC Warranty

ATCC® products are warranted for 30 days from the date of shipment, and this warranty is valid only f the
product is stored and handled according to the information included on this product information sheet If the:
ATCC® product is a living cell or microorganism, ATCG lists the media formulation that has been found to be
effective for this product. While other, unspecified media may also produce satisfactory results, a change in
media o the absence of an additive from the ATCC recommended media may affect recovery, growth andior
function of this product. If an alternative medium formulation is used, the ATCC warranty for viability is no
longer valid.

Disclaimers

This product is intended for laboratory research purposes only. Itis not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this product sheet,
ATCC makes no warranties or representations as to its accuracy. Citations from scientific literature and
patents are provided for informational purposes only. ATCC does not warrant that such information has been
confirmed to be accurate.

This product is sent with the condition that you are responsible for its safe storage, handling, and use. ATCC
is not liable for any damages or injuries arising from receipt and/or use of this product, While reasonable effort
is made to insure authenticity and refiability of materials on deposit, ATCC is not liable for damages arising from
the misidentification or misrepresentation of such materials

Please see the enclosed Material Transfer Agreement (MTA) for further details regarding the use of this
product. The MTA s also available on our Web site at www atcc.org

‘Additional information on this culture is available o the ATCC web sita at www,atcc.org
©ATCC 2018. Al rights reserved. ATCC s a registered trademark of the American Type Culture Collection. [08/17]
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ATCC

Caov-3 [Caov3] (ATCC®
HTB-75™)

Please read this FIRST

Storage Temp.
liquid nitrogen
vapor phase

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic.or
diagnostic use.

‘Complete Growth Medium

The base medium for this cell line is ATCC-formulated
Dulbecco’s Modified Eagle's Medium. Catalog No. 30-
2002. To make the complete growth medium, add the
following componerts to the base medium: fetal bovine
serum to a final concentration of 10%.

Citation of Strain

If use of this culture resufts in a scientific publication, it
should be cited in that manuscript in the following
manner: Caov-3 [Caova] (ATCC® HTB-75™)

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor

Page 1 of 3

e Description

Organism: Homo sapiens, human
Tissue: ovary

Disease: adenacarcinoma
Age: 54 years

Gender: female
Morphology: epithelial
Growth Properties: adherent
Isoenzymes:

AK-, 1

ESD,1

G6PD, B

GLO, 12

Me-2, 2

PGM1, 1

PGM3, 1

DNA Profile:

Amelogenin: X

CSF1PO: 10.13

D138317: 12

D168539:9

D58818: 12

D75820: 10

THOT: 7

TPOX: 8,10

VWA 16.18

e Batch-Specific Information

Refer to the Certificate of Analysis for batch-specific test results.

A SAFETY PRECAUTION

ATCG highly recommends that protective gloves and clothing always be used and a full face mask always be
worn when handiing frozen vials. It is important to note that some vials leak when submersed in liquid nitrogen
and will slowly fill with liquid nitrogen. Upon thawing, the conversion of the liquid nitrogen back to its gas
phase may resultin the vessel exploding or blowing offits cap with dangerous force creating fiying debris.

-
i‘ Unpacking & Storage Instructions

1. Check all containers for leakage or breakage.
2. Remove the frozen cells from the dry ice packaging and immediately place the cels at a temperature
below -130°C, preferably in liquid nitrogen vapor, until ready for use.

-
“ Handling Procedure for Frozen Cells

To insure the highest level of viabilty, thaw the vial and initiate the culture as soon as possible upon receipt. If
upon arrival, continued storage of the frozen culture i necessary, it should be stored in liquid nitrogen vapor
phase and not at -70°C. Storage at -70°C will result in loss of viability.

1. Thaw the vial by gentle agitation in a 37°C water bath. To reduce the possibility of contamination. keep
the O-ring and cap out of the water. Thawing should be rapid (approximately 2 minutes).
Remove the vial from the water bath as soon as the contents are thawed. and decontaminate by
dipping in or spraying with 70% ethanol. All of the operations from this point on should be carried out
under strict aseptic conditions
Transfer the vial contents 1o a centrifuge tube containing 9.0 mL complete culture medium. and spin at
approximately 125 x g for 5 to 7 minutes
Resuspend cell pellet with the recommended complete medium (see the specific batch information for
the culture recommended dilution ratio). and dispense into a 25 cm? or a 75 cm? culture flask. It is
important to avoid excessive alkalinity of the medium during recovery of the cells. It is suggested that.
prior to the addition of the vial contents, the culture vessel containing the complete growth medium be:
placed into the incubator for at least 15 minutes to allow the medium to reach its normal pH (7.0 to 7.6).
Incubate the culture at 37°C in a suitable incubator. A 5% CO, in air atmosphere is recommended if

~

w

IS

I

using the medium described on this product sheet.
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ATCC

Caov-3 [Caov3] (ATCC®
HTB-75™)

Please read this FIRST

Storage Temp.
liquid nitrogen
vapor phase

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic.or
diagnostic use.

‘Complete Growth Medium

A Handling Procedure for Flask Cultures

The flask was seeded with cells (see specific batch information) grown and completely filled with medium at
ATCG to prevent loss of cells during shipping.

1. Upon receipt visually examine the culture for macroscopic evidence of any microbial contamination.
Using an inverted microscope {preferably equipped with phase-contrast optics), carefully check for
any evidence of microbial contamination. Also check to determine if the majority of cells are still
attached to the bottom of the flask; during shipping the cultures are sometimes handled roughly and
many of the cells often detach and become suspended in the culture medium (but are still viable).

If the cells are still attached, aseptically remove all but 5 to 10 mL of the shipping medium. The
shipping medium can be saved for reuse. Incubate the cells at 37°C ina 5% CO, in air atmosphere
until they are ready to be subcultured.

If the cells are not attached, aseptically remove the entire contents of the flask and centrifuge at
125 x g for 5 to 10 minutes. Remove shipping medium and save. Resuspend the pelleted cells in 10
mL of this medium and add to 25 cm? flask. Incubate at 37°C in a 5% CO, in air atmosphere until cells
are ready to be subcultured,

~

w

§ Subculturing Procedure

Remove and discard culture medium.

2. Briefly rinse the cell layer with 0.25% (wiv) Trypsin- 0.53 mM EDTA solution to remove all traces of
serum which contains trypsin inhibitor,

3. Add 2.010 3.0 mL of Trypsin-EDTA solution to flask and observe cells under an inverted microscope
until celllayer is dispersed (usually within 6 to 15 minutes)
Note: To avoid clumping do not agitate the cells by hitting or shaking the flask while waiting for the
cells to detach. Cells that are difficult to detach may be placed at 37°C to facilitate dispersal,

4. Add 6.0 to 8.0 mlL of complete growih medium and aspirate cels by gently pipetting.

5. Add appropriate aliquots of the cell suspension to new culture vessels.

6. Incubate cultures at 37°C.

Subcultivation Ratio: A subcultivation ratio of 1:3 to 1:8 is recommended
Medium Renewal: 2 to 3 times per week

The base medium for this cell line is ATCC-formulated
Dulbecco’s Modified Eagle's Medium. Catalog No. 30-
2002. To make the complete growth medium, add the
following componerts to the base medium: fetal bovine
serum to a final concentration of 10%.

Citation of Strain

If use of this culture resufts in a scientific publication, it
should be cited in that manuscript in the following
manner: Caov-3 [Caova] (ATCC® HTB-75™)

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor
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* Cryopreservation Medium

Complete growth medium described above supplemented with 5% (viv) DMSO. Cell culture tested DMSO is
available as ATCG Catalog No. 4-X

References

References and other information relating to this product are available online at www. atcc.org

@‘ Biosafety Level: 1

Appropriate safety procedures should always be used with this material. Laboratory safety is discussed in
the current publication of the Biosafety in Microbiological and Biomedical Laboratories from the U.S
Department of Health and Human Services Centers for Disease Control and Prevention and National Institutes
for Health.

ATCC Warranty

ATCC® products are warranted for 30 days from the date of shipment, and this warranty is valid only if the
product is stored and handled according to the information included on this product information sheet. If the
ATCC® product is a living cell or microorganism, ATGC lists the media formulation that has been found to be
effective for this product. While other, unspedified media may also produce satisfactory resuls, a change in
media o the absence of an additive from the ATCC recommended media may affect recovery, growth andior
function of this product. If an alternative medium formulation s used, the ATCC warranty for viabilty is no
longer valid

Disclaimers

This product is intended for laboratory research purposes only. It is not intended for use in humans.
While ATCC uses reasonable efforts o include accurate and up-to-date information on this product sheet,
ATGC makes no warranties or representations as to its accuracy. Citations from scientific literature and
patents are provided for informational purposes only. ATCG does not warrant that such information has been
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ATCC

Caov-3 [Caov3] (ATCC®
HTB-75™)

Please read this FIRST

Storage Temp.
liquid nitrogen
vapor phase

o Biosafety Level

R S

Intended Use

This product is intended for research use only. Itis not
intended for any animal or human therapeutic.or
diagnostic use.

‘Complete Growth Medium

The base medium for this cell line is ATCC-formulated
Dulbecco’s Modified Eagle's Medium. Catalog No. 30-
2002. To make the complete growth medium, add the
following componerts to the base medium: fetal bovine
serum to a final concentration of 10%.

Citation of Strain

If use of this culture resufts in a scientific publication, it
should be cited in that manuscript in the following
manner: Caov-3 [Caova] (ATCC® HTB-75™)

Aamerican Type Culture Collection
PO Box 1648

Manassas, VA 20108 USA

wuw atccorg

800,638.6507 or 703.365.2700

Fax 703.365.2750
Email: Tech@ateo.org

©r contact your loca! distrbutor

Page 3 of 3

confirmed to be acourate.

This product is sent with the condition that you are responsible for its safe storage, handling, and use. ATCC
is not liable for any damages or injuries arising from receipt and/or use of this product, While reasonable effort
is made to insure authenticity and refiability of materials on deposit, ATCG s not liable for damages arising from
the misidentification or misrepresentation of such materials.

Please see the enclosed Material Transfer Agreement (MTA) for further details regarding the use of this
product. The MTA s also available on our Web site at www atec.org

Additional information on this culture is available o the ATGC web site at www atce.org
©ATCC 2018. Al rights reserved. ATCC s a registered trademark of the American Type Culture Collection. [08/08]
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