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Approved Toxin(s) Pertussis

As the principal investigator, I have ensured that all of the personnel named on the form have been
trained. I will ensure that this project will follow the Western Biosafety Guidelines and Procedures
Manual for Containment Level 1 2 Laboratories (and the Level 3 Facilities Manual for Level 3
projects). I will ensure that UWO faculty, staff and students working in my laboratory have an up-to-
date Hazard Communication Form, found at http://www.wph.uwo.ca.

/’
Signature of Permit Holder: J?A_/QZ, \'\~\/L' (

Classification: 2

Date of Last Biohazardous Agents Registry Form: Dec 19, 2008

Date of Last Modification (if applicable): Jul 17, 2009
BioSafety Officer(s): Goald
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Chair, Biohazards Subcommittee:
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To Whom it May Concern,

Dr. Paula Foster would like to use MDA-MB-231-Iuc-D3H2LN, MDA-MB-435 and
KHYG-1 cells line for cancer research. The cells will be cultured and labeled with super
paramagnetic iron oxide particles or gadolinium to permit their detection by magnetic
resonance imaging. If the cell labeling is effective then the cells will be
injected/implanted into mice for cancer imaging project. The information of each cell
line is enclosed.

Please let me know if you have questions or comments.
Regards,

Yuhua chen.

Mailing Address:

Dr. Paula Foster

Attn: Yuhua Chen

Rm# 3296

P.O. Box 5015

100 Perth Dr

London ,ON

NGEA 5K8

Phon# 519-663-5777 Ext: 24133
Fax# 519-931-5224
Email: Ychen@robarts.ca
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A-MB-2314uc-D3H2LN

Line Information Sheet

General Information:

Designation: MDA-MB-231-Juc-D3H2LN

Tissue: - mmWijﬂgeﬁiﬁm ‘

Source of Parental Line ATCC (JHITB-26)

from an orthotopic MB-231-tuc-D3HI tumor after
12 weeks of in vivo growth.
Pathogen Testing: Monse Test: IMPACT Profile 1 (PCR) at the
U&msilyofhﬁmﬁkmoh;\ninnll)iagmsﬁcand
ioptive Laboratory
MDA-MB-231 Parertal (passage 4): Negative 12400
MDA-MB-231-lunc-D3H2LN (passage 8): Negative 271008

Colramsfection:

Plasmids: 1) pGL3 coutrol red (SV40-luc) (originally from Promega,
coastract from Chwis Contag Lab at Stanford)

7) pSV4A0/Zeo (nvitrogen)

Transfection Method: Lipofectamine/Plus Reagent (Iavitropen)

Ia Viire Growth:

Recommended Media: Eagle’s MEM (500 mi) ATCC Cat. No.30-2003
Sepplement the shove with: Final concentration

. 50 mi FBS {Hyclonr) 10%
 Cell Doubling Time: Apgroximately 24 hours (similar t parcntal cell linc)

Split Ratia: l5m1:10,m2-3day5|§ﬂ_0.25%'[m' with EDTA

Zeocin Sexsitivity: 50-100 pg/ml (ﬂ'uﬁwilgceﬂs:imnﬂ!s,aﬂ'ﬁﬁmlmc’m
Ewmmtﬁamnn‘mﬁnm' biohuEnescence)

In Vitre Bisleminesceace:

Lower Limit of Detection: Able to dctoct ~20 cells in 200p1 usmg IVES® system when
imaged at 1 min, 10 bin, level BFFOV 15
Bichamincscence: 139-208 photons/second/ocl]

Stabifity Over Time: stablc for at least 2 months in coitere withowt Zeocin
ms@mw%mzm

rev 3/16/05
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Search Catalog

A

The Global Biotessuiroe Center™

v

i

ATCC Advaficed Catalog Search » Product Dutails

Product Deascription

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Traaster Agrasrant o in

certain cases, an MTA specified by the depositing institution.
Customers in Europe, Australta, Canada, China, Hong Kong, India, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Talwan,

R.O.C. must contact a ocal gisiributer for pricing information and to place an order for ATCC cuitures and products.

nt ki 2

'ATCC® Number:

?Designaﬁons: MDA-MB-231

B el 1

Hedmm & Sorum: ses Propagation

Omamsm Homo saplens (human)

Swroa. Organ: mammary gland; breast

: Disease: adenocarcinoma

: Derived from metastatic sita: pleural effusion

: Cell Type: epithelial
‘Permits/Forms: In addition to the #TA mentioned above, other ATLC andfor requiatery penmits may be required for the transfer:

of this ATCC material. Anyone purchasing ATCC material is ultimately responsible for obtaining the permits-

Please ciick nere for information reganding the specific requirements for shipment to your location.
o Colf

b
epldarmal growth factor {(EGF), expressed
transforming growth factor alpha (TGF alpha),

ogenin:
CSF1PO: 12,13
D135317: 13
D16S539: 12
DS5S818: 12
D75820: 8,9
THO1: 7,9.2
TPOX: 8,9
vWA: 15,18

A

GLO-T, 2
Me-2, 1-2
PGM1, 1-2
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Home

Breast Cancer Cell
Lines

Data
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Links
Protocols
Publications
Research

Research Group

Resources

Contact

Lawrence Berkeley
Natioral Laboratory

717 Potter Street
Berkeley, CA 94710-2722

MDAMB435

AYCC

Specimen Origin

Source

Georgetown

Organism

Homoe Sapiens {Human)

Tissue

Skin

Yumourigenic

Morpholegy

Epithelial

Age Status

Ethnicity

Gender

Female

Cytogenetic Analysis

Growth Propeities

Adherent

Doubling Time

Culture Media

DMEM, 10%FBS

Split Ratio

Freeze Media

cuiture madivm 859%; DMS0, 5%

Comments

There is debate regarding whether this is a breast
cancer cell lines or not, since it clustered with
melanoma samples in PMID: 12354931, 15679052,
15150101,

A recent article by Rae et al (PMID 17004108)
dafinitively identifies this as a line derived from the
14 melanoma cell line.

For more information see:
htip://dtp.nci.nih.gov/docs/misc/common_files
/mda-mh-435-update.himl

References

Mutations

synonymons Ceil
Lines




MDA-MB-435, a member of the NCI-DTP panel of 60 human tumor celt lines, has been used for decades
as a model of metastatic human breast cancer. This cell line was derived at M.D. Anderson in 1976 from a
pleural effusion from a 31-year old woman with a history of breast cancer ( Cailleau R, Olive M, Cruciger
QV. Long-term human breast carcinoma cell lines of metastatic origin: preliminary characterization. In
Vitro. 1978 Nov;14(11%:911-5. ; Brinkley BR, Beall PT, Wible LJ, Mace ML, Tumer DS, Caiilean RM.
Variations in cell form and cytoskeleton in human breast carcinoma cells in vitro. Cancer Res, 1980
Sep:40(9):3118-29.) Further background information on this cell lire may be found at the M.D. Anderson
Breast Cancer Cell Line Database.

Recent advasnces in gene expression analysis allow the opportunity to more fully characterize tumor cell
lines. Analysis of MDA-MB-4335, in conjunction with the rest of the NCI60 panel, revealed thal the pattern
of gene expression for MDA-MB-435 inore closely resembled that of melanoma cell lines than of other
breast tumor lines ( Ross et al, Systematic variation in gene expression palterns in human cancer cell lines.
Nat Genet 2000 Mar;24(3):227-3.)

These findings prompted Ellison et al. to undertake a more detailed study of the characteristics of
MDA-MB-435 ¢ Ellisont G, Klinowska T, Westwood RE Docter E, French T, Fox JC. Further evidence to
support the melanocytic origin of MDA-MB-435, Mol Pathol. 2002 Oct;55(5):294-9.). They measured
expression of several breast-specific genes and several melanoma-specific genes in MDA-MB-435
(obtained from the American Type Culture Collection), as well as in other breast tumor cell lines,
melanoma cell lines and normal breast. Breast-specific genes were not detectably expressed in
MDA-MB-435 or in the melanoma lines, but were detected in most of the breast tumor cell lines as well as
normal breast. However, melanocyte-specific genes were expressed in MDA-MB-435, as well as in most of
the melanoma lines, but were not detectable in the other breast tumor cell lines. Additionally, xenografts of
MDA-MB-435 implanted into mammary fat pads of female SCID mice showed immunohistochemical
staining consisient with melanocytic origin.

More recently single nucleotide polymorphism (SNP) array analysis revealed that MDA-MB-435 is
derived from the same individual as the melanoma celf line M14 ( Garraway LA, et al. Integrative genomic
analyses identify MITF as a lineage survival oncogene amplified in malignant melanoma. Nature. 2005 Jul
7:436(7047):117-22. ; htupi/iwww.sanger.ac. uk/genetics/ CGPNCIGO).

The NCI Developmental Therapeutics Program obtained MDA-MB-435 from Dr. Patricia Steeg (NCI) --
Dr. Steeg obtained the line from M.D. Anderson. The DTP has obtained DNA fingerprinting analysis of the
MDA-MB-435 in the DTP repository, as well as MDA-MB-435 from the ATCC (which obtained their
sample from M.D. Anderson). DNA fingerprinting on all MDA-MB-435 samples are consistent with their
derivation from the same individual. Thus the mix-up with the melanoma cell line M14 likely happened
early in the history of the cell line.

Note added 8/5/2009; The panel designation {or this cell line continues to be a topic for discussion, as seen
in a recent publication by Chambers.

(MDA-MB-435 and M14 cell lines: identical but not M14 melanoma? Cancer Res, 2009 Jul
1;69(13):5292-3.)

Note added 8/2007: A recent publication by Rae et al. used karyotype, CGH, and microsatalite
polymorphism analyses, combined with bicinformatics analysis of gene expression and SNP data and
concluded that "All currently available stocks of MDA-MB-435 eells are derived from the M14 melanoma
cell line”. (Rac JM et al. MDA-MB-435 celis are derived from M14 Melanoma cells--a loss for breast
cancer, but a boon for melanoma research. Breast Cancer Res Treat. 2007 Jul;104(1):13-9.)



Health Science Research Resources Bank

Japan Health Sciences Foundation
hetp://www.jhsf.or.jp/ cgi-bin/ HSRRB/C_ViewDetail.cgiljerb=JCRBO 156

JCRB No. JCRB0O156

Ceil Name  KHYG-1

Profile Human natural killer cell line with a p53 point mutation as a model
for p53-associated leukemogenesis and a model for differentiation
of NK/T cells.

Animal human

Species Homo sapiens

Sex F

Age 45-year-old

Tissue peripheral blood

Case History aggressive NK cell leukemia

Metastasis

Genetics p53 point mutation and cytogenetic characteristics.

Lifespan infinite

Morphology lymphocyte-like

Characteristics high NK/LAK activity, IFN gamma production etc.

Classification tumor

Establisher Yagita,M.

Depositor  Yagita,M.

Medium RPMI1640 medium with 10% fetal calf serum and 100 units/ml of

riL-2(Shionogi).

Passage Method Simple dilution because of suspension cell culture.

Subculture every 3-4 days with split ratio = 1/4.

Passage Cell No. Split 1/4 every 3-4 days.
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Re: [Fwd: Re: [Fwd: Re: Containment Level request for C4-2B cell line]]

Y v |

Subjeet: Re: [Fwd: Re: [Fwd: Re: Containment Level request for C4-28B cell line]]
From: pfoster@imaging.robarts.ca

Date: Mon, 13 Jul 2009 20:02:49 -0400 (EDT)

To: Jennifer Stanley <jstanle2(@uwo.ca>

Hi Jennifer A
—)

LQMU j_,\

the cell line C4-28 does not contain human pathogens and has not been
P . CQ/U Land.

transformed with human pathogens.

-pPaula LA (]U\'U’\‘(
2ozl

———————— Original Message ==r=r-mm- Sdl L (VL1C e
Subject: Re: [Fwd: Re: Containment Level request for C4-2B cell line tDCOWY v ﬂ
Date: Mon, 13 Jul 2009 15:48:46 -0400 (EDT) )
From: pgareaulimaging.robarts.ca fY\QﬂJ\ﬁ?T
To: Jennifer Stanley <jstanleZ@uwo.ca>
References: <4A5BTF7E.7010903@uwo.ca>

pPaula's new email is pfoster@imaging.robarts.ca

Hi Paula

Can you confirm that this cell line does not contain human pathogens and
has not been transformed with human pathogens (see ncte below from PHAC
-~ the Public Health Agency of Canada).

Jennifer

———————— Original Message -—-=———=

Subject: Re: Containment Level request for C4-2B cell line
Date: Mon, 13 Jul 2009 13:35:58 -0400

From: Genevieve Lacroix <genevieve lacroix@phac-aspc.gc.ca>

To: Jennifer Stanley <jstanle2@uwo.ca>

Hi Jennifer,

If the cell line does not contain human pathogens (i.e. EBV) or was not
transformed with a human pathogens (i.e. SV40) then as far as it
concerns

our office, it does not require a containment level 2 or more
laboratory.

Also, you can refer to our LBGs, we have a general section on risk
assessment and a more specific one on cell line wore in our Laboratory

7

Biosafety Guidelines (Chapter 2 and Chapter 7.3).
Hope this helps.

Genevieve Lacroix, M.Sc,

A/Head, Importation and Blosafety Programs
Chef intérimaire/Importation et servuce de biosécurité
Office of Laberatory Securi / = la sacu é
Public Health Agency of
100 ch. Colonnade Rd. AL:
Tel: {613) 946-6932

Fax: (613)941-059¢
genevieve lacroix@phac-aspc.gc.ca
http://www.phac-aspc.gc.ca/ols-bsl/index.html

laboratoires
u2 du Canada
K1A 0X9

o

T2009 10:08 AM
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To Whom it May Concern,

Dr. Foster, of the Robarts Research Institute at The University of Western Ontario, would
like to purchase the C4-2B cell line. The cells will be labeled, by co-culture of
transfection, with super paramagnetic iron oxide particles to permit their detection by
magunetic resonance imaging. If the cell labeling is effective then the cells will be 1t is
injected/implanted into mice for a cancer imaging project.

Mailing Address:

Dr. Paula Foster

Attn: Yuhua Chen/Cat Ramsay
P.O. Box 5015

100 Perth Dr

London ,ON

N6A 5K38



Proposed use of C4-2B Cells

These cells will be used to investigate a mouse model of prostate cancer in which cell and
tumour progression will be monitored using magnetic rescnance imaging. We will
culture and label the cells with a contrast agent containing iron or gadolinium, in our
lissue culture room which is approved for level 2 biohazards. Then, the cells will be
injected in‘o immune-compromised mice, which will be housed ina barrier facility at the
University of Western Ontario. The mice will be imaged periodically with MR at the

Robarts Research Institute,



Laboratories

A LabCorp Company

Q’:?\} ViroMed

\ -
Ouaony dens

Human Prostatic Carcinoma Cell Lines

[2-100 LNCaP Direct parental prostate cancer cell line $210.00
12-101 C4 Androgen dependent cell line, clone of LNCap ‘ 367.50
12-102 Cd4-2 Androgen independent cell ling, clone of C4 367.50
L 12-103 C4-2B Cﬁiﬁ%‘zﬁ iirrlld;gs:dent cell line, clone of C4, 167.50

A materials transfer agreement (MTA) is required prior to obtaining these cell lines.

Shipping Cost: Please contact your ViroMed account manager for specific information regarding
domestic and international shipping costs.

For further information, please contact
ViroMed Client Services at 800-582-0077.

RS LN -l . R -
o i‘k\‘:m; PGS Aok

_ T
N R e SN

VirnMed Laboratories
Rewsed February 19, 2009 6101 Blue Circle Drive
Muinnetonka, MN 55343-9108
SLaborasory Carparation of Amesica® Holdings TFalephonez: 800-382-0077
All righis reserved, wwiw VirphMed.comn



Chung Cancer Cell Lines — Procedure fo Obtain

Submit the following information via emait:

Chief Investigator’s Name 7 Funbe
[ntended vsage statement
Exact shipping address (and billing, if different; we also accept Visa/MC for payment)

This information will then be forwarded and,

A Materials Transfer Agreement (MTA) will then be sent to you via email by our Sales
Administration Dept. The above 3 items will be added to the MTA.

PLEASE NOTE: The terms of the MTA cannot be altered or changed. We can only accept the
MTA as originally prepared. If terms of the MTA are altered, we will submit the changes to both
our legal dept and MDD Anderson Cancer Center for their approval. The approval process can take

several weeks.,

When the signed MTA (2 original copies) is received back, the ordering process can then proceed
with verification of order and payment information,

For [nternational shipments: Credit card or direct bank transfer is the preferred payment.

The order is then submitted to our production dept. We normally ship these cells out on a
Monday or Tuesday; the orders may take up to several weeks to ship.

Reference Publications

1.

2.

[LNCaP Human Prostrate Cancer Progression Model. Leland W.K. Chung, Ph.D.

Urol Oncol 1996; 2:000-000
Androgen and retinoic acid interaction in LNCaP cells, effects on cell

proliferation and expression of retinoic acid receptors and epidermal growth
factor receptor. Ming-tang Li, Frank Richter, Chawnshang Chang, Robert J frwin,

Hosea FS Huang. BMC Cancer 2002 2:16.
Androgen-independent Cancer Progression and Bone Metastasis in the LNCaP

Model of Human Prostrate Cancer. Cancer Research 54, 2577-2581, May 15,
1994,

Derivaticn of Androgen-independent Human LNCaP Prostatic Cancer Cell
Sublines: Role of Bone Stromal Cells. Int.J.Cancer 57, 406-412, 1994,




CELL-LINE SPECIFICATIONS

Name of Cell Line: C4-2

Origin: The human prostatic carcinoma cell line, LNCaP (1 x 10° cells; passage #f 29) previously described [}] was co-
inoculated inte an athymic male nude mouse with (I x 10°%) human fibroblasts derived from an osteosarcoma (cell line MS).
The rude mouse host was castrated after 8 weeks incubation. A fumor specimen was excised after a total of 12 weeks.
The C4 cell line constitutes the in vifro cultured subline grown from the murine host’s tumor [2]. When the C4 sub-ling
was subsequently co-inoculated with MS osteosarcoma fibroblasts in a casteated athymic male nude mouse host for another
12 weeks by the same protocol described above. Prostatic epithelial cells cultured from the resuitant turnor in this host
constituted the C4-2 sublinef3].

Cel] Line characteristics:
Morphotogy: fibroblast-like growth in tissue culture flasks; may form concentric zones of low cell growth upon reaching

confluence,

Tumorigenicity & Osseous Metastosis: Ortholopic administeation of 1 x 10° resuspended C4-2 cells in both intact and
castrated athymic male nude mice yielded 100% tumorigenicity (20/20 and 14/14, respectively). Osseous prostate cancer
metasteses were detected in both intact and castrated murine hosts (2/20 and 3/14, respectively) [3].

Soft-agar cloning: When 1 x 10" resuspended C4-2 cells were cloned on 0.3% soft agarose supplemented with 5% FBS
and 2% TCM, colony formation was scored as 313 £ 15.3 relative to 12 + 2.5 from the parental LNCaP cell Iin¢ [22.

Androgen sensitivity: LNCaP sublines are androgen-independent.

Maintenance of C4-2, C4 and parental LNCaP cell lines:
Freezing Media: 10% DMSO +90% T Media {containing 20% FBS)

Freszing Procedure: Freeze colls when cell layer becomes 90% confluent. Do not freeze at a confluency higher
than 90%. Change media | day prior to freezing cells. Freeze at 1.5 x 10° cells per vial,

Frequency of Passage: Passage should be performed when confluency reaches 80-90%. if culture is allowed to
remain too high of a confluency for more than a day or two, cells will begin to slough away from the monolayer. Over-
grown passages can be difficult to re-plate as single cells. 1f cell number is too low when passing, ceil growth tends to
aggregate in isolated arcas instead of growing and spreading across the flask.

Passing procedure; Cells are washed in PBS, pH 7.2. These cells are passed using a 0.05% trypsin/0.53mM
EDTA solution. Apply trypsin/EDTA in the foilowing volumes:

1.5 — 2mi/T25 Nask
4 - SmlT75 Mask
56 mlTIT7S flask

Leave trypsin/EDTA solution on cells for about 5 minutes, checking them frequently. Neutralize trypsinized cells
with T media containing 5% FBS. Always centrifuge the trypsit/EDTA out of the culture and transfer cells to a new flask.

Media volumes are as follows:

sinl media/T25 flask
15ml media/T75 flask
30ml media/1 75T flask

[1] Horoszewiez, JS et al. Casncer Research 43:1809-1818, 1983,

(2] Wu et al. Derivation of androgen-independent human LNCaP prostatic cel! sublines: Rote of bone stromal celis.
International Journal of Cancer §7:406-412, 1994



[3] Thalmann et al. Androgen-independent cancer progression and bone metastatis in the LNCaP model of huinan prostate
canicer. Cancer Research 54:2577-2581, 1994,

CELL LINE THAWING & REVITALIZATION PROTOCOL

(It is recommended that the “C-4” series of LNCaP-derived cell lines be stored long-term in kiquid nitrogen.)

1
2)
3)
4)
5)
6)
7

Retmove cell storage vial from liquid nitrogen. Thaw rapidly in a 37° C. water bath.
Immediately transfer thawed cell solution to a 15 ml centrifuge tube.

Slowly resuspend thawed cells in 10 ml of growth media.

Centrifuge at 4°C or room temperature for 7-8 minutes at 800 rpm.

Aspirate media front cell pellet and resuspend in 15 ml fresh media,

Transfer into T-75 tissue culture flask and place in 37°C (5% CO2) incubator.
Do NOT perform media exchange the day after thaw date. Perform media exchange oaly after cells have

sufficiently attached to surface of flask. Because these cells may take 1-3 days to adhere to the {lask surface,
premature media exchange could result in the loss of unattached viable cells.

The LNCaP cell line may require 2-3 days for a sufficient amount of cells to attach to the surface of the flask.

The C4, Cd-2 and C4-2Bone cell lines typically will adhere in less 2 days.

PRODUCT AND MEDIA INFORMATION FOR LNCAP, C4, C4-2 AND C4-2 BONE

T-Media:
DMEM fiquid with sodium bicarbonate Vendor: Fisher
Catif: BWI2-741F
Package size: 500 ml
HAM’S F12  liquid with sodium bicarbenate Vendor: Fisher
Cat #: BWI12-615F
Package size: 300 ml
FBS Premium Heat inactivated Vendor: Fisher
Cat #: BW14-503F
Package stze: 500 ml
T MEDIA SUPPLEMENTS: STORE at -20°C
1. [Insulin Vendor: Sigma
Cat #: 1-1882
Aliquot concentration at 500x: 2.54 mg/ml in 0.1% BSA/PBS Package size: 100 mg
Final concentration in 500 ml: 5 ug/ml
2. T3 (TRIIODO-THY RONINE) Vendor: Sigma
Cat #: T-2877
Aliquote conceniration at 500x;  6.825 ng/ml in 0.[% BSA/PBS Package size: 100 mg
Final concentration in 500 mi:  13.65pg/ml
3. apo-TRANSFERRIN Human Vendor: Sigma
Cat #: T-4382
Aliquot concentration at 500x: 2.2 mg/ml Package size:  1g
Final concentration in 500 mk: 4.4 ug/ml
4, 4-BIOTIN Vendor: Sigma
Package sizs: lg

Aliquote concentration at $00x: 0.122 mg/ml in 0.1% BSA/PBS



Final concentration in 00 ml: 0,244 ug/ml

5. ADENIN Vendor: Sigma
Cat #: A-1159

Aliquot concentration at $00x: 6.25 mg/ml in 0.1% BSA/PBS Package size: 5g

Final concentration in 300 ml;  12.5 ug/inl

6. Penicillin and Streptomycin Vendor: Mediatech
Cat#: 30-002-Cl

Concentration; Package size. 100 ml

Pen 50,000 units/ml

Strep 10,000 g/ml

Final Concentration:

Pen 100 units/mi

Strep 100 g/mi

7. TRYPSIN-EDTA (10X} Vendot: Fisher
Cat#: BW17-161E

Ready to use

Package size:  100ml

Media Preparation:

400 ml DMEM

100 mi Ham's F12

50 1l Heat activated FBS (final conc. 10%}
5 ml 10X Pen/Strep (final conc. 1%)

| mi of above supplements

Mix well and use, media witl be good for 30 days.

Materials for trypsinizing the cells:
10X Trypsin (Fisher Cat # BW17-161E)

1X PBS

Procedure:

1.

(%)

Thaw frozen cells quickly at 37° water bath and transfer into 15 ml tissue culture ube with 9 ml

media.

Centrifuge at 12 RPM for $ minutes at room temp or 4°

Aspirate media and wash cells with 1X PBS and centrifuge same as before,

Aspirate PBS and resuspend in 2 ml media and transfer to tissue culture plate or flask. [ncubate at
1% with 5% CO2. Do not disturb cells for at least four days, These cells arc very sensitive and

they may not adhere if they are distu rhed.

Splitting cells:

Warm up ail reagents to 37° before use.

1.

Split cells 1:4 when they are about 75-85% confluent by trypsinizing them with 21 ml 1x trypsin-
EDTA for § min. at most at 37° (Emi for 100 mm plates and 25 em? tissue cuiture flask, 2 mi for 75

em?® flask and 3.5 mi for 150 cm’ fask).
Stop trypsin with 9 ml of media; transter cells into tissue culture tube and spin for § min at 1200

RPM at Rootn temp.
Aspirate media and wash cells with 10 ml 1X PBS, Centrifuge same as before and aspirate PBS.

Resuspend the pellet in 10 ml media and transfer into T75 lissue culture fask and incubate at 37°
with 3% COZ.

Do not disturb the flask for at least two days.



MAINTENANCE OF C4, C4-2, C4-2B AND LNCaP CELL LINES:
Preezing Media: 10% DMSO +90% T Media (containing 20% FBS)

Freezing Procedure: Freeze cells when layer becomes 90% confluent. Do not freexe at confluency higher than 40%.
Change media | day prior to freezing cells. Freeze at I-1,5x10° cells per vial.

Frequency of Passage: Passage should be performed when confluency reaches 80-90%. If culture is allowed to remain at
too high of a confluency for more than a day or two, cells will begin to slough away from the monolayer. Over-growt
passages can be difficult to re-plate as single cells. If cell number s too low when passing, cell growth tends to aggregate

in isolated areas instead of growing and spreading across the flask.

Passing procedure: Cells are washed in PBS, oH 7.2. These cells are passed using a 0.05% trypsin/0,53mM EDTA
solution, Apply trypsin/EDTA in the following volumes:

1.5 ml/T25 flask
4.0 ml/T75 flask
5-6ml/ T 175 flask

Leave trypsin/EDTA solution on cells tor about 5 minutes, checking them frequently. Neuralize trypsinized cells with T
media containing 5% FBS. Always centrifuge the trypsin/EDTA out of the cultwie and transfer cells to a new flask. The
lowest dependable amount of cells that will yield an even spread is 36,000 celis/ml — this number will vary depending each

technician’s own ability. Media volumes are as follows:

5 ml/T25 flask
15 ml/T7S flask
30 mlfT175 flask

Source: Cheryl Savola, PhD, ViroMed/LabCorp 10/14/04 — this document is the origina! information provided from
UroCor/Dianon to ViroMed .



Proposed use of PC-3M Cells

These cells will be used to investigate a mouse model of prostate cancer in which cell and
tumour progression will be monitored using magnetic resonance imaging. We wil
culture and label the cells with a contrast agent containing iron or gadolinium, in our
tissue culture room which is approved for level 2 biohazards. Then, the cells will be
injected into immune-compromised mice, which will be housed in a barrier facility at the
University of Western Ontario. The mice will be imaged pericdically with MR at the
Robarts Research Institute.



NCI-FREDERICK CANCER
DCT TUMOR REPOSITORY

AVAILABLE INFORMATION ON TRANSPLANTABLE TUMORS OR CELL LINES

DESIGNATION:
VIAL DESIGNATION:
SPECIES:

TUMOR ORIGIN:
HISTOLOGIC TYPE:

PC-3IM
0502392
HUMAN
PROSTATE
CARCINOMA

CELL CULTURE INFORMATION:

GROWTH MEDIUM:
MODE OF GROWTH:
METHOD OF HARVEST:
SPLIT RATIO:
DOUBLING TIME:

RPMI 1640 + 10%FBS + 2 mM L-Glutamine
Adherent

Trypsin/EDTA

1:20 Weekly

80 Hours

TUMOR PROFILE INFORMATION:

HOST STRAIN:

TISSUE IMPLANTED:
ROUTE:

SUSPENDING MEDIUM:
OPTIMAL DAY:

HOST MEDIAN
SURVIVAL TIME:
METASTATIC
CHARACTERISTICS:
HISTOPATHOLOGY:

SOURCE:
REFERENCE:

CRYOPRESERVED:
VIRAL PROFILE:

OTHER INFORMATION:

ATHYMIC NUDE
N/A
NIA
N/A
N/A
N/A
N/A

N/A
N/A

Dr. Edward Kaighn

Ohnuki, Y., Marnell, M., Babcock, M., Lechner, J., Kaighn, E.;
Chromosomal Analysis of Human Prostatic Adenocarcinoma Cell
Lines; Cancer Research 40: 524-534;, March 1980.

10/27/87
NEGATIVE

The subline, PC-3/M, had a similar karyotype and retained the
parental PC-3 markers. PC-3/M had a more restricted chromosomal
frequency distribution range. Nearly 73% of the PC-3/M cells
examined had 60 or 61 chromosomes in contrast to the wide
disribution seen in PC-3. Silver staining for nucleolus organizer
regions indicated that the number of functional nucleolus organizer
regions in PC-3 was proportional to the number of acrocentric
chromosomes.



CARE_AND USE OF TUMOR LINES

The transplantable tumors are distributed as frozen vials of tumor tissues or cell
suspension. Transplantable tumors as well as cell culture lines are shipped as frozen vials
of tissues on dry ice. Each tumor shipment includes an information sheet showing, among
other items, the proper tumor designation; Cryopreserved date, In vivo host, etc.

Requested tumors are shipped in two to three weeks after the receipt of all
completed paperwork. Shipments leave the Repository no later than Wednesday in order
to reach their destination on weekdays. Before the shipment leaves the Repository, the
Racipient is notified by email or fax of the waybill number and carrier, to allow time for the
recipient to notify the Repository or make arrangements for recsipt of cells, in the event
that they will not be available to receive the shipment. An invoice for payment will follow
and payment is due upon receipt. When vials are received they should be cultured right
away, expanded and frozen down.

SUBMISSION OF TUMORS FOR CRYOPRESERVATION

Investigators who have unique and novel experimental tumor lines and are desirous
of submitting their tumors to the Repository for cryopreservation and storage should write a
letter of intent to the Project Officer. Upon acceptance, the Project Officer will inform the
investigator in writing, and instructions on the procedure of shipment of the tumor materials
to the Repository will be given. Tumor tissues or cells (frozen or ambient) are preferred

over tumor-bearing animals.

At the Repository, the tumor line(s) will be tested for viral and bacterial
contamination. When proven "clean,” the line(s) will be expanded, in vivo or in vitro as
appropriate, for large batch cryopreservation. Viability and growth of frozen tumors will be
evaluated. The tumors will be included in the Repository's inventory, and upon joint
approval of the submitting investigator and the Project Officer; they will be made available
for distribution to the scientific community.

MOUSE TUMORS FROM THE JACKSON LABORATORY: These tumors formerly were
maintained and distributed by the Jackson Laboratory. The list of available tumors begins
on page 42 of the DCTD Tumor Repository Catalog. They were Cryopreserved at EG&G
Mason Research Institute and are distributed only as viats of frozen tumor tissue. The
required host animals for carrying the JAX tumors in serial transplantation may be obtained
from; Animal Resources

The Jackson Laboratory

600 Main Street

Bar Harbor, NE 04609

USA

T: 800.422.MICE
207.288.5845
F: 207.288.6150



FACTORS OF TRANSPLANTATION LOGISTICS: Since this inventory is concerned with
transplantable animal and human tumor systems, the foliowing information must be taken
into consideration when planning studies involving tissues to be removed from
cryopreservation:

a. Tumors have characteristic lag times (lhe time lapses between tissue
implantation and the first paipable growths), which vary from several days to
several months with different tumor systems.

b. Tumors also have characteristic rates of growth which markedly influence
host survival, and which may vary from weeks to months with different tumor
systems.

C. The above two factors are significantly prolonged in the first, and sometimes
the second, transplant generation’s post-freeze and thaw.

d. Histologically more complex tumors require two or three transplant
generations, after thawing, before they return to normal histology and growth
characteristics.

FREEZING PROCEDURE

Solid tumors are frozen as 2 x 2 x 2 mm fragments suspended in a freezing
medium. Ascites or tissus-cultured celis are frozen as single cell suspension at a
concentration of 10%~ 107 cells per ml. The freezing medium consists of appropriate tissue
culture growth medium plus 10% DMSO and 10% fetal bovine serum.

Aseptically harvested ascites tumors are diluted in the freezing medium at a
concentration of 10°— 107 cells per ml. One ml suspension is pipetted into each 2 ml vial
(Nunc cryotube). The vials are screw-capped tightly and labeled with a Repository number.
Tissue cultured cells are prepared in a similar manner. For solid tumors, the aseptically
axcised tumor tissue is cut into 2 x 2 x 2 mm fragments after freeing it of necrotic
materials. The fragments are placed in vials containing 1.5 mi of freezing medium.

The processed tumors are frozen initially in a controlled slow-rate freezing
apparatus at the rate of 0.5°C per minute to —20°C and 1°C per minute to -80°C. The
frozen vials are stored in specific locations in the fiquid nitrogen freezers in the Repository

after the controlled freezing cycle.

RECOMMENDED THAWING PROCEDURE

Frozen lumor cells or tissues received from the Repository should be kept frozen at
_70°C or lower until ready for use. For prolonged storage (more than two days), liquid
nitrogen freezers are recommended.

The vials in which the cell lines are stored are reliable; however, they are very
susceptible to contamination if thawed in a contaminated water path. Thawing should be
rapid, i.e., within 60-90 seconds. Place the vial in a warm water bath at 37-40°C and
agitate vigorously to thaw. Immerse the vialin 70% ethanol before uncapping.



Implant immediately after thawing. The concentration of DMSO is not toxic to tissues and
implantation may be made directly from the vial.

For tissue culture, fransfer the contents of the vial into a petri dish or flask
containing at least 10 volumes of the recommended culture medium and incubate. In
order to remove the protective freezing additive (DMSO) from the culture medium, we
suggest that the culture medium be changed 24 hours after seeding. If it is desired that
DMSO be removed immediately, centrifuge the diluted suspension at approximately
125 X g for 10 minutes, discard the supernatant, and resuspend the cells in an appropriate

volume of growth medium.

CAUTION: We strongly recommend wearing protective glasses or face shields
when thawing tissues in glass vials.

TUMOR TRANSPLANTATION: It is recognized that transplantable tumor systems are
experimental tools for investigators in scientific disciplines other than tumor biology or
transplantation immunogenetics. Therefore, we encourage investigators with limited
transplantation experience not to hesitate to contact the Tumor Bank for more detailed
information on techniques. The following instructions may prove helpful.

TRANSPLANTATION TECHNIQUES: All equipment used should be sterile. Sacrifice
the donor animal in a humane manner and immerse it totally in 0.1% Zephiran

(Benzalkonium Chicride) or equivalent antiseptic solution.

A SUBCUTANEOUS TROCAR IMPLANTATION OF FRAGMENTS - The tumors
are implanted in the axillary region with puncture in the inguinal region. The
sacrificed donor animal is pinned to a dissecting board, dorsal surface up. A
midline incision is made through the skin, then horizontal incisions at the level of
the fore and hind legs are made on the side, usually the right side, where the
tumor was implanted. The ftap of skin is pinned back, exposing the tumor mass.
Free the tumor with scissors or forceps and transfer in to a sterile petri dish
placed over ice. Free it of normal fascia and debride it of any necrotic material.
Cut the tumor into cubes, usually about 2 x 2 x 2 mm. Thirteen gauge trocars
are used to implant the tumors. Lubricate the Trocar by drawing up and
expelling some sterile, balanced salt solution, e.g., Earle’s, Tissue Culture
Medium 199, Hank's etc. With forceps, place a fragment of tumor into the bevel
end of the trocar. With a second person holding the animal into which the tumor
will be implanted, swab the fur and skin in the area of implant with 70% ethanol.
Pierce the skin in the inguinal area with the tip of the trocar, push the trocar
forward to the axillary area and eject the tumor fragment from the trocar by
pushing the plunger as far into the barrel as possible. In order to prevent the
tumor fragment from being pulled back when the trocar is removed, grasp the tip
of the tracar through the skin, and then remove the trocar. No more than 30
minutes should elapse from the time the tumor is removed from the donor until it

is transplanted.




TROCARS FOR SUBCUTANEQUS IMPLANT OF FRAGMENTS ARE
AVAILABLE FROM:

Popper and Sons, Inc. NAME: Cancer Implant Needle Sets
300 Denton Avenue CATALOG NO: 7927

New Hyde Park, New York 11040 DESCRIPTION: 13 G X 34"
Telephone: (516) 248-0300 BRAND: Perfektum

PREPARATION OF TUMOR BREI — Tumor brei is implanted with a syringe and

19-gauge or smaller needis. It may be implantad subcutaneously,
intramuscularly, or intracerebrally. The tumor is excised, freed of normal fascia
and debrided of necrotic tissue as described below. The tumor is minced with
scissors and pressed through a sterile, 40-gauge stainless steel mesh into a
sterile beaker in an ice bath. Add sterile, balanced salt solution, usually in an
amount sufficient to prepare a 5% suspension. If specific numbers of cells are to
be implanted, a sample of this brei can be counted in a hemocytometer and the
brei diluted with sterile balanced salt solution as required. The usual inoculum
size is 0.2 or 0.3 ml per animal. No more than 30 minutes should elapse from
tumor removal to transplantation in all recipient animals.

ASCITES TUMORS - These are implanted in the peritoneal cavity. Sacrifice
and

Disinfect the donor animal as described above. Pin to a dissecting board,
ventral surface up. Remove skin from the abdominal area. Withdraw fluid with a
sterile syringe by inserting the needle through the abdominal wall. Transfer the
fluid from the syringe to a sterile glass container in an ice bath. A cell count may
be made, using a hemocytometer. Dllutlon is made with sterile, balanced salt
solution. The usual mouse inoculum is 10° cells in 0.1 ml. It is injected
intraperitoneally with a 23-gauge needle. No more than 60 minutes shouid
elapse from the time fluid is taken from the donor and stored in the ice bath, and
the diluted fluid is implanted in al the recipient animals.

BACTERIAL AND VIRAL MONITORING OF CRYOPRESERVED TISSUES: In
addition to testing all freeze-runs for bacterial contamination, Cryopreserved
tissues are tested for viral contamination by the MAP test. The viruses tested
for are as follows: pneumonia virus of mice (PVM), reo virus-type 3 (Reo 3),
Theiler's virus, Murine encephalitis (GD Vi), polyoma (Poly), Sendia virus
(Send), ectromelia, mouse pox (Ectro), lactic dehydrogenase virus (LDH).

IN VITRO ESTABLISHED CELL LINES:

A.

QUALITY CONTROL AND CHARACTERIZATION - The quality control and
characterization procedures for the incorporation of new cell lines into the
Tumor Bank are as follows: Upon receipt, each cell line is immediately
transferred to fresh antibiotic free medium and cultured for one week, afler
which it is tested for mycopiasma (PPLO) contamination. Standard culture




procedures under aerobic and anaerobic conditions, as well as the orcein
staining procedure of Fogh, are used. The PPLO medium is extremely rich,
and this procedurs will also detect most bacterial and fungal contaminants.

FREEZING AND STORAGE — The celi cultures are frozen in ampules
containing 1.0 ml of cell suspension at 2-6 x 10° cells/ml in fresh cuiture
medium containing 10% DMSO. Freezing is performed as on page 2.
Twenty-four hours after freezing, a representative ampule is removed,
thawed, and viable cell count is performed, using the trypan biue dye
exclusion procedure. The culture is also tested for its ability to initiate a
heavy viable culture. Cell preparations, which show less than 50% viability
or poor growth, are discarded and a new lot is prepared.

RECOMMENDED PROCEDURE FOR THAWING FROZEN CELL CULTURES

The vials in which the cell lines are stored are reliable; however, they are
very susceptible to contamination if thawed in a contaminated water bath.
The following procedures are provided to eliminate this problem.

Remove the ampule form the dry ice container and place it directly into a 37-
40°C-water bath (or vessel) of freshly drawn water containing an effective
concentration of disinfectant. The thawing should be vigorous and rapid
(within 40-80 seconds). As soon as the thawing is complete, remove the
ampule from the water bath and immerse in 70% ethanol at room
temperature. All of the operations from this point should be carried out under
strict aseptic conditions in a sterile room, cubicle, or hood.

Transfer the contents of the ampute (1 m! volume) into a 100 mm petri dish
or 25-cm2 flask containing 8-10 ml of the recommended culture medium, and
incubate at the appropriate temperature and carbon dioxide ievel.

in order to remove the protective freezing additive (DMSQ) from the culture
medium, we suggest that the culture medium be changed 24 hours after
thawing. If it is desired that the freezing additive be removed immediately or
that a more concentrated cell suspension be obtained, centrifuge the above
diluted suspension at approximately 125 x g for 10 minutes, discard the fluid,
and resuspend the cells in an appropriate volume of growth medium.



Annual Report & Audit Conunittee meeting

Subject: Annual Report & Audit Committee meeting

From: Jennifer Stankey <jstanle2@uwo.ca>

Date: Thu, 11 Feb 2010 12:51:32 -0500

To: Jane C O'Brien <jobrienguwo.ca>, Jennifer Stanley <jstanle2 zuwo.ca>

Hi Jane

Please find attached the annual report, with information highlighted
that you may find useful for the meeting on Tuesday. The yellow
sections represent key highlights. I tried tc pick both reactive and
proactive parts of the report:

Reactive:

- MoL blitz and reporting of injuries to necn-workers

- Lab Safety program focus for next year on chemlcal
labelling/segregation, ICFAR...

- workplace violence/harassment part of CHS Act {compliance by June 15,
2010)

Proactive:

- JOHSC inspection review

- respirator fit-tests to prepare the community for the pandemic
- training to be developed for new arc flash standard

I think we should also be prepared to answer questicons on the purple
highlights...but as you mentioned it is hard to know what might come

up!
Feel free to use this information if it is at all helpful to you!

Regards
Jennifer

Safety Annual Report 2009 -with highlights.doc _C et YP¢:  application/msword
: al Repor -with hig s.do
alety Annual kkep Bhig ¢ Content-Encoding: base6d

{of 1 21172010 12:35 PM



THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Approved Biohazards Subcommittee: July 25, 2008
Biosafety Website: www.uwo.ca’lhumanresources/biosafety/

This form must be completed by each Principal Investigator holding a grant administered by the University of
Western Ontario or in charge of a laboratory/facility where the use of Level 1, 2 or 3 bichazardous agents are
described in the laboratory or animal work proposed. The form must also be completed if any work is proposed
involving animals carrying zoonotic agents infectious to humans or involving plants, fungi, or insects that require
Health Canada (HC) or Canadian Food Inspection Agency (CFIA) permits. The form must also be completed if
any work is proposed involves plants or insects that require Health Canada (HC) or Canadian Food Inspection
Agency (CFIA) permits.

This form must also be updated at least every 3 years or when there are changes to the biohazards being used.

Containment Levels will be required in accordance with Laboratory Biosafety Guidelines, 3rd edition, 2004,
Health Canada (HC) or Containment Standards for Veterinary Facilities, 1" edition 1996, Canadian Food
Inspection Agency (CFIA).

Completed forms are to be returned to Occupational Health and Safety, OHS (Stevenson-Lawson Building,
Room 295) for distribution to the Biohazard Subcommittee. For questions regarding this form, please contact the
Biosafety Officer at extension 81135. If there are changes to the information on this form (excluding grant title
and funding agencies), modifications must be submitted to Occupational Health and Safety. See website:
www.uwo.ca’humanresources/biosafety/

PRINCIPAL INVESTIGATOR L\D(“k\\ l (&Y ,(\ )"\f\’

—— A

SIGNATURE Yot T —

DEPARTMENT e dncad B pl USROS \w\c,\(nl\ﬂ

ADDRESS \\’Y\(Lq\f\(\ \\ch(u't\m Loy 20N

PHONE NUMBER X340 7 - 1

EMAIL D'G':ﬁ\f C (CANONTG) {ODAAS . Cen

Location of experimental work 1o be carried out: Building(s) %\, UIH Room(s)A)- 5, 3T L VHAST,

||
“For work being performed at Institutions affiliated with the University of Western Ontario, the Safety Officer for
the Institution where experiments will take place must sign the form prior to its being sent to Occupational Health
and Safety (See Section 12.0, Approvals). For research being done at Lawson Health Research Institute,
l.ondon Regional Cancer Program, Child and Parent Research Institute, or Robarts Research Institute, a
University Biosafety Committee member can also sign as the Safety Officer for the Institution.

“UNDING AGENCY/AGENCIES: “,l("[\ CA\NE NCL, (450D,
GRANT TITLE(S): _“see {I-0aC ok ’ '

PLEASE ATTACH A BRIEF DESCRIPTION OF YOUR WORK THAT EXPLAINS THE BIOHAZARDS USED
AND HOW THEY WILL BE USED. PROJECTS SUBMITTED WITHOUT A SUMMARY WILL NOT BE
REVIEWED.

Names of all personnel working under Principal Investigators supervision in this location:

tll;?{kj(’\(r\ Dunn L(ku\”u\ Gion2edezs Laca
SRiiG Foniec -/ Jon Snir
~_Sheoad e ¥rishinameo ﬂ\\} Vasihll Econe NoPOLL Lo
Yo Bernas __ Vo a Rohand

denonCer Npact YuR o Chen,

Mt‘\.r\\\ Pere e

“DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
FPage 1 0of 7



1.0 Microorganisms

1.1 Does your work involve the use of microorganisms or biological agents of plant or animal origin (including but

not limited to viruses, prions, parasites, bacteria)?
If no, please proceed o Section 2.0

O YES

pro

Do you use microarganisms that require a permit from the CFIA? O YES O NO
If YEES, please give the name of the species.
What is the origin of the microorganism(s)?
Please describe the risk (if any) of escape and how this will be mitigated:
Please altach the CFIA permit.
Please describe any CFIA permit conditions:
1.2 Please complete the table below:
Name of Is it known | Is it known Is it known | Maximum Source/ Health
Biological to be a to be an fo be a quantity to Supplier Canada or
agent(s)” human animal zoonotic be cultured CFIA
pathogen? | pathogen? | agent? at one time? Containment
| | YES/NG | YES/NO YES/NO (in Litres) Level
OYes O Yes O Yes 010203
O No O No O No
o TOves O VYes O Yes 010203
O No O No O No
- OYes O Yes O Yes 010203
O No O No O No
i O Yes O Yes O Yes 010203
O No O No O No
“Please attach a Material Safety Data Sheet or equivalent from the supplier.
2.0 Cell Culture
2.1 Does your work involve the use of cell cultures? '><YES O NO

If no. please proceed to Section 3.0

2.2 Please indicate the type of primary cells {i.e. derived from fresh tissue) that will be grown
in culiure in the table below

AUS Protocol Number

"Cell Type Is this cell type used | Source of Primary Cell
P in your wark? Cutture Tissue

Human O Yes / No Not applicable
'Rodent 1O Yes ';a(No o

‘Non-human primate | O Yes }z’No o
[ Other (specify) | O Yes ';&'No

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PRCJECT WILL NOT BE REVIEWED*
Page 2 of 7



2.3 Plzase indicale the type of established cells that will be grown in culiure in the table below.

Celi Type Is this cell type used | Specific cell line(s)* Supplier / Source
i your work?

Human Yes O No O , . -
e ——- @( \ £ (% Y \f( { \, .«)L ( J’L\c.g"\“

Rodent V{Yes O No

‘Non-human primate | O Yes }{No ]
| Other (specify) O Yes X{No

*Please attach é‘Materialféafety Data Sheet or equivalent from the supplier. (For more information, see
www . atce.org)

2.4 For above named cell types(s) indicale HC or CFIA containment level required %1 02 03
3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? QYES '}{NO
If no, please proceed to Section 4.0

3.2 Indicate in the table below the Human Source Material to be used.

Human Source Source/Supplier | Is Human Source Name of HC or CFIA
Material {Company Name | Material Known to Be | Infectious Containment
Infected With An Agent (if Level (Select
Infectious Agent? applicable) one)
- YES/NO
Human Blood {(whole) or QO Yes O No
_other Body Fluid 01 02 O_:_}__
Human Blood (fraction) O Yes O No
or other Body Fluid i 01 02 O3
Human Organs or O Yes O No 01 02 03
| Tissues (unpreserved) |
Human Organs or O Yes O No 01 02 O3
| Tissues (preserved)

4.0 Genetically Modified Organisms and Cell lines

4.1 Wil genetic madifications be made to the microorganisms, biological agents, or cells described in Sections

1.0 and 2.07 QO YES O NO If no, please proceed to Section 5.0
f/f\\' (»’(k('thl B(;; NE o \({
4.2 Will genetic modification(s) involving plasmids be done? QA YES, complete table below O NO
Bacteria Used for 1 Plasmid(s) * Source of Plasmid | Gene Transfected | Describe the change
Cloning* 1 _ _ that resuits
{/ JIONA - N5 Qe T e 53 Ky REV oy yesse t
g o4 v LUC L e e gpreste o

* Please attach a Material Data Sheet Er-éauivalen'tﬁii‘févailable.
Moo W) Wedens nvel dene Y LAS, G Un G
(( (.’L..\’) :

*PESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED~
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4.3 Will genetic modification(s) involving viral vectors be done? O YES, complete table below ,&NO_

Virus Used for Vecior(s) * Source of Vactor | Gene Transfected | Describe the change
Transduction * B that results

* Please attach a Material Safety Data Sheet or equivalent.

4.4 Will genetic sequences from the following be involved?

¢ HIvV O YES, please specify b‘f NO
¢ HTLV 1 or 2 orgenes from any Level 1 or Level 2 pathogens O YES, specify W NO
¢ SV 40 Large T antigen O YES & NO
¢ E1A oncogene QYES ©NO
¢ Known oncogenes Q YES, please specify B NO
¢ Other human or animal pathogen and or their toxins O YES, please specify ___®'NO
4.5 Will virus be replication defective? O YES ONO VA
4.6 Will virus be infectious to humans or animals? OYES ONO ] A
Y
4.7 Will this be expected to increase the containment level required? O YES ONO 1 /o

5.0 Human Gene Therapy Trials

5.1 Will human clinical trials be conducted using the viral vectorin 4.0? O YES }(1 NO
If no, please proceed to Section 6.0 If YES attach a full description of the make-up of the virus.
5.2 Will virus be able to replicate in the host? QO YES O NO

5.3 How will the virus be administered?

0.4 Please give the Heaith Care Facility where the clinical trial will be conducted:

5.5 Has human ethics approval been obtained? O YES, number: O NO O PENDING

5.0 Animal Experiments

6.1 Will live animals be used? '><YES O NO If no, please proceed o section 7.0

6.2 Name of animal species 1o be used Nu /Ny (ﬂt,t([(?)ﬂ’\,‘\,(;i. (57 {%l/[‘@ e

6.3 AUS protocal # (s~ (o) B0 S AT - At (‘)’:%} Dol XK~

6.4 Wilt any of the agents listed be used in live animals KSKYES, specify; _1’\ L L. O NO

*DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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7.0 Use of Animal species with Zoonotic Hazards

7.0 Will any of the following animals or their organs, tissues, lavages or other body fluids including blood be
used?

¢ Pound source dogs OYES :&NO
+ Pound source cats OYES }S’/NO
s+ Cattle, sheep orgoats O YES ¥ NO
¢ Non- Human Primates O YES, please specify species ‘@KNO
¢+  Wild caught animals O YES, please specify species & colony # _?X\NO
¢ Birds O YES ORNO
o Others {wild or domestic) O YES, please specify ‘\(\{NO

8.0 Biological Toxins
8.1 Will toxins of biological origin be used? }ﬁ‘(ES QO NO {f no, please procead to Section 9.0

6.2 If YES, please name the toxin(s) Ve \ WSOV
Please attach information, such as a Material Safety Data Sheet, for the toxin(s) used.

8.3 What is the 1.Ds, {(specify species) of the toxin ‘{C)UG I k({ (ﬂ\ \(() (}\9 [/n("c o g (}r
AR A i e )
9.0 Insects Requiring CFIA Permits

N
9.1 Do you use insects that require a permit from the CFIA? O YES }d\NO
If no, please procead to Section 10.0 d

9.2 if YES, please give the name of the species.

9.3 What is the origin of ihe insect?

9.4 What is the lifestage of the insect?

9.5 What is your intention? QO Initiate and maintain celony, give location;
O “One-off” use, give location:

9.6 Please describe the risk (if any) of escape and how this will be mitigated:

9.7 Please attach the CFiA permit.

9.8 Please describe any CFIA permit conditions:

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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10.0 Plants Requiring CFIA Permits

e
10.1 Do you use plants that require a permit from the CFIA? QO YES \KNO
If no, please proceed to Section 11.0 '

10.2  If YES, please give the name of the species.

10.3  What is the arigin of the plant?

10.4  What is the form of the plant (seed, seedling, plant, tree...}?

10.5  What is your intention? O Grow and maintain a crop O “One-time” use

10.6 Do you do any modifications to the plant? O YES O NO
If yes, please describe:

10.7  Please describe the risk (if any) of loss of the material from the lab and how this will be mitigated:

10.8 s the CFIA permit attached? O YES O NO

10.9  Please describe any CFIA permit conditions:

11.0 Import Requirements

11.1 Will the agent be imported? O YES, please give country of origin ‘/(J\NO
If no, please proceed to Section 10.0

11.2 Has an Import Permit been obtained from HC for human pathogens? QO YES O NO
11.3 Has an import permit been obtained from CFIA for animal pathogens? O YES O NO
11.4 Has the import permit heen sent to OHS? O YES, please provide permit # O NO

12.0 Training Requirements for Personnel Named on Form

All personnel named on the above form who will be using any of the above named agents are required to attend
the following training courses given by OHS:

¢ Biosafety

¢ Laboratory and Environmental/Waste Management Safety
¢ WHMIS (Western ar equivalent)

s Employee Health and Safety Orientation

As the Principal Investigator, | have ensured that all of the personnel named on the form who will be using any of
the bichazardous agents in.Sgctions 1.0 to 9.0 have been trained.

VA

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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13.0 Containment Levels

11.1 For the work described in sections 1.0 to 9.0, please indicate the h|9{hest
HC or CFIA Containment Level required. 52(2 03

13.2 Has the facility been certified by OHS for this level of contalnment’?

}:iYES permit # if on-campus g“} PR1-00 I 2 q(

ONO
O NOT REQUIRED

14.0 Procedures to be Followed
14.1 As the Principal Investigator, | will ensure that this project will follow the Western Biosafety Guidelines and
Procedures Manual for Containment Level 1 & 2 Laboratories (and the Level 3 Facilities Manual for Level 3

projects). | will ensure that UWO faculty, staff and students have an up-to-date Position Hazard Communication
Form, found at hitp://www.wph.uwo.ca/

( -~
SIGNATURE ______-__)fNZA fﬁﬂ' Date: Noo ¢ ‘({ 2 00§

15.0 Approvals

5

UWO Biohazard Subcommittee: SIGNATURE: _ : H . p
Date: | c. LSO <

Safety Officer for Institution where experiments will take place: SIGNAT%)RE: Q/(/’\&V*/{)/‘/l
Date: JIC I"}v’/ 0¥

Safety Officer for University of Western Ontario (if different from above): SIGNATURE:
Date:

Approval Number:{)\@‘ R\~ C‘t?);\ Expiry Date (3 years from Approval): QL l 1 20|

Special Conditions of Approval:

' " xY_L)\ ALC AN AL €

& contu Y g ML i&( %( et N K A
O Q{,U\ h es.

el e erES f pealusses fon s - see

Fil o / ‘) i b_(k(,\_(‘,(_}\k-\ (OL lL)O plac i 1’12( . !\-é ({\

C)) DS un \A/Lbd

L\JM;': v e ( Noonoun TESA

*DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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Biosecurity Requirements for Facilities Using

Biological Agents

(1) Biological agents protected by a lock. For example, biological agents in a
freezer, fridge, laboratories or other type of container must be locked after-
hours/if no one present.

(2) The supervisor must ensure that each person has the qualifications and
training to do the work without supervision.

(3) Visitors must be accompanied.

(4) The supervisor must keep a current inventory and a list of the location(s)
where the biological agent(s) are stored and handled.

(5) Labelling to identify samples and the container in which they are stored.

(6) Notify the biosafety officer if a sample is lost, stolen, or otherwise misused.

(7) Notify Campus Community Police Services of suspicious behaviour.

There are two additional requirements for Facilities Using or Storing

Biological Toxins:

(8) Do not keep on hand more than the amounts regulated by the United
States Select Agents regulation: www.selectagents.gov/index.htm/
(9) For best practices, it is recommended to use or handle less than one

human dose at any given time.



Biohazardous Agent Registry Form — P. Foster, November, 2008

Funding Agencies and Grant Titles

« Ontario Institute for Cancer Research: One Millimetre Cancer Challenge (1mmCC), “Tracking

Cancer Vaccings”
National Cancer Institute of Canada: Early and Targeted Detection of Metastatic Cancer in
the Lymphatic System Using Cellular Magnetic Resonance imaging and Nanotechnology

US Army Department of Defense, Breast Cancer Research Program: Development and Use
of Magneiic Resonance Imaging Approaches to Study Dormancy and Metastatic Growth in
Preclinical Models of Breast Cancer Metastasis to Brain: Molecular Contributors and
Therapeutic Strategies

Canadian Institutes of Health Research: Development of Cellutar Magnetic Resonance
Imaging Techniques

Canadian Institutes of Health Research: Cellular Magnetic Resonance Imaging of
Inflammation in Spinal Cord Injury Using Magnetic Nanoparticles

Brief Description Of The Use of the Biohazardous Agents

Cell Lines:

All cell lines will generally be treated in the same fashion. Cells will be subcultured aseptically in a
biological cabinet. When they are to be used in an animal experiment, they will be labeled with iron
particles (or not, in the case of unlabeled contro! cells), harvested, diluted to an appropriate
concentration then injected into the animals. Methods of injection include subcutaneous, intranodal
(lymph node), intracardial, and intravenous. The injections will take place in room 2-25 with the
exception of nude mouse injections, which will be done in the Chambers lab in the Medical Biophysics
Department at UWO (Med Sci 4™ floor) in a sterile cabinet. The mice will then be housed at ACV'S
and periodically scanned with MRI. MRT scanning may be done at RRT 3T MRI facility, or at
University Hospital’s 1.5T MRI facility. After reaching end points, animals will be sacrificed, tissues
of interest removed, and placed into formalin for further ex vivo scanning or tissue processing.
Remaining tissues will disposed of at the ACVS facility for incineration.

Pertussis Toxin:

Pertussis Toxin will be administered to mice with experimental autoimmune encephalomyelitis (EAE).
Pertussis Toxin is causes proliferation of T cells, which is important in the induction process of EAE in
mice. The toxin, which is missing a subunit resulting in extremely low toxicity in humans, is injected
by way of an intraperitoneal injection. The injection will be done by an experienced member of the
lab. An SOP has been created. Animals will be housed and imaged as above.



Section 2.3 Biohazardous Agent Registry Form

Cell Lines will be numbered. These numbers will be indicated on the form due to limited space on the

form.

{1) Name
(2) Name
(3) Name
(4) Name
(5) Name

(6) Name

(7) Name

- THP-1 (Human)

- B16F10 (Rodent)

- Glioma-261 (Rodent)

- Glioma-261 RFP (Rodent)
: FaDu Luc2.11 (Human)

- MDA-MB-231PA(Human)
26)

' MDA-MB-231BR(Human)
26)

Supplier: ATCC (TIB-202)

Supplier: Anne Chambers LRCC (collaboration)
Supplier: National Cancer Institute (NCI)

Supplier: NC1

Supplier: Becton Dickinson Technologies (coliaboration)
(Purchased from ATCC (HTB-43) before modification
done by BDT)

Supplier: Anne Chambers LRCC (collaboration) (HTB-

Supplier: Anne Chambers LRCC (collaboration) (HTB-
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About | Culures and Products

ATCC Advanced Catalog Search » Pioduct Detally

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Tranwfer Agresmant or in
certain cases, an MTA specified by the depositing institution.

Customers in Europe, Australia, Canada, China, Hong Kong, India, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan,
R.0.C. must contact a logei distributer for pricing information and to place an order for ATCC cultures and products.

Brint this Fags

ATCC® Number: HTB-43™  {:Order this Ttem; Price: $294.00

Designations: FaDu Depositors: SR Rangan

Bipzafety Level: 1 Shipped: frozen

Medium & Serum: Growth adherent

: Properties:

‘Organism: Homo sapfens (human) Morphology:epithelial

‘Source: Organ: pharynx

: Disease: squamous cell carcinoma :
‘Permits/Forms: In addltlon to the MiTA mentioned above, other ATEE and/or raquinfery perifs may be required for the transfer

Please giigk hers for mformatlon regarding the specific requirements for shipment to your location.
Relatod Cell Culture P;aduc&‘s

Tumorigenic: Yes

The FaDu line was established in 1968 from a punch
patient.

The established line was found to contain bundles of tenofilaments in the cell cytoplasm and desmosomal regions
were prominent at cell boundaries

iopsy of an hypopharyngea

Comments:

‘Subculturing: Subcultivation Ratio: A subcultivation ratio of 1:3 to 1:6 is recommended
: Medium Renewal: 2 fo 3 times per week
Remove medium, and rinse with 0,25% trypsin, 0.03% EDTA solution. Remove the solution and add an addltlonal
1 to 2 ml of trypsin- EDTA solutlon Allow the flask to sit at room temperature (or at 37C) until the cells detach.




Search Catalog

‘)@ Login Search Qotions

Palicy

AYCC Advanced Caslog Search » Product Delails

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's platerial Trensfer Aarearmant or, in
certain cases, an MTA specifiad by the depositing institutlon.

Customers In Europe, Australia, Canada, China, Hong Kong, India, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan,
R.O.C. must contact a pcai distributor for pricing information and to place an order for ATCC cultures and products.

‘ATCC® Number: TIB-202™ &'Order this'item Price: $244.00
‘Designations: THPF-1 Depositors: S Tsuchiya
Eﬂiosafetg igvel: 1 Shipped: frozen
%Medium & Serum: an Sropagation Growth suspension
: Properties:

Organism: Homo sapiens (human) Morphology:

Source! Organ: peripheral biood
Disease: acute monocytic leukemia
Cell Type: monocyte;

‘Cellular Products: lysozyme [53053]

:Permits/Forms: In addition to the MTA mentioned above, other &1Co sng/or reauiatery pennity may be required for the transfer

of this ATCC material. Anyone purchasing ATCC material is uitimately respensible for obtaining the permits.
Please olick here for information regarding the specific requirements for shipment to your location. :

‘Receptors: compl.éménf (CBV),' ekpressed [55G ’]
: F¢, expressed

elogenin: XY
CSF1PC: 11,13
D135317: 13
D165539: 11,12
D55818: 11,12
D75820:! 10
THO1: 8,9.3
TPOX: 8,11
VWA! 16

‘Gender:

‘Propagation: ATCC complete growth medium: The base medium for this cell line is ATCC-formulated RPMI-1640 Medium,
: Catalog No. 30-2001. To make the complete growth medium, add the following components to the base medium:
2-mercaptoethanol to a final concentration of 0.05 mM; fetal bovine serum to a final concentration of 10%.
Atmosphere: air, 95%; carbon dioxide (CO2), 5%
Tamperature: 37.0°C
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i About | Cult

ATCC Advanced Catelog Search » Product Detajls

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Matetial Ttansfer Aqrearnent or, in
certain cases, an MTA specified by the depositing institution.

Customers in Europe, Australia, Canada, China, Hong Kong, India, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan,
R.0.C. must contact a iggai distributer for pricing information and to place an order for ATCC cultures and products.

ATCC® Number: HTB-26™ L ardertmsitem Price: $244.00
:Designations: MDA-MB-231 Depositors: R Cailleau
‘Biosafety Leveal: 1 Shipped: frozen
‘Medium & Serum: Growth adherent

: Properties:

;Organism: Homo sapiens (human) Morphology:epithelial

-Source: Organ: mammary gland; breast
: Disease: adenocarcinoma
Derived from metastatic site: pleural effusion
: Cell Type: epithelial :
Permits/Forms: In addition to the ¥ 14 mentioned above, other AYLC gne/or resuiaiary nermits may be required for the transfer

of this ATCC material. Anyone purchasing ATCC material is ultimately responsible for obtaining the pennits_
Please gligic here for information regarding the specific requirements for shipment to your location. B

epldermal growth factor (EGF),‘expressed
transferming growth factor alpha (TGF alpha), express

g
CSF1PO: 12,13
D135317: 13
D165539: 12
D55818: 12
D75820: 8,9
THO1: 7,9.3
TPOX: 8,9
VWA: 15,18

Isoenzymes:



BD FaDuLuc2.11

CONFIDENTIAL

Date: QOctober 30, 2007 Created by: Scott Kaestner Page 1 of 1

Cell Line

Description

Media and
sub cultivation

Tumorigenicity

MTA and other
Ip

FaDuLuc2.11

The FaDu (human, pharynx squamous cell carcinoma) cell line was established from a punch
biopsy of a hypo pharyngeal tumor removed from a Caucasian male. This cell line is adherent
and tumorigenic in nude mice.

The cell line was transfected with a plasmid containing the Luc2 and Hygromycin resistance
genes making the cells bioluminescent in the presence of Luciferin and resistant to Hygromycin.
A FaDuLuc2.11 cell contains about 0.3 pg of Luciferase.

FaDu cells stain positive with Pancytokeratin immuno histochemical staining.
FaDu cells over express Epithelial Growth Factor Receptor.

RPMI-1640 with L-glutamine, 10% Fetal Bovine Serum, 10,000 [U/ml peniciliin, 10,000pg/ml
streptomycin, and 150 pgs/ml Hygromycin,

Cryoprotectant media is the same as above supplemented with 5% DMSO.

A sub cultivation ratio of 1:3 to 1:6 is best for this cell line and is compatible with a bi-weekly
media replacement and passaging regiment.

Primary subcutaneous tumor: 5/5 (100%), 1.0x10° cells inoculated, Bioluminescent detection at
day 7, palpable at day 14.

Intranodal tumor: 11/19 (58%), 5.0x10" cells inoculated, Bioluminescent detection at day 1 and
5.

The original FaDu cell line was purchased from ATCC and may be subject to terms from the
Material transfer agreement at time of purchase.

The Promega pGL4.14 vector is the primary backbone of the plasmid used for transfection of the
FaDu cell line and some genes may be patent protected,



Promega Figure Display - 4862ma hitp:/fwww.promega.com/figures/popup.asp?fn=4862ma
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