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Approved Toxin(s)

¥ PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOHAZARDS.
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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,

Signature of Permit Holder: ’<._,9 _ — -

Classification: 2

Date of Last Biohazardous Agents Registry Form: Mar 27, 2009
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The CRL-2770 and CRL2771 are mouse melanoma cell lines. We are
interested in investigating the role of pannexins and connexins as
tumor suppressors in these cells. In the event the cells have sufficient
pannexins and/or connexins we will knockdown their expression by
RNAi technologies. If they are low in pannexins and/or connexins we
will overexpress these molecules and examine the effect of these
molecules on cell characteristics associated with cell migration and
invasion. In the event that one or more pannexins/connexins affects
their growth characteristics we will attempt to determine the
mechanism involved,
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Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement 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 local distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology

ATCC® Number:
Designations:

Depositors:
Biosafety Level:
Shipped:

Medium & Serum:

Growth Properties:

Organism:

Morphology:

Source:

Permits/Forms:

Isolation:
Applications:
Tumorigenic:
Age:

Comments:

Propagation:

CRL-2771™ Order this Item

L10BIOBR-MAPKK
JL Arbiser
2 [Cells containing SV40 viral DNA sequences ]
frozen
Propagation
adherent
Mus muscull

melanocyte

Cell Type: melanocyte;

Strain: B10.BR

In addition to the MTA mentioned above, other ATCC and/or regulatory
permits may be required for the transfer of this ATCC material. Anyone
purchasing ATCC material is ultimately responsible for obtaining the
permits. Please click here for information regarding the specific
requirements for shipment to your location.

Isolation date: January 1, 2002

tumor model
Yes
newborn

The L10BIOBR-MAPKK cell line (ATCC CRL-2771) was derived by infecting
the immortalized murine melanocyte cell line, L10BIOBR, with pBABE
which encodes a constitutively active MAPKK. The vector contains the
SV40 viral DNA sequmresistance gene. The cells
were selected in medium containing puromycin.The intreduction of the
MAPKK gene into melanocytes leads to tumorigenesis in nude mice,
activation of the angiogenic switch and increased production of the
proangiogenic factor, vascular endothelial growth factor (VEGF), and
matrix metalloproteinases (MMPs), Activation of MAP kinase signaling may
be an important pathway involved in melanoma transformation. Inhibition
of MAP kinase signaling may be useful in the prevention and treatment of
melanoma. The L10BIOBR-MAPKK cell line and the corresponding negative
control, L10BIOBR-GFP (CRL-2770), are a model for melanoma
tumorigenesis and signal transduction [PubMed: 12514183].

ATCC complete growth medium: Ham's F10 medium supplemented
with 50 ng/ml TPA (Sigma Catalogue No. P-8139) and 7% horse serum
Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Temperature: 37.0°C

Price:

Print this Page

$338.00
Related Links b
NCBI Entrez Search
Cell Micrograph
Make a Deposit
Frequently Ask estions
Material Transfer Agreement
Technical Support

Related Cell Culture Products

hitp://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/tabid/452/Default.asp...  14/12/2009
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Subculturing:

Preservation:

Doubling Time:

Related Products:

References:

Protocol:

1. Remove and discard culture medium.

2. Briefly rinse the cell layer with 0.25% (w/v) Trypsin - 0.53 mM
EDTA solution to remove all traces of serum that contains trypsin
inhibitor.

3. Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and observe
cells under an inverted microscope until cell 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 facilitate dispersal.

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.,

An inoculum of 5 X 10(3) to 7 X 10(3) viable cells/sq. cm. is
recommended.

6. Incubate cultures at 37°C.

Interval: Subculture when cells reach a concentration of 4 X 10(4)
cells/sq. ecm,

Subcultivation Ratio: A subcultivation of 1:6 to 1:8 is recommended
Medium Renewal: Two to three times weekly

Freeze medium: Complete growth medium supplemented with 5% (v/v)
DMSO

Storage temperature: liquid nitrogen vapor phase

24 hours

recommended serum:ATCC 30-2040

derived from same cell line:ATCC CRL-2770

89472: Govindarajan B, et al. Malignant transformation of melanocytes to
melanoma by constitutive activation of mitogen-activated protein kinase
kinase (MAPKK) signaling. J. Biol. Chem. 278: 9790-9795, 2003. PubMed:

12514183

Notices and Disclaimers

Return to Top

ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this site, 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.

All prices are listed in U.S. dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory
fee. Fees for permits, shipping, and handling may apply.

Back to my Search

Login » To customize your ATCC web experience: Create a Profile
Home | Site Map | FAQ | Privacy Policy | Careers | Contact Us

© 2009 ATCC. All Rights Reserved.
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Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement 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 local distributor for pricing information and to place an order for ATCC cultures and products,

Cell Biology

ATCC® Number:
Designations:

Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:
Cellular Products:

Permits/Forms:

Applications:

Comments:

Propagation:

CRL-1458™ Order this Item Price:

L6

D Schubert

1

frozen

See Propagation
adherent

Rattus norvegicus (rat)

myoblast

10/

Tissue: skeletal muscle

Cell Type: myoblast myoblast;
myosin

In addition to the MTA mentioned above, other ATCC and/or requlatory
permits may be required for the transfer of this ATCC material. Anyone
purchasing ATCC material is ultimately responsible for obtaining the
permits. Please click here for information regarding the specific
requirements for shipment to your location.

transfection host (Nucleofection technology from Lonza

Roche FUGENE® Transfection Reagents)

The L6 myogenic line was isolated originally by Yaffe from primary cultures
of rat thigh muscle maintained for the first two passages in the presence
of methyl cholanthrene, [22581)

L6 cells fuse in culture to form multinucleated myotubes and striated
fibers. The extent of cell fusion declines with passage and the cells should
be frozen at low passage and periodically recloned with selection for fusion
competent cells,

Tested and found negative for ectromelia virus (mousepox).

ATCC 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
components to the base medium: fetal bovine serum to a final
concentration of 10%.

Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Temperature: 37.0°C

Growth Conditions: The myoblastic component of this line will be
depleted rapidly if the cells are allowed to become confluent.

Print this Page

$264.00

Related Links »

NCBI Entrez Search

Cell Micrograph

Make a Deposit

Frequently Asked Questions
Material Transfer Agreement
Technical Support

Rela Il Culture Products

http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/tabid/452/Default.asp...  14/12/2009
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Subculturing: Protocol: Subculture before the cells become confluent to retard the loss
of differentiating ability that is observed as the cells are passaged.

1. Remove and discard culture medium,

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

3. Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and observe
cells under an inverted microscope until cell 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 facilitate dispersal.

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 1:20 to 1:40 is
recommended
Medium Renewal: 2 to 3 times per week

Preservation: Freeze medium: Complete growth medium supplemented with 5% (v/v)
DMSO
Storage temperature: liquid nitrogen vapor phase

Related Products: Recommended medium (without the additional supplements or serum
described under ATCC Medium}:ATCC 30-2002
recommended serum:ATCC 30-2020

References: 1064: Mandel JL, Pearson ML. Insulin stimulates myogenesis in a rat
myoblast line. Nature 251: 618-620, 1974. PubMed: 4421831
22255 Richler C, Yaffe D. The in vitro cultivation and differentiation
capacities of myogenic cell lines. Dev. Biol. 23: 1-22, 1970. PubMed:
5481965
22581; Yaffe D. Retention of differentiation potentialities during prolonged
cultivation of myogenic cells. Proc. Natl. Acad. Sci. USA 61: 477-483,
1968. PubMed: 5245982
33164: Osawa H, et al. Identification and characterization of basal and
cyclic AMP response elements in the promoter of the rat hexokinase II
gene. J. Biol. Chem. 271: 17296-17303, 1996. PubMed: 8663388
33165: Osawa H, et al, Analysis of the signaling pathway involved in the
regulation of hexokinase II gene transcription by insulin. J. Biol. Chem.
271: 16690-16694, 1996. PubMed: 8663315

Return to Top

Notices and Disclaimers
ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this site, 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.

All prices are listed in U.S. dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory
fee. Fees for permits, shipping, and handling may apply.

Back to my Search

Login » To customize your ATCC web experience: Create a Profile

Home | Site Map | FAQ | Privacy Policy | Careers | Contact Us Site Search
© 2009 ATCC. All Rights Reserved.
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Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement 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 local distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology

ATCC® Number:
Designations:

Depositors:
Biosafety Level:
Shipped:

Medium & Serum:

Growth Properties:

Organism:

Morphology:

Source:

Permits/Forms:

Isolation:
Tumorigenic:
Age:

Comments:

Propagation:

CRL-2770™ Order this Item

L10BIOBR-GFP
JL Arbiser

1

frozen

See Propagation
adherent
Mus muscu

melanocyte
b3
e
PHOTO:

Cell Type: melanocyte;

Strain: B10.BR

In addition to the MTA mentioned above, other ATCC and/or regulatory

permits may be required for the transfer of this ATCC material. Anyone

purchasing ATCC material is ultimately responsible for obtaining the

permits. Please click here for information regarding the specific

requirements for shipment to your location.

Isolation date: January 1, 2002

No
newborn

The L10BIOBR-GFP cell line was derived as a negative control for CRL-
2771. The immortalized murine melanocyte cell line L10BIOBR was
transduced with pDIVA-GFP and subjected to puromycin selection.
Together, L10BIOBR-GFP (CRL-2770) and L10BIOBR-MAPKK (ATCC ® CRL
-2771) are valuable cell models for oncogenic transformation and signal
transduction studies for melanoma [PubMed: 12514183]. Please note,
although the L10BIOBR-GFP cell line harbors the gfp gene, as verified by
PCR analysis, the cell line does not express sufficient GFP protein for
detection of GFP fluorescence by flow cytometry or fluorescence
microscopy.

ATCC complete growth medium: Ham's F10 medium supplemented
with 50 ng/m! TPA (Sigma Catalogue No. P-8139) and 7% horse serum
Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Temperature: 37.0°C

Price:

Print this Page

$338.00
Related Links b
NCBI Entrez Search
Cell Micrograph
Make a Deposit
Frequently Asked Questions
Material Transfer Agreement
Technical Support

Related Cell Culture Products

http://www.atce.org/ATCCAdvancedCatalogSearch/ProductDetails/tabid/452/Default.asp... 14/12/2009
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Subculturing: Protocol:

Remove and discard culture medium,

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

3. Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and observe
cells under an inverted microscope until cell 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 facilitate dispersal.

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.

An inoculum of 5 X 10(3) to 7 X 10(3) viable cells/sq. cm. is
recommended.

6. Incubate cultures at 37°C.

(=

Interval: Subculture when cells reach a concentration of 2 X 10(4)

cells/sqg. cm.
Subcultivation Ratio: A subcultivation ratio of 1:3 to 1:4 is
recommended
Medium Renewal: Two to three times weekly

Preservation: Freeze medium: Complete growth medium supplemented with 5% (v/v)
DMSO
Storage temperature: liquid nitrogen vapor phase

Doubling Time: 29 hours

Related Products: recommended serum:ATCC 30-2040

derived from same cell line:ATCC CRL-2771
Cell culture tested DMSO:ATCC 4-X
Erythrosin B vital stain solution:ATCC 30-2404
Trypan Blue vital stain solution:ATCC 30-2402
References: 89472: Govindarajan B, et al. Malignant transformation of melanocytes to
melanoma by constitutive activation of mitogen-activated protein kinase
kinase (MAPKK) signaling. J. Biol. Chem. 278: 9790-9795, 2003. PubMed:
12514183
Return to Top

Notices and Disclaimers
ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this site, 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.

All prices are listed in U.S. dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory
fee. Fees for permits, shipping, and handling may apply.

Back to my Search

Login » To customize your ATCC web experience: Create a Profile

Home | Site Map | FAQ | Privacy Policy | Careers | Contact Us Site Search
© 2009 ATCC. All Rights Reserved. Cj
Go

http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/tabid/452/Default.asp... 14/12/2009



ATCC: Catalog Search

AICC

The Global Bioresource Center™

Page 1 of 2

Search Catalog
Select a Category

~+ Login Search Options

About | Cultures and Products | Science | Standards | Deposit Services ] Custom Services | Product Use Policy

ATCC Advanced Catalog Search » Pr Detail

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement or, in

certain cases, an MTA specified by the depositing institution.

Customers in Europe, Australia, Canada, China, Hong Keng, India, Japan, Korea, Macau, Mexico,

New Zealand, Singapore, and Taiwan,

R.0.C. must contact a local distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology

ATCC® Number: CRL-1772™
Designations: C2C12

Biosafety Level: 1

Shipped: frozen

Medium & Serum: See Propagation

Growth Properties: adherent

Organism: Mus musculus (mouse)
Morphology: myoblast

-\‘ |
Source: Strain: C3H

Tissue: muscle

Cell Type: myoblast;

In addition to the MTA mentioned above, other ATCC and/or regulatory
permits may be required for the transfer of this ATCC material. Anyone
purchasing ATCC material is ultimately responsible for obtaining the
permits. Please click here for information regarding the specific
requirements for shipment to your location.

transfection host (Nucleofection technology from Lonza

Roche FUGENE® Transfection Reagents)

This is a subclone {produced by H. Blau, et al) of the mouse myaoblast cell
line established by D. Yaffe and O. Saxel. [22903]

The C2C12 cell line differentiates rapidly, forming contractile myotubes
and producing characteristic muscle proteins. [22953]

Treatment with bone morphogenic protein 2 (BMP-2} cause a shift in the
differentiation pathway from myoblastic to osteoblastic. [23427]

Tested and found negative for ectromelia virus (mousepox).

ATCC 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
components to the base medium: fetal bovine serum to a final
concentration of 10%.

Temperature: 37.0°C

Permits/Forms:

Applications:

Comments:

Propagation:

Price:

Print this Page

$256.00
Related Links P
NCBI Entrez Search
Cell Micrograph

Make a Deposit
Frequently Asked Question
Material Transfer Agreement
Technical Support

Related Cell Culture Products
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Subculturing:

Preservation:

Related Products:

References:

Protocol: IMPORTANT - DO NOT ALLOW CULTURES TO BECOME
CONFLUENT.

Cultures must not be allowed to become confluent as this will deplete the
myoblastic population in the culture,

Myotube formation is enhanced when the medium is supplemented with
10% horse serum instead of fetal bovine serum.

1. Remove and discard culture medium.

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

3. Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and observe
cells under an inverted microscope until cell 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 facilitate dispersal.

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.

Inoculate at a cell concentration between 1.5 X 10 exp5 and 1.0 X
10 exp6 viable cells/75 cm2.
6. Incubate cultures at 37°C.

Medium Renewal: Every two to three days

Freeze medium: Complete growth medium supplemented with 5% (v/v)
DMSO

Storage temperature: liquid nitrogen vapor phase

Recommended medium (without the additional supplements or serum
described under ATCC Medium):ATCC 30-2002

recommended serum:ATCC 30-2020

22903: Yaffe D, Saxel O. Serial passaging and differentiation of myogenic
cells isolated from dystrophic mouse muscle. Nature 270: 725-727, 1977,
PubMed: 563524

22953: Blau HM, et al. Plasticity of the differentiated state. Science 230:
758-766, 1985, PubMed: 2414846

23427 Katagiri T, et al. Bone morphogenetic protein-2 converts the
differentiation pathway of C2C12 myoblasts into the osteoblast lineage
[published erratum appears in ] Cell Biol 1995 Feb;128(4):following 713].
J. Cell Biol, 127: 1755-1766, 1994. PubMed: 7798324

28236: Chow YH, et al. Improvement of hepatitis B virus DNA vaccines by
plasmids coexpressing hepatitis B surface antigen and interleukin-2. J.
Virol, 71: 169-178, 1997. PubMed: 8985336

32828: Kessler PD, et al. Gene delivery to skeletal muscle results in
sustanined expression and systemic delivery of a therapeutic protein. Proc.
Natl. Acad. Sci. USA 93: 14082-14087, 1996. PubMed: 8943064

33069: Hsu DK, et al. Identification of a murine TEF-1-related gene
expressed after mitogenic stimulation of quiescent fibroblasts and during
myogenic differentiation. J. Biol. Chem. 271: 13786-13795, 1996.
PubMed: 8662936

Notices and Disclaimers

Return to Top

ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this site, 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.

All prices are listed in U.S. dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory
fee. Fees for permits, shipping, and handling may apply.
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*  PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUI VALENT FOR NEW BIOHAZARDS.
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HuSH shRNA Plasmid, pGFP-V-RS

pGFP-V-RS shRNA Cloning Plasmid
Catalog # TR30007

Product Description:

o Plasmid vector for cloning shRNA
expression cassettes

» Designed for long term gene silencing
studies

o Kanamyein (25ug/ml) and Puromycin
resistance markers for easy selection
of transformed or transfected cells

o U6 polymerase Il promoter for shRNA
expression

» MMLV LTR sequences for packaging
into retroviral particles

»  EcoRl and Hindlll sites convenient for
shuttling existing HuSH cassettes

) ORIGENE

TECHNOLOGIES, INC.

Content: Each vial contains 5 ug of dried
and purified plasmid DNA.

Storage and Stability: The plasmid is
stable for at least 1 yr at —=20°C from the
date of shipment,

Guarantee: This product is guaranteed for
the correct sequences and listed functions.

Related Products: Specific HUSH
constructs are available at OriGene
covering the full human, mouse and rat
genomes.

Quality Control Assays

DNA Quantitation: The concentration of the
purified plasmid was determined at ODyg by a
UV spectrometer.

DNA Sequence Analysis: The final purified
plasmid was sequenced 1o confirm its identity.

Functional Analysis:

1. Cloning: the pGFP-V-RS plasmid was
digested with BamH! and Hindlll and the
digested fragment isolated. Multiple shRNA
expression cassettes were cloned into this
plasmid.

2. Inhibition of target gene: shRNA constructs
cloned into pGFP-V-RS were verified for
inhibition of target genes.

3. Stable cell lines: pGFP-V-RS was verified to
generate stable cell lines using direct
transfection.

Figure 1: Map of shRNA Cloning Vector pGFP-V-RS

Loop

At

< .
Taege! Soquenco ,m,, Torget Bequanco RC '
RS AR A SV N B R A '::.‘ Tos Zid A
B e
20m i
—a—"r"'
- -.-—"”J—H-
) [
4 "?:!J)@ b‘svﬁ;‘- |
‘5‘)’9 B RALliysy
W W,
%
K3

-

; pGFP-V-RS
3 (7584 bp)
Ve &

<
T
o

Terms of Use
By opening the use the product, the purchaser agrees not to distribute, resell, modify for resale or use to
manufacture commercial producls without prior writlen approval from OriGene Technologies, Inc. If you do
nol agree with these conditions, please return product to OriGene for a full refund.




Re: Biohazard Modification Form: Laird lab

Subject: Re: Biohazard Modification Form: Laird lab
From: Dale Laird <Dale.Laird@schulich.uwo.ca>
Date: Mon, 21 Sep 2009 08:24:54 -0400

To: Jennifer Stanley <jstanle2@uwo.ca>

Hi Jennifer, These vectors are for transfections only. We do not anticipate
making viral particles with them. Dale

Dale W. Laird, Ph.D.

Professor

Canada Research Chair in Gap Junctions and Disease
Department of Anatomy and Cell Biology
University of Western Ontario

Dental Science Building, Rm 00077
London, Ontario, Canada, N6A-5C1

Tel: (519) 661-2111 x86827

Fax: (519) 850-2562
Dale.Laird@schulich.uwo.ca

www. uwo.ca/anatomy/laird/index.htm

>>> Jennifer Stanley <jstanle2@uwo.ca> 18/09/2009 5:19 pm >>>
Hi Dr. Laird:

Thank you for your recent Biohazard Modification Form submission.
Please clarify, as soon as possible, whether or not the retrovirus
particles are being produced.

Thanks,
Jennifer
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Aqreement 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. raust contact a local distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology

ATCC® Number:

Designations:
losafet v
Shipped:

Medium & Serum:

Growth
Properties:
Organism:

Morphology:

Source;

Permits/Forms:

Applications:

Propagation:

Subculturing:

Print this Page

CRL-6475™ | Order this Item | Price: $264,00

B16-F10

1

frozen
See Propaqgation
adherent

Mus musculus {mouse)

melanocyte

Organ: skin

Strain: C57BL/6)

Disease: melanoma

In addition to the MTA mentioned above, other ATCC and/or_requlatory
permits may be required for the transfer of this ATCC material, Anyone
purchasing ATCC material is ultimately responsible for obtaining the
permits. Please click here for information regarding the specific
requirements for shipment to your location.

transfection host {technoloay from amaxa)

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

Temperature: 37,0°C

Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Related Links b

NCBI Entr rch
Cell_Micrograph
Make a Deposit
Ereguently Asked Questions
ial r m
hnical r

Related Cell Culture Products
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Protocol:

Remove and discard culture medium,

2. Briefly rinse the cell layer with 0.25% (w/v) Trypsin- 0.53 mM
EDTA solution to remove all traces of serum that contains trypsin
inhibitor.

3, Add 2.0 to 3.0 ml of Trypsin-EDTA sclution to flask and cbserve
cells under an Inverted microscope until cell layer is dispersed
(usvally within 5 to 15 minutes).

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

4, Add 6.0 to 8.0 m) 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 1:10 is
recommended
Medium Renewal: Every 2 to 3 days

Preservation: Freeze medium: culture medium, 95%; DMSO, 5%
Storage temperature: liquid nitrogen vapor phase
Related Products: Recommended medium (without the additional supplements or serum

described under ATCC Medium):ATCC 30-2002
recommended serum:ATCC 30-2020

References: 22151: Fidler 1). Biological behavior of malignant melanora cells
correlated to their survival in vivo. Cancer Res. 35: 218-224, 1975,
pubMed: 1109790

22191: Fidler 13, et al. Tumoricidal properties of mouse macrophages
activated with mediators frorn  rat  lymphocytes stimulated  with
concanavalin A, Cancer Res, 36: 3608-3615, 1976, PubMed: 953987
22192: Fidler 13, Bucana €. Mechanism of tumer cell resistance to lysis by
syngeneic lymphocytes. Cancer Res, 37: 3945-3956, 1977. PubMed:
908034

22243: Fidler 1J, Kripke ML. Metastasis results from preexisting variant
cells within a malignant tumer, Science 197: 893-895, 1977. PubMed:
887927

23224: Briles EB, Kornfeld S. Isolation and metastatic properties of
detachment variants of B16 melanoma cells. 1. Natl. Cancer Inst. 50:
1217-1222, 1978, PubMed: 418183

23362: ., Nat. New Biol, 242: 148-149, 1973,

eturn to T

Notices and Disclaimers

ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

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

All prices are listed in U.S, dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory

fea. Fees for permits, shipping, and handling may apply.

Back to my Search
Login » To customize your ATCC web experience: Create a Profile Site Search

(5]

Home | Site Map | EAQ | Privacy Policy | Cargers | Contact Us © 2009 ATCC. Al Rights Reserved.
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The Global Bioresource Center™

° Search Catalog
Select a Category
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}=2 Login Search Options

About | Cultures and Products | Science | Standards | Deposit Services | Custom Services | Product Use Policy

TCC Advanced Catalo arch » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement cr, 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.0O.C. must contact a Jocal distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:

Deslgnations:

Bigsafety Level:
Shipped:

Medium & Serum:
Growth
Properties:
Organism:

Morphology:

Source:

pPermits/Forms:

Applications:
Tumorigenic:

Propagation:

Subculturing:

Print this Page

CRL-6322" [ Order this Item | Price: $318.00
816:F0 Related Links b
i BI Entrez rch
frozen Make a Deposit

Propagation Erequently Asked Questions
adherent rial Transfer Aqr
Mus musculus {mouse) Technical Support
Spindle shaped Related Cell Culture t
Organ: skin

Strain: C57BL/6)

Disease: melanoma

In addition to the MTA mentioned above, other ATCC and/or requlatory
permits may be required for the transfer of this ATCC material. Anyone
purchasing ATCC material s ultimately responsible for obtaining the
permits. Please click here for Information regarding the specific
requirements for shipment to your location.

transfection host {Roche FUGENE® Transfection Reagents
technology from amaxa}

Yes

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

Atmosphere: air, 95%; carbon dioxide (C02), 5%

Temperature: 37.0°C
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Protocol:

1. Remove and discard culture medivm.

2. Briefly rinse the cell layer with 0.25% (w/v) Trypsin- 0.53 mM
EDTA solution to remove all traces of serum that contains trypsin
inhibitor.

3, Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and observe
calls under an inverted microscope until cell layer is dispersed
(usually within S to 15 minutes).

Note: To avoid clumping do not agitate the cells by hilling 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 m! 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 L4 to 1:10 s

recommended
Medium Renewal: Every 2 to 3 days
Preservation: Freeze medium: Complete growth medium 95%; DMSQ, 5%
Storage temperature: liquid nitrogen vapor phase
Related Products: Recommended mediurn (without the additional supplements or serum

described under ATCC Medium):ATCC 30-2002
recommended serum:ATCC 30-2020

References: 22151: Fidler 1), Biological behavior of malignant melanoma cells
correlated to their survival in vivo. Cancer Res. 35: 218-224, 1975.
PubMed: 1109790

22191: Fidler 13, et al. Tumorlcidal properties of mouse macrophages
activated with mediators from rat lymphocytes stimulated with
concanavalin A. Cancer Res. 36: 3608-3615, 1976, PubMed: 953987

22192: Fidler 1J, Bucana C. Mechanism of tumor cell resistance to lysis by
syngeneic lymphocytes. Cancer Res. 37: 3945-3956, 1977. PubMed:

908034

22243 Fidler 1), Kripke ML, Metastasis results from preexisting variant
cells within a malignant tumor. Science 197: B93-895, 1977. PubMed:
887927

22424: Fidler 1), Immune stimulation-inhibition of experimental cancer
metastasis, Cancer Res. 34: 491-498, 1974, PubMed: 4812256

23224: Briles EB, Kornfeld S. Isolation and rnetastatic properties of
detachment variants of BL6 melanoma cells. 1. Natl, Cancer Inst. 60:

1217-1222, 1978, PubMed: 418183
23362: . . Nat, New Biol. 242: 148-149, 1973,

Return to Top

Notices and Disclaimers

ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-date information on this site, 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.

All prices are listed in U.S. dollars and are subject to change without notice. A discount off the current list price will be applied to most
cultures for nonprofit institutions in the United States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory

fee. Fees for permits, shigping, and handling may apply.

Back to my Search

Login » To customize your ATCC web experience: Create a Profile Site Search

Home | Site Map | FAQ | Privacy Policy | Cargers | Contact Us © 2009 ATCC. All Rights Reserved
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THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Approved Biohazards Subcammittes: November 21,2008
Biosafety Website: www.uwo,calhumanresources/blosafely!

This form must be completed by each Principal Investigator holding a grant administered by the Univarsity of
Western Ontario or in charge of a laboratory/facility where the use of Lavel 1, 2 or 3 biahazardous agents is
described in the laboratory or animal work proposed. The form must also be completed if any work is preposed
involving animals carrying zoonotic agents infectious to humans or involving plants, fungi, or insects that require
Heaith 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 baing used.

Containment Levels will be established in accordance with Laboratory Biosafety Guidelines, 3rd edition, 2004,
Health Canada (HC) or Containment Standards for Vetarinary Facililies, 1% odition 1998, Canadian Food
inspection Agency (CFIA).

Completed forms are to be returned fo Occupatlonal Health and Safety, (OHS), (Support Services Building,

Room 4190) for distribution to the Biohazard Subcommittee. For questions regarding this form, please contact
the Biosafely Officer at extension 81135. [f thare are changes to the information on this form (excluding grant
title and funding agencies), modifications must be submitted to Occupational Health and Safely. See website:

www.uwo.ca/humanrasourcesibiosafely/

PRINCIPAL INVESTIGATOR NALE L. ArRP

SIGNATURE , i e o
DEPARTMENT ANATom o Ciide  (P:0leby o

ADDRESS . NSA  oeeiR

PHOME NUMBER ] X 6 R F )

EMAIL ALE. ZAIRD @ Scpeticl (Juo- cd

Location of experimental work to be carried out: Building(s) ) AV Room(s) @7{/0‘”’70

*For work being parformed at Instiutions affiliated with the University of ‘Western Ontario, the Safety Officer for
ihe Institution where experiments will take place must sign the form prior to its being sent to Qccupational Heallh
and Safety (See Seclion 12.0, Approvals). For research being done at L.awson Health Research Institute,
London Regional Cancer Program, Child and Parenl Research Institute, or Robarts Research Institute, a
Universily Biosafely Committee member can also sign as the Safely Officer for the Institution,

FUNDING AGENCY/AGENGIES. CrHR ‘
GRANT TITLE(S): CXY3 MuRTons L1WIKED _Fo Alirr) Ors£ASE

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

REVIEWED.

Naemas of all personne] working under Principal Investigators supervision in this location:

0. e (eimdy) SHAS —__ _JPREDCHYRAD A
D STipHows AdWELS R Qi L4 B4h A .._
DR, Shvrd_JIENYELR _siaus.  CELETTr
PR, T3 didess  FLANT T PRORRINE ZeT
DR, GREGeRy Godé C SEWNIEER S5
1.0 Microorganisms SAmieE SImEE

« DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WL NOT BE REVIEWED"
Page 1077
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t.1 Does your work involve the use of ricroorganisms or biolagical agents of plant or ammat origin {inctuding bul

not limited lo viruses, prions, parasites, bacteria)? BYES 0 NO

If no, please proceed to Seclion 2.0

Do you use microorganisms that recuiire a pormit from the CFIA? O YES ANG

If YES, please give the name of the species.

What is the origin of the mlcroorganlsm(s)’#

Please describe the risk (If any) of escape and how this will be mlt:qated

Ploase attach the CFIA permit. h

Please describe any CFIA permit conditions:

1.2 Please complete the table below: ) B

" Name of Is it known | Is it known 1 Is it known | Maximum Source/ Heallh

Biological tobe a o be an tobca quantity to Supplier Canada or

agent(s}"* human animal zoonotic be cullured CHA
pathogen? | pathagen? | agent? at one time? Containment
YES/NO YES/NO YES/INO (inLitres) | .| Level

W//S O Yes O Yes O Yes 7;405"{” &1 0203

O Yes O Yas O Yes A1 0203

THMOF7 & No & No 8 No J jooril | PgHes) _
O Yes O Yes O Yes 010203
O No O No O No i
O Yes O Yas O Yes 1010203
QO No O No O No i _

"Ploass altach a Material Safely Dala Sheet or equivalent from the supplier.

2.0 Cell Culture

K YES ONO

2.1 Does your work involve the use of cell cutlures?
if no, please proceed to Section 3.0

» 2 Plaase indicate the lype of primary cells (i.e. decived from fresh tissue) that will be grown
in culture in the lable below

Cell Type Is this ool type used . Source of Prmary Cell | AUS Protogol Number
_ , In_ your wqu'? 3 Culture Tissue 7 ]
| Human sgYes  ONo SE Bropsss Not applicable
Rodest Y No . /RINSGENTE of P
7”0 e‘t B 70& e8s G No _. H’um’uf Mres ;ﬁa‘{, /a/
Mon-uman prmate O Yes @& No
1 Otae- (specily) OYes 2 No

+ JESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED"
Page 20l 7



2.3 Piease indicate the type of established cells thal will be grown in culture in the fabie below.

[ Cell "ype Is this cell type used | Specific cell line(s)* TSupplier / Source |

L B in your work? i ] o ]
Human f¥es O No AP, AFX7, 8T o

. = . _HER A/m;ca‘z_zﬂ#mfs _‘_i/pcgé-;w .
R O 3 g ay &8 A i cC

odon — - Yes — o ———gf‘fc}/-’%.fﬁrll W cz:/:'ih'ﬁl C//Vﬂ‘-’-C‘/?“’—,__

Non-human primate | O Yes  @No R

[Other (specify) RYss ONo | m DO T prec o

*Please altach a Material Safety Data Shest or squivalent {r’%n the supplier. {(For more information, see
www.atce.org) 7’7}5515' /ﬂ@gj}‘ Vs IV 5.779/\/0/’ 2D WERLL S C’l,‘.?dd ZI'NUJ‘

2 4 For above named cell types(s) indicate HC or CFIA containment level required O 1 ,85\2 03

1.0 Use of Human Source Materials

3.1 Does your work involve the use of human source malerials? fiYES ONO
If na, please proceed lo Section 4.0

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

Human Source Source/Supplier | Is Human Source Name of HGC or GFIA
Material [Company Name | Material Known fo Be Infectious Containmant
Infactad With An Agent (If Leval (Selact
Infactiaus Agent? applicable) | ona)
YESINO ]
Human Blood (whole) or |[0OPD PRTFANTS TOYes  &No 01 &2 03
“other Body Fhud Avp RSB I v5S o i 7 "
Human Blood {fraction) O Yes O No .
Corother Body Fluid & g e 01 02 03 .
Human Organs or orp rA7TENT O Yes No
Tissues (unpreserved) |4 MO HERATIVES - 012 03 L
Human Organs or 0059 im0 Yes mo M1 02 03 |
| Tissues (preserved) | AND ASeATvd | - . ol

4.0 Genetically Modified Organisms and Ceil lines

4.1 Will genetic modifications be made {0 lhe ricroorganisms, ticlogical agents, or cells described in Sections

1.0 and 2.07 pziYES Q NO If no, please preceed to Section 5.0
4.2 Wilt genetic modification(s) involving plasmids pe done? ZYES, complete table below O NO
l Bacteria Usad for  Plasmid(s) " Source of Plasmid ' Gene Transfected | Describe the change
“Clonieng ' L N A that results
S8 Yy % TRINEGA T Comndkin] GERECT L [ S EapREsTE
YV () (‘) ifﬂv-'ﬂﬂfi"*) L PANNENN GEWES| piasrid s TENO 7C
_pLsrr CloNsiEeh | Ghaw StowsR AND

i CEL. cBal R T
CHABNNEL S

I

“Please altach a Material Cata Sheet or equivalent if available.

C DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED®
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4.3 Will genetic modificalion(s) involving viral vectors be done’ 3 YES, complete table below O NO

Virus Used for Veclor(s) * Source of Veclor | Gene Transfecled | Describe the change

Transdugtion * —_ that resulls -
3 AP | gt NS | CEIS COMMINT

é?bfm? vi il f) j) el ﬁtc;ﬂ- 14 ﬁ/)hbb’f-’x"l-“j& LsTIER

" Material S R -
“Piense allach a Malerial Safely Data Sheel or equivalenl.  S&%F  £,0 V%0~ ovlr S /Mfggﬁ,jfo}
IS CUARS, Fff"g./s on ALCORD (Ji7T
!

s

4.4 Wil genetic sequences from lhe following be involved? SHFETy  ©

¢ HIV QO YES, please specify # NO
¢ HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify _ &XNO
¢ SV 40 Large T antigen Qé’fisz 14 Y. cells BINO g J
¢ E1A oncogene ¥ YESS‘ le Cex u‘“sﬁ‘NG-f],
4+  Known oncogenes O YES, please spesily _ @ NO
o Other human or animal palhogen and or their loxins O YES, please specily _ ___ &INO
4.5 Will virus be replication defeclive? RYES QNO

4.6 Will virus be infectious to humans or animals? JAIYES O NO

4.7 Will this be expected to increase the containment level required? OYES HNO

5.0 Human Gene Therapy Trlals

5.1 Will human clinical trials be conducted using the viral vector in4.0?7 OYES p&fNO

If no, please proceed lo Section 6.0 If YES allach a full description of the make-up of the virus.
5.2 Will virus be able to replicate in the host? Q YES ONO

5.3 How will the virus be administered?

5.4 Please give the Heallh Care Facility where the clinical trial will be conducted:

5.5 Has human elhics approval been obtained? O YES, number: QO NO O PENDING
6.0 Animal Expoeriments

6.1 Will live animals be used? }?&YES ONO If no, please procesd lo seclion 7.0
5.2 Name of animal species lo be used____ M [ef e

6.3 AUSprotocol ## oG S0l

6.4 Will any of Ihe agenls listed be used in live animals O YES, specily: ) (Q(NO

C DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED®
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7.0 Use of Animal spacios with Zoonotic Hazards

7.4 Wilt any of the fallowing animals of their argans, tissues, lavages or other body fluids incluging blood ve

used?

+ Pound source dogs O YES HNO
¢+ Pound scurce cals O YES FNO
+ Caltle, sheep or goats O YES S NO
+ Non- Buman Primates O YES, please specify species NO
v Wild caught animals O YES, please specify species & colony # #NO
+ Birds O YES FNO
+ Olhers (wild or domastic) O YES, please specify ENO

8.0 Biological Toxins

8.1 Will toxins of biological origin be used? O YES ,E(NO If no, please proceed to Section 9.0

8.2 If YES, please name the toxin(s}_
Please altach information, such as a Malerial Safety Data Sheet, for the toxin(s}) used.

8.2 What is the LDsp (specify species) of the toxin .
9.0 Insacts Requiring CFIA Permits

9.1 Do you use insgcts thal require a parmit from the GFIA? O YES /RfNO
If no, please proceed to Section 10.0

9.2 If YES, please give the name of the species. L

9.3  Whatis the arigin of the insect?

9.4  Whatis lhe fifestage of the insect?

9.5 Whatis your intention? O Initiate and maintain colony, give location:
O *Cne-off' use, give location:

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

9.7 Pigase atiach the CFIA permil.

9.8 Please describe any CFIA permit condilions.

* DESGRIPTION MUST BE ATTAGHED TO THIS FORM QR PROJECT WILL NOT BE REVIEWED®
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10.0 Plants Requiring CFIA Permits

10.1 Do you use olants ihat require a permil from he CFIA? OYES t’}ﬂNO
If ro, please proceed to Section 11.0

10.2 |f YES, piease give the name of the species.

10.3  Whatis the origin of the plant?

104 Whatis the form of the plant (seed, seedling, plant, tree...)? .

10.5  Whatis your intention? O Grow and maintain a ¢rop 0 "One-time” use

10.6 Do you do any madificalions 1o the plant? O YES Q NO
If yes, please describe: , L o

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

10.8  1s the CFIA permit altached? OYES O NO

10.9 Please descrive any CFIA permit conditions:

11.0 Import Requirements

111 wilt any of the above agents be imported? O YES, please give country of origin _

If no, please proceed to Section 10.0 W NO
14.2 Has an import Permit been obtained from HC for human pathogens? OYES O NO
11.3 Has an import permit been obtained from CFIA for animal or pian pathogens? O YES ONO
144 Has the import permit been sent to OHS? O YES. please provide permit # O NO

12.0 Training Requirements for Personnel Named on Form

All personnel narmed on the above form who will ba using any of the above pared agents are required 1o altend
the following training courses given by OHS:

B.osafaly
Laboratory and Enviconmenlal/WWaste Managernant Sa‘ety

WHIMIS (Western or equivalent)

+
‘
+
v Zrrployee Heallh and Safety Orientalion

As he Prncipal .nvestigater, | have ensured that af of the personnei named on he form who will be using any of

the pionazardous agenls{inﬁSects’ons 1.0 to 9.0 haye been trained.

SIGNATURE A "Ccé;;%r-“m A

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

11.4 For the work described in seclions 1.0 to 9.0, please indicate the highest
HGC or CFIA Containment Level required. oX | %»? 03

13.2 Has the facility been cerlified by OHS for this level of containment?
)ﬁYES, permit # If on-campus____ 570 ~
ONO
O NOT REQUIRED

14.0 Proceduraes to be Followed

14.1 As the Principal Investigator, | will ensure thal this project wifl follow the Western Biosafely Guidelines and
Procedures Manual for Containment Leval 1 & 2 Lahoralories {and the Level 3 Faciliies Manual for Level 3
projects). | will ensure that UWO facully, stalf and students working in my laboralory have an up-to-date Hazaud

Coramunication Form, found at hitp://www.wph.uwo.cal

il
SIGNATURE Sf/‘z*‘% Date: i%fyj 7y 07

15.0 Approvals

UWO Biohazard Subcornmittee:  SIGNATURE: K*g_/f’t_.,(c I T i
Date_ A Mercdy, 285

Safely Officer for Instilution where experimenls will lake place: SIGNATYRE: Q,@tr t/bg(/‘f .
Date: [VLTCN 271 /O9

Safely Officer for Universily of Western Ontario (if different from above): SIGNATURE: o
Date: o

Approval Number: C’\OUU‘EO = QO\T  Expiry Dale (3 years from Approval): mgg_h 2 L }_J__ZOIZ.(

Special Conditions of Approval:

« DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED'
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-------- Original Message ==
Subjectiquestions
Date;Tue, 03 May 2005 09:17:07 -0400
From:Dale Laird <Dale,Laird@frod.uwo.ca>

\ To:jstanle2@uw0.€a
CC:Cindy Shao <Cindy.Shao@frnd.uwo.ca>

e

| Dear Jennifer, 1 apologize for the delay in responding to your questions and comments on my fast

giohazardous Agents Registry Form. Your emall was sent to dwlaird@uwo.ca instead of dale.laird@fmd.uwo.ca

, and got held back for some reason. 1 found 650 emails on My UWO account of which many were not
i forwarded to my FMD account (as they should be). Anyway here is the additional information you requested.

| 1. Section 4.3 - please note that HEK 293 contains E1A oncogene
, Response: Thank you this is noted.

i
(G ASE0
Response: ~The AP-2 retroviral vector is the main one we have been using for several years. T
documentation, vector SOUCE and description was placed on file with the Safey office several years ago. See
manuscript reference Galipeau et al,, 1999, Cancer Research 59 2384-2394, The 293GPG packaging cells
which preduce repiicatlon'defective virus are described in this same paper. The 293GPG packaging cells were
il orginally described in Ory et al., proc Natl Acad SciU S A. 1996 Oct 15;93(21):11400-6. Both the AP-2 vector
\ and packaging cells are from Dr. Jacques Galipeau in Montreal, The MTA for these cells and
)1;1 collaboration with Or. Chris Naus several years ago. R T i 3
s AR, AL Sandtadndy :
| —Morémr*é‘ffgﬁsfﬁﬁé‘l‘i}éﬁg‘%%t%%@ 'fﬁ‘éﬁﬁﬁ‘-iéjcﬁﬁg’ e‘iter/gg\ii{?a’!""\fé"c })i; (F;é}g? &enScri pt) for shRNA studies.
(Barton and Medzhitov, 2002, PNAS 99; 14943-14945). The HEK293 derived packaging cells produce

repiication-incompetent viral particles. (See AmphoPack293 from 8D Blosciences).

3: Section 1.2 - confirm E. coli DH5alpha,
Response: -Yes this Is the E.coli we Use,

AT ALY TP PR IR e -
it %& AP XA AT (R BN s TR
A R ey

EARLLE AL BR QR U

el

4: Section 6.0 - do you have an animal protocol?
. Response: -The animal studies being performed in this stucly are in conjunction with the Co-Principle
' Applicants, Drs. Kidder and Dr. Bernier. Their animal protocols have been modified to include this new grant. 1

. do not have a separate animal protocol.

. 5: Section 8.3 - description of lindane use:
~ Response: -Lindane is disolved in DMSO at s0um and used as a gap junction channel inhibitor at a final

' concentration of S0nM.

[ trust this answers all your questions. Again sorry for the delay.

Dale Laird

Dale W. Laird, Ph.D.

Professor
Canada Research Chair in Gap Junctions and Disease

26, 2005 4143 PM



