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THE UNIVERSITY OF WESTERN ONTARIO
BIOLOGICAL AGENTS REGISTRY FORM
Approved Biohazards Subcommittee: July 9, 2010
Biosafety Website: www.uwo.ca/humanresources/biosafety/

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

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

Containment Levels will be established in accordance with Laboratory Biosafety Guidelines, 3rd edition, 2004,
Public Health Agency of Canada (PHAC) 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), (Support Services Building,
Room 4190) for distribution to the Biohazards Subcommittee. For questions regarding this form, please contact
the Biosafety Officer at extension 81135 or biosafety@uwo.ca. If there are changes to the information on this
form (excluding grant title and funding agencies), contact Occupational Health and Safety for a modification form.

See website: www.uwo.ca/humanresaurges/biosafety

PRINCIPAL INVESTIGATOR Trevor Shepherd

DEPARTMENT Cancer Research Laboratory Program
ADDRESS 790 Commissioners Rd E A4-921
PHONE NUMBER 519-685-8500 56347 (office) 53626 (lab)
EMERGENCY PHONE NUMBER(S) 519-349-2057 {home)

EMAIL tshephe6@uwo.ca

Location of experimental work to be carried out: Building(s) LHSC/LRCP Room(s) A4-921, -908

*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 the University of
Western Ontario Biosafety Officer (See Section 15.0, Approvals).

FUNDING AGENCY/AGENCIES: (1) CCSRI_(2) LRCP Small Grants
GRANT TITLE(S): (1) Implications of activated BMP signalling and ID1/ID3 function in ovarian cancer
pathogenesis; (2) Myxoma virus mediated oncolysis as a novel therapeutic for epithelial ovarian cancer

List all personnel working under Principal Investigators supervision in this location:

Name UWO E-mail Address Date of Biosafety Training
Teress Pesrt Terasa.peani@gmall.com Incomplete
Rohann Correa Rcorread@uwo.ca Qctober 2006
Jason Reed Jreed7@uwo.ca September 2009
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Please explain the biological agents and/or biohazardous substances used and how they will be
stored, used and disposed of. Projects without this description will not be reviewed.

Cell lines

Numerous established cell lines are used in my laboratory including SkOV3, SkOV3-ip1, OVCA429, OCC-1,
HeyC2, OVCARS3, CaOV3, 293T, 293A, I0SE8D, vOSE-14, which are all human cell lines, and 4306, MOSE-
RM. MASC2, which are mouse cell lines, and BGMK cells which are non-human primate cells. Frozen vials
are stored at -150C until use. They are grown at 37C in 5% CO2 in humidified incubators in our cell culture
room (LRCP A4-908). Any waste from culture of these cells disposed of into biohazardous waste containers
kept in the cell culture room, which are then sealed to be autoclaved/incinerated.

Primary Cell Culture

Ovarian cancer cells are cultured directly from patients treated at the LHSC and LRCP hospitals. All
processing and culture occurs in the cell culture room .LRCP A4-808. Excess patient fluids/tissues are
bleached and disposed of in sealed biohazardous waste containers for pickup and autoclave/incineration.
Frozen vials are stored at -150C until use. Any waste from culture of these materials is disposed of into
biohazardous waste containers kept in the cell culture room, which are then sealed to be
autoclaved/incinerated.

Viruses

Tow types of viruses are currently used in the laboratory in cell culture experiments: recombinant human
adenovirus and myxoma virus. All adenovirus constructs are derived from Ad5 serotype and have mutations
that render them non-infectious and non-replicating. No adenovirus vector expresses an oncogene or
disease-causing agents,

The myxoma virus currently being used was derived by our collaborator Dr. Grant McFadden (U. of Florida
Gainesville). This virus has mutations that make it less pathogenic to its natural host the European rabbit. It is
non-pathogenic to humans. Our lab has had PHAC approval to import vials of the virus from the USA, and we
now routinely make our own virus in the'lab using the BGMK cell line.

All viruses are stored at -80C.

All virus work is performed in the Level 2 room A4-908 and in a Class A/B2 biological safety cabinet.

All unused virus is bleached and transferred directly to biohazardous waste in the cell culture room A4-808 to
be subsequently sealed and autoclaved/incinerated.

Trans bacteria

Our lab uses E. coli DH5alpha cells to transform plasmids for routine molecular biology and DNA cloning
strategies. The standard vectors we use are the pSCA vector (Stratagene) for cloning PCR products, and
pcDNA3.0 for expressing genes in mammalian cells. No oncogene is cloned or expressed in cells using these
vectors.

Stocks of transformed bacteria are kept at -80C until use.

Temporary storage of transformed bacterial cultures are kept at 4C in A4-921

Unused bacteria are bleached and disposed of directly into biohazardous waste containers in A4-921 which
are sealed and picked up for autoclavefincineration.
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Implications of activated BMP signalling and 1D1/ID3 function in ovarian cancer pathogenesis
SHEPHERD, Trevor Shepherd
Summary of Research Preposal

This is a new application requesting 5 years of funding to investigate the role of bone morphogenetic protein
(BMPY) signalling and its direct downsiream targets /D1 and /D3 proto-oncogenes on the etiology of human
epithelial ovarian cancer (EQC). EOC is the sixth most prevalent cancer amongst women and is the most
lethal of the gynaecologic malignancies. Key to identifying new prognostic indicators and therapeutic targets
is the discovery of critical molecular determinants for EOC pathogenesis. | have shown that the BMP pathway
is highly active in EQC cells, regulates specific tumorigenic properties, and functions through induction of the
helix-loop-helix transcriptional repressors ID1 and ID3. In fact, elevated (D1 levels correlate with less
differentiation, increased malignant potential, and poor patient prognosis. Consequently, we hypothesize that
ID1 and ID3 are critically implicated in promoting ovarian cancer pathogenesis downstream from
activated BMP signaling. We have aiready developed novel models to study the role of activated BMP
signalling and ID1/ID3 overexpression in human EOC cells and in the mouse ovarian surface epithelium
(OSE). These models were developed to mimic different aspects of EOC pathogenesis and maximize use of
human ovarian cancer patient samples. To this end, our proposal focuses on deciphering the phenotypic
consequances of modulating BMP signalling and ID1/ID3 protein expression in human EOC cells cultured as
3D spheroids, as xenografts on the chick embryo chorioallantoic {CAM) membrane and in the mouse OSE
using mouse transgenesis, and:

1) The role of activated BMP signalling and its downstream targets ID1/ID3 in an in vitro 3D tumour
model of EOC. The majority of EQC patients with metastatic disease present with ascites containing
malignant EOC cells, which can exist as multicellular spheroids. Thus, we will model metastatic EQC in vitro
by culturing primary EOC cells in suspension whereby these cells autonomously form spheroids.
Recombinant vira! transduction of ascites-derived primary EOC cells will be employed to determine how
activated BMP signalling and 1d1/1d3 overexpression facilitate EOC spheroid formation, cell growth and
viability, adhesion, metility, and invasion. in addition, the potential role of BMP signalling and ID1/ID3 function
in modulating the presence and proportion of putative EOC initiating cells will be investigated using this
spheroid culture system. '

2) Development of the chick chorioallantoic membrane (CAM} model system to assess
consequences of altered BMP signalling and 1D1 and ID3 activity in primary human EOC cells. The
chick CAM mode! has not been used previously to assess the tumorigenic properties of primary human EOC
cells. Our preliminary data demonstrates that human EOC cells form tumours and stimulate regions of
neovascularization and haemorrhage on the CAM. Thls, we will exploit this system to determine how BMP
signalling and ID1/ID3 proteins regulate EOC tumour growth, neovascutarization, haemorrhage, and
transcriptome changes accompanying distinct stages of tumour formation. The development of this ex vivo
human EOC cell bioassay utilizing patient samples provides unique long term opgortunities to rapidly test
novel therapeutics in EQC.

Transgenic mouse models to investigate activated BMP signalling and 1D1 function in early EOC
pathogenesis. We have already generated transgenic mice using the Mullerian inhibiting substance type I
receptor (MISIR) gene promoter to elevate ID1 in the mouse OSE as seen in human EOC. The OSE of the
human ovary is considered the cell of origin for EOC. Therefore, this transgenic approach will directly test the
oncogenic potential of ID1 in vivo. This approach will also be used to generate transgenic mice with a
constitutively-active mutant ALK3 receptor in the murine OSE because it takes into consideration additional
gene targets induced by BMP signalling. Transgene expression is expected to result in significant
histopathological changes in the OSE mimicking pre-neoplastic events in EOC. These mouse models will be
invaluable for future in vivo studies on the interaction between BMP signalling and other oncogenes to cause
overt tumorigenesis in the OSE.

These Aims will define the role of BMP signalling and ID1/ID3 function in EOC pathobiology, develop
novel research models, and potentially identify new and important therapeutic targets.
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1.0 Microorganisms

1.1 Does your work involve the use of biological agents? X YES O NO
(non-pathogenic and pathogenic biological agents including but not limited to bacteria and other microorganisms,
viruses, prions, parasites or pathogens of plant or animal origin)? If no, please proceed to Section 2.0

Do you use microorganisms that require a permit from the CFIA? XYES O NO

If YES, please give the name of the species. Myxoma virus

What is the origin of the microorganism(s)? Dr. G. McFadden, U of Florida Gainesville

Please describe the risk (if any) of escape and how this will be mitigated: only infectious in European rabbits; the
virus strain we use has mutation in gene to render less pathogenic in rabbits

Please attach the CFIA permit.

Please describe any CFIA permit conditions:

Import permit is attached

1.2 Please complete the tahle below:

Name of Is it known | Is it known Is it known | Maximum Source/ PHAC or
Biological to be a to be an tobe a quantity to Supplier CFIA
agent(s)” human animal zoonotic be cultured Containment
pathogen? | pathogen? | agent? at one time? Level
YES/NO YES/NO YES/NO (in Litres)
O Yes X Yes O Yes Dr. G. 01 02
vMyxGFP X No O No X No 0.1 McFadden | X2+O3
O Yes O Yes O Yes 01 02
—~ kil P TR =3 O 2+ O 3
N 01 02
‘o“' ﬂdc“ﬁw ‘{us 02+03
‘ 2 ) i 01 02
| Cee Sechion 4 02+03

-“Fiease auacn a Material Satety Data Sheet or equivalent from the supplier.
2.0 Cell Culture

2.1 Does your work involve the use of cell cultures? X 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 culture:
Cell Type Is this cell type used Source of Primary Cell AUS Protocol Number
in your work? Culture Tissue

Human X Yes O No Ovarian cancer ascites Not applicable

fluid
Rodent XYes O No Qvarian surface 2007-022

epithelial cells
Non-human primate O Yes O No
Other (specify) O Yes O No
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2.3 Please indicate the type of established cells that will be grown in culture in:

Cell Type Is this cell type used | Specific cell line(s)” Supplier / Source —
in your work?
Human X Yes O No SkOV3, SkOV3-ip1, ATCC: G. Mills MD
OVCA429, OCC-1, Anderson Cancer
HeyC2, OVCARS3, CaOV3, | Centre; B.
293T, 293A, 10SE80, Vanderhyden U of
vOSE-14 Ottawa; C. Conover;
Mayo Clinic; N.
Auersperg UBC
Rodent X Yes O No 4306, MOSE-RM, MASC2 | D. Dinulescu Brigham

& Womens Hospital; B.
Vanderhyden U of
Ottawa

Non-human primate X Yes O No BGMK G. McFadden U of
Florida

Other (specify) O Yes O No

*Please attach a Material Safety Data Sheet or equivalent from the supplier. (For more information, see
www.atcc.org)

2.4 For above named cell types(s) indicate PHAC or CFIA containment level required X1 02 02+ O3

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? XYES O 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 PHAC or CFIA
Material /[Company Name | Material Infected Infectious Containment
With An Infectious Agent (If Level (Select
Agent? applicable) | one)
YES/NO
Human Blood (whole) or | LHSC/LRCP O Yes 01 X2
other Body Fluid X Unknown 02+ O3
Human Blood (fraction) O Yes 01 02
or other Body Fluid O Unknown 02+03
Human Organs or LHSC O Yes 01 X2
Tissues (unpreserved) X Unknown 02+03
?i:::.laens?grg:;:r\?; d) Not Applicable Not Applicable

4.0 Genetically Modified Organisms and Cell lines

4.1 Will genetic modifications be made to the microorganisms, biological agents, or cells described in Sections

1.0 and 2.07 XYES O NO If no, please proceed to Section 5.0

he done? O YES, complete table below O NO
E C o ( ! ;f Plasmid | Gene Transfected | Describe the change
L ' | that results from
| transformation or
; / tranfection
pcDNA3.0 Invitrogen ALK3QD, ID1, ID3 | Only ALK3QD virus
DHb5alpha pSCA Stratagene renders phenotypic
Page 5 of 10
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changes to cells,
including cell
adhesion, motility, and
differentiation

" Please attach a Material Data Sheet or equivalent if available.
** Please attach a plasmid map.

4.3 Will genetic modification(s) involving viral vectors be made? O YES, complete table below O NO

Virus Used for Vector(s) ” Source of Vector | Gene(s) Describe the change
Vector Transduced that results from
Construction transduction
Recombinant AdS | Qbiogene GFP, lacZ, Cre Only ALK3QD virus
Human (AdEasy) recombinase, renders phenotypic
adenovirus ALK3QD. ID1 and | changes to cells,
ID3 including cell
adhesion, motility, and
differentiation

* Please attach a Material Safety Data Sheet or equivalent.

4.4 Will genetic sequences from the following be involved?

e HIV O YES, please specify XNO
e HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify X NO
¢ SV 40 Large T antigen O YES XNO
e E1A oncogene O YES X NO
¢ Known oncogenes O YES, please specify XNO
o Other human or animal pathogen and or their toxins O YES, please specify XNO
4.5 Will virus be replication defective? XYES O NO

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

4.7 Will this be expected to increase the containment level required? O YES X NO

5.0 Human Gene Therapy Trials

5.1 Wil human clinical trials be conducted involving a biological agent? X YES O NO
(including but not limited to microorganisms, viruses, prions, parasites or pathogens of plant or animal origin)
If no, please proceed to Section 6.0

5.2 If YES, please specify which biological agent will be used:
Please attach a full description of the biclogical agent.

5.2 Will the biolagical agent be able to replicate in the host?

5.3 How will the biological agent be administered?

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

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

6.0 Animal Experiments

6.1 Will live animals be used? XYES ONO If no, please proceed to section 7.0
6.2 Name of animal species to be used Mus musculus (mouse)
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6.3 AUS protoco! # 2007-022 (DiMattia is Pl and Shepherd is co-Pl)
6.4 Will any of the agents listed in section 4.0 be used in live animals X YES, specify: Ad-GFP, Ad-Cre O NO

6.5 Wilt the agent(s) be shed by the animal: X YES O NO, please justify:

7.0 Use of Animal species with Zoonotic Hazards

7.1 Will any animals with zoonotic hazards or their organs, tissues, lavages or other body fluids including blood

be used (see list below)? O YES X No If no, please proceed to section 8.0

7.2 Please specify the animal(s) used:

+ Pound source dogs OYES O NO
¢ Pound source cats QYES O NO
¢ Cattle, sheep orgoats O YES, please specify species O NO
¢ Non-human primates O YES, please specify species ONO
+ Wild caught animals O YES, please specify species & colony # O NO
+ Birds O YES, please specify species O NO
+ Others (wild or domestic} O YES, please specify QO NO

8.0 Biological Toxins

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

8.2 If YES, please name the toxin(s)
Please attach informalion, such as a Material Safety Data Sheet, for the toxin(s) used.

8.3 What is the LDy, (specify species) of the toxin

8.4 How much of the toxin is handled at one time*?

8.5 How much of the toxin is stored*?

8.6 Will any biological toxins be used in live animals? O YES, Please provide details: O NO

*For information on biosecurity requirements, please see:
http:/iwww.uwe.ca/humanresources/docandform/docs/healthandsafety/biosafety/Biosecurity Requirements.pdf

9.0 Insects

9.1 Do you use insects? O YES X NO If no, please proceed to Section 10.0

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

9.3 What is the origin of the insect?

9.4 What is the life stage of the insect?

9.5 What is your intention? O Initiate and maintain colony, give location:
O "One-time” use, give location:

9.6 Please describe the risk (if any) of escape and how this will be mitigated:
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9.7 Do you use insects that require a permit from the CF!A permit? O YES Q NO
If YES, Please attach the CFIA permit & describe any CFIA permit conditions:
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10.0 Plants

10.1 Do you use plants? O YES X NO If no, please proceed to Section 11.0

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

10.3  What is the origin of the plant?

10.4 What is the form of the plant {(seed, seedling, plant, tree...)? _

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

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

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

10.8 Is the CFIA permit attached? OYES QO NO
If YES, Please attach the CFIA permit & describe any CFIA permit conditions:

11.0 Import Requirements

11.1 Will any of the above agents be imported? X YES, please give country of origin USA O NO
If no, please proceed to Section 12.0

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

42.0 Training Requirements for Personnsl 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 or equivalent)
Employee Health and Safety Orientation

L J

> & &

As the Principal Investigator, | have ensured that all of the personnel named on the form who wil! be using any of
the biological agents in Sections 1.0 to 9.0 have been trained.

SIGNATURE
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13.0 Containment Levels

13.1 For the work described in sections 1.0 to 8.0, please indicate the highest
HC or CFIA Containment Level required. 01 02 X2+ 03 Zc\ﬁ

13.2 Has the facility been certified by OHS for this level of containment? J‘_‘Q\ Q,A R
 for this o a0
X YES. permit # if on-campus G(P‘“" Q

O NO, please certify O Jsll ‘ 63-/"
/ Sl..

O NOT REQUIRED for Level 1 containmant

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 Leve! 1 & 2 Laboratories {and the Level 3 Facilities Marnwual for Level 3
projects). | will ensure that UWO faculty, staff and students working in my laboratory have an up-to-date Hazard

Communication Form. found at bitp/iwww. wph uwo.cal

SIGNATURE Date: December 17, 2010

142 Please describe additional risk reduction measures will be taken beyond containment level 1, 2, 2+ or 3

measures, that are unique to this agent,
Standard operating procedures for these agents (i.e. use and disposal) at each containment level are
sufficient to reduce risks to health and safety of personnel.

14.3  Please outline what will be done if there is an exposure to the biological agents listed,

such as a needlestick injury:
Occupational Health & Safety at the LHSC will be contacted immediately; however, the agents to be used
are not infectious to humans and are not zoonotic in nature

15.0 Approvals

1} UWO Biohazards Subcommittee: SIGNATURE:
Date:

2) Safety Officer for the University of Western Ontario
SIGNATURE:

Date:

3) Safety Officer for Institution where experiments will take place (if not UWQ). /:30;& Q}PQ/\
SIGNATURE: =
Date: Do~ . 5 —Z W

Approval Number: Expiry Date (3 years from Approval):

Special Conditions of Approval:
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07/28/2000 12;28 FAX 6132288128 BFSD UNIT ooz
X . Caoadion Food fm;pc.cﬁon Agency Agaee cunndienne d'inspeotion dea alimens Permit No./N° de permis:
I * l Goverment of Congda Gouvernement du Canada A-2008-03324-4
ORIGINAL
. 2009/07/23
year/mo/day
annéa/moig/jour

MPORT PERMOIT PERMIS D'IMPORTATION

[ Pagcl  of/de3 4]

THTS PERMIT IS ISSUED PURSUANT TO-/CE PERMIS EST DELIVRE CONFORMEMENT A:

THE FIEALTH OF ANIMALS ACT AND REGULATIONS/LOI ET REGLEMENT SUR LA SANTE DES ANIMAUX

Importer/Importaigyr Exporter/Exportateur, _
LONDON HEALTH SCIENCES CENTRE UNIVERSITY OFV FLORIDA
LONDON REGIONAL CANCER PROGRAM 1600 8.W. ARCHER ROAD ;
790 COMMISSIONERS ROAD EAST ‘ DEPARTMENT OF MOLECULAR GENETICS & MJCROBIOLOGY
LONDON, ONTARIO GAINESVILLE, FLORIDA.
N6AA4LS UNTTED
Applicant Nome: TREVOR G. SHEPHERD Contact: De. Grant McFudden/ Shadn Smallwood
Phone: 519-685-8500 EXT 56347 Pax: 519-685-6673 Phone: (352) 273-6852 Fax: (352) 273-6849
Pmail: ‘rfSHEPFEG@UWO.CA
Quaruotine/Degtination/Quarantaine Producer/Producteur
Valid/Valide from/du 2009/07/23 to/an 2010/07/31 Country nf Oriiin/
yeat/month/day year/month/day Puys d'Oniglae UNITED STATES
année/mois/jour année/moizfjour
For the entry of/ Pour I'entrée de: Single shipment/Chargement simple XX  Muldple shiproenb/Churgaments multiples
Place of entry inta Csnuda/Lieu d'ontrée an Canade:
ALLL REGULATED PORTS

FOR THE IMPORTATION OF:/POUR L'IMPORTATTON DE:

(Description of thlngg(g){gasggi%ﬁgn de la ou des choses)

1. Product Deseriptiont MYXOMA VIRUS - PLEASE SEE ADDITIONAL CONDITIONS AT THE END OF THIS PERMIT.

(TO BE USED IN VITRO ONLY IN ROOM A4-908. CANCER RESEARCH LABORATORY, LONDON HEALTH SCIENCES CENTRE, LONDON,
ON) Proposcd End Use: “In Vio" Scientifie Neme:_Biocontainment Level: 2

A PERSON WHO IMPORTS A THING UNDER THIS PERMIT SHALL COMPLY WITH ALL THE CONDITIONS SET OUT
HEREIN/TOUTE PERSONNE QUI IMPORTE UNE CHOSE EN VERTU DE CE PERMIS DEVRA RESPECTER TOUTES LES

CONDITIONS DECRITES CI-DESSOUS

Selected Conditions / Conditions Chojsies
MYXOMA VIRUS - PLEASE SEE ADDITIONAL CONDITIONS AT THE END OF THJS PERMIT.

(TO BE USED IN VITRO ONLY IN ROOM A¢-908, CANCER RESEARCH LABORATORY, LONDON HEALTH SCIENCES

CENTRE, LONDON, ON)
1. The original or a copy of the signed originul of this permit and any other necessary unport / cxport documentation pertaining to the shipment of antmal(g) vr
thing(s) must be provided for inspecrion at the first port of enlry or to & Canadian Food Inspection Agency Import Service Center.

2. The conditions in this permit can only be changed or amended by 8 CFLA lnspector, Any chapge to the peemil by an unauthorized person will render the
permit invalid,

3, The imported meterial must be packeged in apprapclate shipping containers to prevent accidentu] ¥pillege of contents during shipping. Importers should be
aware of thelr obligations under Transport Cnneda's regulations conceming transportation of dangerous goads,

CTIA/ ACIA 107 (I8/D4) ' Ca,na.d!é:
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WIFLOFCUVE LGiA! FAA DAL0&LGOLLY broU UNLE e
Cmadizm Food Insportion Agency Agenos capadicans d'wspaction des cimants Permit No./N° de permis: -
l * . Govermant of Conada Gouvemeinant do Canada A-2009.03324-4 ’
ORIGINAL
2009/07/23
yea/fmo/day
anné'mois/joor
TMPORT PERMIT PERMIS D'IMPORTATION
| Pagez  ofides
THIS PERMTT IS 1SSUED PURSUANT TO:/CE PERMIS EST DELIVRE CONFORMEMENT A:
THE HEALTH OF ANIMALS ACT AND REGULATIONS/LOI ET REGLEMENT SUR LA SANTE DES ANMMAUX
Imporcter/Importateuy Exoporter/Exportateur
LONDON HEALTH SCIENCES CENTRE UNTVERSITY OF PLORIDA
LONDON REGTONAL CANCER PROGRAM 1600 8. W ARCHER ROAD
790 COMMTSSTONERS ROAD EAST DEPARTMENT OF MOLECULAR GENETICS & MICRCBIOLCG
LLONDON, ONTARIO GAINESVILLE FLORIDA :
N6A4LS ' UNITED
Applicant Nome: TREVOR, G, SHEPHERD . Contact: Dr. Grant MeFedden/ Sherin Smallwood
Phone: §19-685-8500 EXT 56347 Fex: 519-6B5-8673 Pheae: (352) 2736852 Fox: (352) 273-6849
Email: TSHEPHES@UWO.CA

Selected Conditions / Conditions Choisies (Continued/Suite)

4, All infectious material must be handled in appropriate animal pathogen containment level 2 facilitles as deseribed in Continmant Standards for Velermury
Focilides, 1996, AAFC publicaticn no. 1921,

5. The materie] antborized for imporation by this pasmit is to be used in in vitro studias ONLY end must not to be intreduced into laboratory, domestc or wild
animaly {incloding birds or fish) waless written authorization is ebtained from the Canadian Food Inspection Ageacy.

6, The animal(s) or thing(s) imported under this permit st NEVER be removed from the premises of destination listed on this permit, even after fe nnimeis
Lave been relensed from thoir post-import quarantine, unless written authorization is obrained from the Canadian Pood Ingpection Agency.

7. Upon complcton of the tests or experimenis, the imported material as deseribed on this pennit and any derivatves thereof must be aytoclaved, incinerated
or Bltanatively disposed of in o munaer spproved by an inspector of the Canadian Food Inspection Agency.

8. Rex:ords pertaining to the imported product's use, starage and digposa! must be mainmined for two (2) years following Importation. These records must be
mades sveilab)c for inspeetion by the Canadian Food Ingpection Agency ypoh Tequest % )

9, The importer is responsible for all costs incurred or associated with any testing or treaoment of the animal(s) of thing(s) that may be required Under the
tmport penmit or under the suthorty of the Health of Animals Act or the Health of Animals Regulations. The importer fhall puy all fevs for services required in
respeet of the importation under the Nations] Animsl Health Program Cost Recevery Fees Regulstions in place at tha time of importation,

10. Cansldarddon of an spplication necessary for issuance of 8 parmit to import the described animal or thing s subject to Class 1 teas.

11, The issuance of this permit does not relieve the owner or the igporter of the obligation 10 comply with agy other relevant federyl, provincisl or municipal
legisladion or reyuircment - )

12, Pailure to eomply with the conditions contained jn this permit o with te provisions of the Health of Animals Act and Regulations may regult in the
cancellation of this permit and will result in the forfeiture to the Croan of &e imported thing(s) or in the removal of the thing(s) from Cauada, all witsont
compensation to, and at the expense of the importer. The Tmporter(s) arc responsible for the wmported thing(s), their freedot from oxiraneous disease, active
or latent, end genctic of other defects. The importer, his heirs, cxecutors, successors end assigns relesse and discharges Hor Majesty the Queen in righe of
‘Canedn and the CFLA of and from a0 olaims and dcmands, damages, actiong or causes of action arising or to erisc by reason of the Jmportavion of the thing(s)
and agrees to indemnaify and save harmless Hor Majory the Queen in right of Cunada and the CFLA from and pgainst all actions, dmnapes, claims and demands
which may be brought n respect of or arising out of the importetion of such thing(s), any contamipadon with extrancous disease or other defects.
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THIS PERMTT 18 1SSUED PURSUANT TO:/CE PERMIS EST DELIVRE CONFORMEMENT A:

THE HEALTH OF ANIMALS ACT AND REGULATIONS/LO! £T REGLEMENT SUR LA SANTE DES ANIMAUX

Imporrer/fmportatenr
1L.ONDON HEALTH SCIENCES CENTRE

LONDON REGIONAL CANCER PROGRAM
730 COMMISSIONERS ROAD EAST
LONDON, ONTARIO

NGadLs

Applicant Name: TREVOR G. SHEPI{ERD

n ortoteny .
UNIVERSHTY OF FLORIDA

1600 5.W. ARCHER ROAD

GATNESVILLE, FLORIDA
UNITED

Phone: 519-685-8500 EXT 56347 Fax: 519-685-8673 Phone: (352) 273-6852 Fax: (352) 173-6849

Email: TSHEPHES@UWO.CA

Contact: Dr. Crunt McFedden / Sherin Smallwood

DEPARTMENT OF MOLECULAR GENETICS & MICROBIOLOGY

Selected Conditions / Conditions Choisies (Continaed/Suite)

Additional Conditions Additionnelles

MYXOMa VIRUS - PLEASE SEE ADDITIONAL CONDTTIONS AT THE ERD OF THIS PERMIT.

(TO BE VSGD IN VITRO ONLY IN ROOM A4-908, CANCER RESEARCH LABORATORY, LONDON HEALTH SCIENCES CENTRE, LONDON,

ON})

1. Emyployacs rmust not visit farms, rabbitries or petting oos far et lcast 14 days after workiny in the laboratary with liva my=omavirus.

2. Employess woeking in this laboratory muwt not handle domestic or wild rmbbirs.
3. Al activities with infoctious materials arc conducted In a bislogical saftry cebinet,
4. Parsonal items such as purscs and outdoar clothing must not be brought into the laboratory zone (oiherwise it must be entecely decontaninged before it

leaves the luboratory zoue).

. 5. Personnel entering the laboratory 20ne must west 1zb coats, hair news and dedicaled ¢hoes, Contaminated clothing must be decontaminated prior to

{sundering,

6. Where a knaun or suspected aerosa) exposure has ocourred (.8, dropplng infectious muterials) a shower is required on exit from the laboratory zone.
7. Rescarch must nat performed on auy animsls without prior approval from the OBCS, CFLA.
8. This import permil rust be Tead by persanncl; employees wust cerlify in writing that they have understood the conditions of this permit and will sbide by

them,

- % alabiaz
Authorized Byi/Approuvé pnri
CINTHIA LABRIE

For the Mintzter of Agricelmre and Agri-Food
Pour le ministre d'agricolwure et agroallmentaire

The Infonuation {s required by ffor) o Canndisn Fosd Jmpection Agenay for the pupess of verilfying imgort prodees. Laformatien iy be accessible of
prefcotad as requived moder the provisions of tha Atecas 1 Informgtion Act

CFLA 7 2 CLA $087 (3RO

NDECETURN RA1-RE-="11 17§72

Cénadﬁ

EROM- 51942273/7 TO- DWO-BR-0cc. Health PB14/0B15




VECTOR BIOLABS

THE ADENOVIRUS COMPANY

MATERIAL SAFETY DATA SHEET
EMERGENCY TELEPHONES: 1- 877-Biclabs  1-215-966-6045
http://www.vectorbiolabs.com

MATERIAL SAFETY DATA SHEET - INFECTIOUS SUBSTANCES
SECTION I - INFECTIOUS AGENT

PRODUCT IDENTIFICATION:

All pre-made adenovirus made by Vector BioLabs.

BIOLOGICAL NAME: (Ad@iioviris=Types |

CHARACTERISTICS: Adenoviridae; non-enveloped, icosahedral virions, 75-80 nm diameter,
doubledstranded, linear DNA genome. The recombinant viruses are based on human adenoviral

backbone which is deleted in the essential E1 gene as well as the E3 gene. The viruses produced
are thus non-replicative.

SECTION Il - HEALTH HAZARD

PATHOGENICITY: Varies in clinical manifestation and severity; symptoms include fever,
rhinitis, pharyngitis, cough and conjunctivitis. The risk from infection by defective recombinant
adenoviral vectors depends both on the dose of virus and on the nature of the transgene.
Adenovirus does not integrate into the host cell genome but can produce a strong immune
response.

HOST RANGE: Humans and animals

INCUBATION PERIOD: from 1-10 days

MODE OF TRANSMISSION: In the laboratory, care must be taken to avoid spread of
infectious material by aerosol, direct contact or accidental injection

CHEMICAL LISTED AS CARCINOGEN OR POTENTIAL CARCINOGEN: None

SECTION III - VIABILITY

DRUG SUSCEPTIBILITY: No specific antiviral available

SUSCEPTIBILITY TO DISINFECTANTS: Susceptible to 1% sodium hypochlorite, 2%
glutaraldehyde. Recommend use of 1/3 volume of bleach for 30 minutes.

PHYSICAL INACTIVATION: Sensitive to heat; | hour at 56°C is used to inactivate virus.
SURVIVAL OUTSIDE HOST: Adenovirus type 5 survived from 3-8 weeks on environmental
surfaces at room temperature.

SECTION 1V - MEDICAL

SURVEILLANCE: Monitor for symptoms; confirm by serological analysis

FIRST AID/TREATMENT:

Contact: Immediately flush eyes and skin with plenty of water for at least 15 minutes. Call a
physician.

[nhalation: N/A

Ingestion: Wash out mouth with water. Call a physician

Accidental injection: wash area with soap and water. Call a physician.



SECTION V - ACCIDENTAL RELEASE PROCEDURES

Pour | volume of Javel water over the leak(s) and wait for 15 minutes.

Wipe up carefully.

Hold for autoclave waste disposal and decontaminate work surfaces with 70% alcohol.

SECTION VI - RECOMMENDED PRECAUTIONS

CONTAINMENT REQUIREMENTS: Biosafety level 2 practices and containment facilities
for all activities involving the virus and potentially infectious body fluids or tissues. This level
consists of etiological agents considered to be of ordinary potential harm.

PROTECTIVE CLOTHING: Recombinants Adenovirus: Laboratory coat; gloves.

OTHER PRECAUTIONS:

Access to the laboratory is limited.

Work surfaces are decontaminated before and after each procedure

Mechanical pipetting devices are used for all procedures; mouth pipetting is prohibited.

Eating, drinking, and smoking are not permitted in the laboratory; food is not stored in laboratory
areas.

Laboratory coats are worn in and are removed before leaving the laboratory.

Hands are washed before and after handling virus.

SECTION VII - HANDLING INFORMATION
DISPOSAL: Decontaminate all wastes before disposal; steam sterilization
STORAGE: In sealed containers that are appropriately labeled

SECTION VIII - MISCELLANEOUS INFORMATION

The above information and recommendations are believed to be accurate and represent the most
complete information currently available to us. All materials and components may present
unknown hazards and should be used with caution. Vector BioLabs, Inc assumes no liability
resulting from use of the above products.

Date of revision: May 24, 2004

3701 Market Street. Suite 340, Philadelphia. PA 19104 Tel: 877-biolabs Fax: 215-966-6001 infoddvectorbiolabs.com
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Canadian Food Agence cenadiems
irspecton Agency  dlinspeciion des 2limens

bzl
-
&

haves)

Cffice of Bichazard Cortainment and Safely Bureau du confinemant des biorisques et securite

Science Branch, CAA Direclion générale des saiences, ACIA
53 Camelo! Cxive, Ottawa, Orlario K1AOY9 39 promerede Camelot, Ollawa, Ontario K1AOYD

Tel: (613) 221-7068 Fax. (613) 228129 Tl (613) 221-7068 Télée (613) 286129
Errall: ImportZoopah@rspection §6.ca Coumid: ImportZocpaiv@nspecion.ge.c2

October 20", 2009

Ms. Shamila Survery / Mr. Michael Decosimo
Cedariane Lacoratories Ltd

4410 Paletta Court

Burlington, Ontario L7L 5R2

By Facsimile:  (289) 283-0020
SUBJECT: Importation of Escherichia coli strains

Dear Ms. Survery / Mr. Decosimao:

Our office received your query about the importation of Escherichia coli from the American Type Culture
Coilection {(ATCC) located in Manassas, Virginia, United States. The following Escherichia coli strains are
consider to be level 1 animal pathogens:

' 5K - CIE85 . J52 - MC4100 (MuLac) + US/41

. 58 « DH1 . J53 « MG1655 - W208

. 58-161 - DH10 GOLD . JC3272 - MM294 .« W45

. 679 « DH10B . JC7661 - MS101 . W1485

. 1532 + DH5 - JC9387 « NC-7 . W3104

. AB284 «DH54Ipha™ - JF1504 - Nissle 1917 - W3110

- AB311 . DP50 - JF1508 + One Shot STBL3 « WA704

« AB1157 « DY145 - JF1509 + OP50 - WP2

« AB1208 - DY380 « JJ055 . P78 - X1854

- AG1 - E11 . JM83 . PA309 .« X2180T

« B « EJ183 « JM101 - PK-5 . X2541

. BB4 « EL250 - JM1089 . PMC103 « X2547T

. BD792 - EMG2 - K12 - PR13 « XL1-BLUE
. BL21 - EPI 300 « KC8 . Rri « XL1-BLUE-MRF
+ BL21 (DE3) - EZ1D - KA802 . RV308 - XLOLR

- BM25.8 . FDA Seattle 1946 + KAM32 + S17-1A-PIR - Y10

-C « Fusion-Blue + KAM33 + SCS1 + Y1090 (1090)
. C-1a . H1443 : .« KAM43 » SMR10 - YN2980

+ C-3000 - HF4714 - LE450 « SOLR « W3110

« C25 « HB101 - LE45! « SuperchargeEZ10 + WG

- C41 (DE3) . HS(PFAMP)R - LE452 « SURE » WG439

+ C43 (DE3) + Hfr3000 - MB408 « TOP10 < WG443

. C600 « Hfr3000 X74 . MBX1928 » TG < WG445

+ Cavalli Hir < HMS174 « MC1061

The Office of Biohazard Containment anc Safety (BCS) of the Canadian Food Inspection Agency (CFIA)
only issues import permits for microorganisms that are pathogenic to animals, or parts of microorganisms
that are pathogenic to animais. As the products listed above are not considered pathogenic to animals, the
Office of BCS does not have any regulatory requirements for their importation.

Please note that other legislation may apply. You may wish to centact the Public Health Agency of
Canada's (PHAC) Office of Laboratory Security at (613) 957-1779.

Note: Microorganisms pathogenic to animals and veterinary biologics require an import nermit from the

CFiA.
Sincerely,
/ 7’/‘1 4 '; P PN
podia Cahi T
/  Cinthia Labrie go1
Head, Animal Pathogen importation Program Canada

Office of Biohazare Containment & Safety
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Cell Biology
ATCC® Number:

Designations:
Depositors:
Biosalety T.evel:
Shipped:

Medium & Serumn:
Growth Properties:
Organism:

Morphology:

Source:

Permits/Fonns:

Restnictions:

Applications:

Receptors:
Twmorigenic:

FROM=LAWSON HEALTH RESEARCH 1

519 432 7367

T-866

Cell Line Info

CRL-1573™ [ Order this ltem |
293 (HEK-293] |

Price:

FL Graham

2 [CELLS CONTAIN ADENOVIRUS ]
frozen

Sec Propagation

adherent

Homo sapiens (human)

epithelial

=

JUASN

Organ: embryonic kidney

Cell Type: transformed with adenovirus 5 DNA

In addition to the MTA mentioned above, other AJCC and/or
repulatory permils may be required for the transfer of this

AT CC malcrlal Anyone pu:chas.mg ATCC matendl 1s

here for information regarding the SpCC]ﬁC reqmremenm for
shipment to your location.

These cells arc distributed for research purposcs only. 293
cells, their products, or their derivatives may not be distributed
to third parties.

efBeacy testing [92587]

v1rusc1de testmg [92_ﬂ 9]
vitronectin, expressed
YES

Arnclogenin: X

P.016/015  F-B07
$256.00
Rclated Links »
NCBI Enuez
Search

Cell Migcrograph
Make a Deposit
Frequently Asked
Questians
Material Translcr
Agregment
Technical Support
Relawd Cell
Culture Produgts
Login
Required »
Product
lnfonnatigLShcet

Cell,
microbial and
molecular
genomics
products for
1hc life

_._lil_tﬁ_euf_-_c_e_s

Rio-materials

CSFIPO: 11,12 managgment,
D13S317: 12,14 basic
D168539: 9,13 rcpository 1o
DNA Profile (STR): D5SS818: 8.9 complex
D78820: 11,12 partngrship-
THOQ1:7,9.3 o level services
TPOX: 11 BioStandards
vWA: 16,19
Biological
Reference
Materal and
) Consensus
Cytogenetic Standards [or
Analysis: the life
science
o commMunily
-l ater Al ATOMT A AvtancsdCaralanQanval Dend. A WV mbma T afemlal ATAEN M AN LY A
m:m:w T A S e TROM=  £1943727367 TO- UW0O-BR- Occ “Health F@lE/m‘%
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Cell Biology

ATCC® Number:
Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Permits/Forms:

Restrictions:

[solation:
Applications:

Tumorigenic:

Antigen Expression:

Untitled Document

HTB-77™ | Order this Item
SK-0V-3 [SKOV-3]
G Trempe, LJ Old
|

frozen

See Propagation

adherent
Homo sapiens (human)

epithelial

Organ: ovary
Disease: adenocarcinoma
Derived from metastatic site: ascites

In addition to the MTA mentioned above, other ATCC and/or
regulatory permits may be required for the transfer of this ATCC

Price:

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.

The cells are distributed for research purposes only. The Memorial
Sloan-Kettering Cancer Center releases the line subject to the
following: 1.) The cells or their products must not be distributed to
third parties. Commercial interests are the exclusive property of
Memorial Sloan-Kettering Cancer Center. 2.) Any proposed
commercial use of these cells must first be negotiated with The
Director, Office of Industrial Aftairs, Memorial Sloan-Kettering
Cancer Center, 1275 York Avenue, New York, NY 10021; phone

(212) 639-6181; FAX (212) 717-3439.
Isolation date: 1973

transfection host (Nucleofection technology from Lonza

Roche FUGENE® Transfection Reagents)
Yes
Blood Type B; Rht

$272.00

Related Links »
NCBI Entrez
Search

Make a Deposit

Frequently Asked
Questions
Material Transfer
Agreement
Technical Support

Related Cell Culture

Products
Login
Required »

Product
Information Sheet

BioProducts

Cell, microbial

and molecular

genomics

products for

e sciences

BioServices

Bio-materials

management;

basic

repository to

complex
partnership-

e level services

1/4



1/6/2011 Untitled Document

Cell Biology
ATCC® Numbetr: HTB-161™ [ Order this ItemJ Price: $272.00
Designations: NIH:OVCAR-3 Related Links »
Depositors: R Ozols, TC Hamilton NCBI Fntrez
Biosafety Level: 1 Search
Shipped: frozen Cell Micrograph
Medium & Serum:  See Propagation Make a Deposit
Growth Properties:  adherent Frequently Asked
Organism: Homo sapiens (human) Questions
?Ei,t_l}? il Material Transfer
Morphology: | Agreement
Technical Support
Organ: ovary Related Cell Culture
Source: Disease: adenocarcinoma Products
Il Type: epithelial <
Ce .y-pe epithelia | Login
In addition to the MTA mentioned above, other ATCC and/or Reanitedl b
regulatory permits may be required for the transfer of this ATCC q
WA — material. Anyone purchasing ATCC material is ultimately Product
' responsible for obtaining the permits. Please click here for Information Sheet
information regarding the specific requirements for shipment to your
location. BioProducts
[solation: Isolation date: 1982
Applications: transfection host (Roche FUGENE® Transfection Reagents) Cell. microbial
- . and molecular
androgen receptor, positive; estrogen receptor, posiive; :
Receptors: " genomics
progesterone receptor, positive :
. products for
Tumorigenic: Yes the i
Amelogenin: X e sciences
CSF1PO: 11,12
D138317: 12
D16S539:12 BioServices
DNA Profile (STR): D5S818:11,12
D7S8820:10 Bio-materials
THO1:9,9.3 management;
TPOX: 8 basic
vWA: 17 repository to
complex

partnership-
e levelservices
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Cell Biology

ATCC® Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:

Organism:

Morphology:

Source:

Permits/Forms:

Restrictions:

[solation:

DNA Profile (STR):

Untitled Document

HTB-75™ | Order this Item Price:

Caov-3 ¢

J Fogh

1

frozen

See Propagation

adherent

Homo sapiens (human)

Disease: adenocarcinoma

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.

The cells are distributed for research purposes only. The Memorial
Sloan-Kettering Cancer Center releases the line subject to the
following: 1.) The cells or their products must not be distributed to
third parties. Commercial interests are the exclusive property of
Memorial Sloan-Kettering Cancer Center. 2.) Any proposed
commercial use of these cells must first be negotiated with The
Director, Office of Industrial Affairs, Memorial Sloan-Kettering
Cancer Center, 1275 York Avenue, New York, NY 10021; phone
(212) 639-6181; FAX (212) 717-3439.

Isolation date: 1976

Amelogenin: X

CSF1PO: 10,13

DI13S317:12

D16S8539:9

D5S818:12

D7S8820: 10

THOI1:7

TPOX: 8,10

vWA: 16,18

$329.00

Related Links »

NCBI Entrez
Search

Cell Micrograph

Make a Deposit

Frequently Asked
Questions

Material Transfer
Agreement
Technical Support

Related Cell Culture

Products

BioProducts

Cell, microbial
and molecular

genomics

products for
the life

e sciences

BioServices

Bio-materials
management;

basic
repository to
complex
partnership-

o levelservices

1/3



Comments for pcDNA3: ®

5446 nucleotides ‘a |I1Vitrog en

CMV promoter: bases 209-863 ‘ :
T7 promoter: bases 864-882 life technologies
Polylinker: bases 889-994

Sp6 promoter: bases 999-1016

BGH poly A: bases 1018-1249

SV40 promoter: bases 1790-2115

SV40 origin of replication: bases 1984-2069
Neomycin ORF: bases 2151-2945

SV40 poly A: bases 3000-3372

ColE1 origin: bases 3632-4305

Ampicillin ORF: bases 4450-5310

Pvul

* There is an ATG upstream A-150228

of the Xba | site.

The sequence of pcDNA3 has been compiled from information in sequence databases, published sequences,
and other sources. This vector has not yet been completely sequenced. If you suspect an error in the
sequence, please contact Invitrogen's Technical Services Department.



Adonovirus Using AdEazy'™

Fack

- CosTeranalonm Into bacteria -
Ezlect with Kanamycin

lj Linewire with P |

x|
Eacipadilios $ijasl

Peomader

L34

)

enniatt )
=

patyAs

Recombinant pAd

Bardll

AdsAq1aE>
lu Linaarite with Pac )
Erapaldation Sigral
e ' Y HITR
& B | st DA | | =
Peot Promoted gty hs Mact

= Transler Irto Z3)A cofls

Ready to & amphfiad recombinant adancerinis

e Save weeks of time by avoiding
multiple plaque assay steps

o Exploit the robust, efficient E.Coli
homologous recombination system

o Comprehensive kit components
including 293 cells and bacterial
cells

'\,ll?!('ﬂnl"':‘g,*""’ P Encapeidstian Signal
[l P 4
5_'}&4‘ \ " Promate
pAdEasy-1 S} & TranstarVeelor Jogeq N Gonaotinenm

(334 Kb) - (1A KE) a -
RITA f-\".', 24 Ad Easy
i ‘k.\: o, AU L ;

g50p115%> R W

Reference Library
Protocol

Sequences
Plasmid Maps
Product Profile

FAQ

The AdEasy™ system is used to rapidly generate recombinant adenovirus without the
need for time consuming plaque purification. Developed by T.C He et al (12), the
AdEasy™ system exploits E. coli's robust, efficient recombination machinery thereby
avoiding restriction-ligation involving the unwieldy (36kb) adenovirus genome.
Bacterial and 293 cells that are essential to the technique are included in every kit
with each kit providing enough reagents to generate up to 5 recombinant
adenoviruses. The highly detailed user manual is an invaluable resource for
beginners as well as those experienced in this field of work.

STEP 1 : The cDNA of interest is first cloned into a transfer vector.



STEP 2 : The resulting plasmid is linearized with Pme I and co-transformed into E.
coli strain B15183 together with pAdEasy-1, the viral DNA plasmid. Recombinants are
selected with kanamycin and screened by restriction enzyme analysis.

STEP 3 : The recombinant adenoviral construct is then cleaved with Pac I to expose
its ITR (Inverted Terminal Repeats) and transfected into QBI-293A cells to produce
viral particles.

AdEasy™ Kit

The AdEasy™ kit comes in a complete package format containing all the principal
components and controls for the construction of 5 recombinant viruses. Each
AdEasy™ system kit includes all the components listed below plus your choice of one

transfer vector.

CatNo. | Product’ ' [ Transfer Vector |1 1

AES1000 AdEasy™ basic kit without transfer vector 5 assays
AES1000A AdEasy™ kit pShuttle (AES1020) 5 assays
AES1000B AdEasy™ kit pShuttle-CMV (AES1021) 5 assays

Description of Plasmids and Kit Reagents

Contents of the AdEasy™ Kit

Description 1

[Gae NG T eroductTidT uantity’ T [||storage.

pAdEasy-1 S : .20°
AES1010 ccc DNA plasmid Ad5\E1/NE3 0.5ug (100ng/pl; 5pul)  -20°C
BJ5183 EC o
AES1005 Electrocompetent cells BJ5183 5 x 8opl -80°C
DH5cc EC -
AES1007K Electrocompetent cells DG 5 x40 40°C
AES0503 QBI-293A cells Frozen 293 cell line 1ml (1 X 10° cells/ml)  -150°C
QBl-Infect Viral particles of =
Ad5.CMV-LacZAE1/AE3  (in complete DMEM) 1mi (1000 PFUImI)  -80°C
CaCl; 2M Transfection reagent 0.5ml -20°C
TE 0.1x Transfection reagent 0.5ml -20°C
HBS 2x Transfection reagent 3x1ml -20°C
(see above) Choice of transfer vector 25pg (500ng/ml; 50ul) -20°C
Storage

-20°C to -150°C



act t
{ Barntil

Avrll 32944
vl 32 EcoRt 3641

BstBl 3647
bad/Spel 3653
Clal 6%

7 Bsifl 3665
A ARN{1/5Y 3662
o

Ny, BsIX1 4748

BsiXl 29952

Mdel 28570

BeIXI 27571
EcoRi 27465. Ny,
Sopal 27216~

BstXl 26172..

pAdEasy-1

33414 bp

“BsiXI 9997

BamHl 21696

Avrll 20763 —_
Avill 13210
Pmal 13392

Nisl 19633
BsIXi 14231



BARF form attached (Shepherd)

Subject: BARF form attached (Shepherd)
From: Jennifer Stanley <jstanle2@uwo.ca>
Date: Mon, 10 Jan 2011 11:48:41 -0500
To: Trevor Shepherd <tshephe6@uwo.ca>
CC: Gail Ryder <Gail.Ryder@LawsonResearch.Com>

Hello there
Thank you for sending this. Please send the following information:

1. Teresa's training is incomplete. Please let me know what you are doing to rectify this.
For information on Biosafety training, please see: http://www.uwo.ca’humanresources
ffacultystaff/h_and s/training/training idx.htm

2. In Section 5 you say yes to human gene therapy trials...is this the case (as the rest of the
section is blank) or did you pick "Yes" by mistake?

3. Thank you for providing information on the HEK cells. Please send any information you
have on the other cell lines. We were able to find information on SK-0V3, OVCARS, and
CaOV-3.

4. Please provide information on the pSCA plasmid referenced in Table 4.1.

Thanks
Jennifer

-------- Original Message --------
Subject:Fwd: Fwd: BARF form attached
Date:Thu, 30 Dec 2010 14:24:38 -0500
From:Jennifer Stanley <jstanle2@uwo.ca>
To:Gail Ryder <Gail.Ryder@LawsonResearch.Com>
CC:Trevor Shepherd <tshephe6@uwo.ca>

Hi Gail

Please send through the signed version by January 7, 2011...
All the best,

Jennifer

Cdﬁf;ht-T&be: “ _-:e\-ﬁplicati;{n/pdf_

Shepherd BARF.pdf
epherd P Content-Encoding: base64

P 1/10/2011 1149 AM



