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Modified November 23" 2010

Description of Research Projects.

In our laboratory we utilize a variety of isolated tissues/cells, including primary and
established cultures of rodent (rat and mouse) vascular smooth muscle cells, whole
blood isolated from research volunteers and/or patients as well as adipose (fat) tissue
biopsy samples from patients to examine the following:

a) The effect(s) of high blood pressure on cellular function is isolated cells from
rodents and/or humans.

b) Regulation of isolated cells (rat, mouse or human) in response to steroid
hormones

c) Alterations in the expression patterns of hormone receptors in isolated
cells/tissues obtained from rat, mouse or human.

For many of these experiments we require adenoviral constructs in order to regulate the
expression of various proteins/genes of interest in these isolated cells.

All of the adenoviral constructs listed in the Biohazardous Agents Registry Form have
been generated using the Microbix adenovirus vector creation kit as previously
described in some of our publications (Ding et ai., 2009, Gros, et al., 2006; Gros, et al.,
2007).

Briefly, rat or mouse vascular smooth muscle cells will be isolated via enzymatic
digestion as previously described in detail (Gros, et al, 2006: Ding, et al., 2009; Gros, et
al., 2007) and maintained in culture for various experiments and assays. Of note, live
animals are only to be used a source of tissues and cells and will not be used for
infection with the various adeno-viral constructs. For isolated human mononuclear
leukocytes we utilize Ficoll-Hypaque separation protocol as previously described in
detail (Gros, et al., 2007

Cells maintained in culture are infected using the various adenoviral construcis. Briefly,
cells are incubated with adenoviral constructs for 12-16h following which cells are
washed and culture media replaced. Forty eight hours post-infection cells are utilized
for various assays including arborization, contraction as well as western blotting.

Please refer to the standard operating procedure listed below:



Modified November 23" 2010

HUMAN ADIPOSE TISSUE EXPERIMENTS --- Standard Operating Procedures:

* Laboratory coats, gloves and safety glasses are worn while handling human adipose tissue.
Universal level 2 precautions will be observed.

» Human adipose tissues are handled inside the biologica! safety cabinet (BSC) in room
4244C.

* Isolation of adipocytes for proteins, DNA or RNA are performed via enzymatic digestion
in sealed 50 mL conical tubes. All centrifugation steps are done in sealed conical tubes.

» All'serological pipettes, pipette tips are decontaminated in a solution of clidox, quatricide
or diluted bleach (1:10 dilution of household bleach) for 30 minutes prior to discarding
into biohazard waste container.

* Upon completion of digestion/isolation, all work surfaces and equipment used during the
handling of human blood products are sprayed with clidox, quatricide or diluted bleach
solution followed by a wash with 70% ethanol and air-dried.

* All solid waste materials related to the adenoviral experiments are placed in biohazard
waste bag and sealed for disposal (i.e. to be autoclaved).

» Vacuum lines are HEPA filtered prior to entering into the vacuum system. For aspirated
liquid waste, aspirate full-strength bleach through the suction tube into the liquid waste
container to the approximate final concentration (1 in 10) and soak for 15 minutes and
empty entire contents down the drain. Rinse drain and liquid waste flask with 70%
ethanol.

» The resultant protein, DNA or RNA samples will be stored at -80 for subsequent use.



Product Data Sheeat

pSMPUW Universal Lentiviral Expression Vector
(Promoterless)

S T AT S ST R L VRS R ARG A AT A AL SRR A TR B WS SR a2 o
CATALOG NUMBER: VPK-211 STORAGE: -20°C

QUANTITY AND CONCENTRATION: 10 g at 0.2 g/l in TE

Background
Lentivirus vector based on the human immunodeticiency virus-1 (HIV-1) has become a

promising vector for gene transfer studies. The advantageous feature of lentivirus vector is the
ability of gene transfer and integration into dividing and hon-dividing cells. The pseudotyped
envelope with vesicular stomatitis virus envelope G (VSV-G) protein broadens the target cell
range. Lentiviral vectors have been shown to deliver gencs to neurons, lymphocytes and
macrophages, cell types that previous retrovirus vectors could not be used. Lentiviral vectors
have also proven to be eftective in transducing brain, liver, muscle, and retina in vive without
toxicity Or mnune responses. Recently, the lentivitus system is widely used to integrate siRNA
efficiently in a wide variety of cell lines and primary cells both i vitro and in vivo.

Lentivirus particles are produced from 2937 cells through transient transfection of plasmids that
encade for the components of the virion. Due to safety concerns regarding the infectious nature
of HIV-1, recent lentiviral packaging syslems have separated the viral components into Jord
plasmids. However, these systems still prescit a small chance of generating replication-
competent lenlivirus upon recombination. In addition, mos{ commercial lentiviral packaging
systems provide plasmids containing the viral structure proteins in a premixed formolation,
making it neacly impossible to optinize the ratio of the various plasmids [or your particular
experiment and host cell.

pSMPUW Universal Lentiviral Expression Vector (Promoterless) does not contain any prototer
alicad of the multiple cloning sites, nor does il contain any reporter genes or antibiotic selection
markers. This makes the system truly universal by allowing you to introduce your own
promoter, marker or reporter that is optimal for your gene of interest or target cell. 1t also makes
the system ideal lor promotet studies. The expression veclor can accomimodate inscrts up to 10

b,

Related Products
. VPK-205: ViraSafe™ Lentiviral Packaging System. Ecotropic

7. VPK-206: ViraSafe™ Lentiviral Packaging System, Pantropic

3 VPK-107: QuickTiter™ Lentivirus Titer Kit (Lentivirus-Associated HIV p24)
4 VPE-090: ViraBind™ Lentivirus Concentration and Purification Kil

S TV-2000 ViraDuetin™ Lentivirus Transcuction Kit
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Unique Elements of the pSMPUY Universal [.entivirus Expression Yector

3 (j_encrnfidn Lentivirns Bxpression Vector ~ pSMPUW Lentivirus Expression Vector

[aacllua | [ N wosH e - DR B4

Element ) [ Name | Benefits compared to 3™ Generation System .
B - ELEMENTS ADDED ' L ]
Central Polypurine Tract ¢ Increased gene expression levels
Hybrid 3* L'TR Paly(A) o Increased safely: prevents read-through transcription
W _ o [ncreased viral titer: vector transcript more stable in packaging cells |
WPRE ¢ [ncreased viral titer

WPRé

o ELEMENTS DELETED ]

_ Ciag scquence s (ncreased safely: reduces sequence homalogy
Rev-Responsive Element o increased safety: reduces sequence homology

Safety Considerations
Remember that you will be working with samples containing infectious virus. Follow the recommended

NIH guidelines for all materials containing BSL-2 organisms. The ViraSafe™ Universal [entiviral
Fixpression System is designed to minimize the chance of generating replication-competent lentivirus, but
precautions should still be taken to avoid direct contact with viral supernatants.

pSMPUW Vector

5'LTR
Kanf
Iil
pSMPUW
4.6 kb
PPT
3P LTR
" Mes
WPRE
MCS: GGGGGATCC(}CGGA/\TTCGTCQA’FATCAGCGTCG/-\C.L\A'F

Bamll teoRl EcoRY Sall

Figure 1: pSMPUW Lentiviral Expression Vector (4032 bp, Kanamyein-resistant), Nose: Bacterial
culture of pSAPT T vecior vhowdd b done i mredinnt con’ing 10 pg/ml Kair vevein,

PeoRiZXhol Digestion: 1251 bp ~ 3381 op
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Leutivirus Production

1.

it

One day before transfection, plate sulticiert 2937 cells or 293LTV cells (cat.d LTV-100) to
achieve 70-80% conflucnce on the day of transfection.
Transtect cells by Calcium Phosphate or other bransteetion reagents.

Note: We suggest iransfecting cells with FuGLENER: Transfection Reagent (Roche Applied Science) or
Lipofectamine™ Plus (Invitrogen). We recommend the ratio of vectors at 3:1:1-1 (pSMPUW: pCMV-
FSY-GpRSV-REV pCep¥).

3.

Harvest lentiviral supernatant 36-72 hours after transfection. Supernatant can be harvested 2 or 3

times, every 12 hours. Keep it at 4°C over the collecting period.

Pool the collected supernatants, centrituge 5 minutes at 1500 rpni to remove cell debris and filtrate
on 0.22 pm,

Supernatants can be used dircetly or puritied/concentrated it needed. For long term storage, store

supernatant at -80°C in aliquots.

Post-Packaging Considerations

Packaging your lentivirus is only the first step to ensuring successtul expression of your gene. The
following steps should be considered prior (o infection of your host cell:

A=

Conceniration and purification of your fentivirus: Because of the latent nature of lentivirus, it
is imperative that your virus be highly concentratcd belore infecting your host cell. Also,
impuritics {ron your viral supernatant can decrease the efficiency of infection. We recommend
using Cell Biolabs ViraBind™ Lentivirus Concentration and Putification Kit (Catalog # VPK-

o) kg llpore bl

Measure the titer of your lentivirus: This is an important step 1o ensure consistent viral
wransduction into your host cell. However, QPCR or stable clonc counting can take as much as [-2
weeks to perform. Traditional p24 ELISA Kits can greatly overestimate your lentiviral titer. Our
advanced p24 ELISA, Quick Titer™ Lentivirus Titer Kit (Catalog # VPK-107), uscs exclusive
technology that eliminates fvee p24 from your supernatant, giving you much mere accuraic
lentiviral titers. Results are obtained in 6-18 hours.

Use transduction reagents to inerease infeetion efficiency: Many cells are ditficult to inleet
with lentivirus, and without supplemental reagents transduction cfficiencies can be low. Reagents
such as Polybrene® can help. but are often insufticient, Cell Biolabs™ proprictary reagents inour
ViraDuctin™ Lentivirus Fransduction Kit (Catalog # [.TV-200) form a super-complex with your
virus fo increase transduction efficiencies by prometing virus and cell interaction.
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Notice to Purchasex

This product is sold for research and development purposes only and is ot 1o be incorporated into products for resale without
written permission from Celf Biofabs. Tiie patented lechnology is covered by a license from CHELA and University of
Southern California. By the use ol this product you accept the terms and conditions of all applicable Limited Use Label
Licenses. You may contact our Business Development department al busdevizicelbinlabs.com for information on
sublicensing this technology.

Wapranty

These products ave warranted to perform as described in (heir labeling and in Cell Biolabs literature when used in accordance
with their insteuctions. THERE ARE NO WARRANTIES THAT CXTEND BEYOND THIS EXPRESSED WARRANTY
AND CELL BIOLABS DISCLAIMS ANY (MPLIED WARRANTY OF MERCHANTABILITY OR WARRANTY OF
FITNESS FOR PARTICULAR PURPOSE. CELL BIOLABS s solc obligation and purchaser’s exclusive remedy for breach
of this warranty shall be, at the option of CELL BIOLABS. to repair or replace the products. In i event shall CELL
BIOLARS be liable for any proximate, incidental or consequential damages in connection with the products.

This product is for RESEARCH USE ONLY; not for use in diagnostic procedures.

Contact Information
Cell Biotabs, Inc.
7758 Arjons Drive
San Diego, CA 92126
Worldwide: +1 858-271-6500
USA Toll-Free: 1-888-CBL-0505

E-mail: teghrareelibiolabs.com

wwwy cellbiolabs.con

©2009-2010: Cell Biolabs, Inc. - All rights reserved. No part of these works may be reproduced i wny form without
permissions in writing.
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HinD 11l 596

Pst| 678
Nhe | 900

ColE Ori

AmpR Pst | 1506

HinD 11l 1898

pCygpV Packaging Vector

9118 bp
gag/pol

poly(A) Signal

VA Pst 13029

Nhe | 5860

Comments for pCgpV packaging vector

1-589bp: CMV Promoter

975-5281bp: HIV gag/pol sequence

975-2477bp: gag coding sequence
2270bp: gag/pol frameshift
2270-5281bp: pol coding seqtience

5346-5578bp: HIV Rev response element (RRE)

5633-6065bp: Adenovirus VA RNA sequence

6066-6315bp: SV40 late polyadenylation signal

7273-8133bp: Amp resistance gene

8280-8919bp: ColE ori

Fragments created by Pstl digest: 927bp+1424bp+6767bp=8118Hp

‘racments creatcd by Nhel digest: 4158bp+49600;.-5118bp
Fragments created by Hind I digest: 1302bp+7816bp=9118bp



Addgene - plB Plasmid Data

# yaddgene
o Information

Deposit Plasmids Request Plasmids

hrtp://www.addgene.org/pgvecl?f:c&idenn‘ﬁer:1]619&ath==plb&cm..

Search for Plasmids:

3rawse  Search  Pricing

Browse > Stephan Kssler > Kigsler et al > pLB

Print Frienc

Plasmid 11619: pLB

Genefinsert name!
Insert size (op):

Fusion proleins or tags:
Terminal:

Vector backbong:
Backbone manufaciurer:
Type of vector:

Backbone size (bp):

Cloning site &"

Site destroyed during cloning:
Cloning site 3

$1e desiroyed during cloning:
5 Saquencing primer:
Bacleria resistance:

High of low copy:

Grow in standard E. coli @ 37C:
Sequence;

Aulhor's Map;

Plasmid Provided In;

Principal mvestigator:

Terms and Licenses:

Comments: pl.B is a modification of p
prevent epigenelic silencing were add

None

Unknown

GEP

C tarmiaal on hackbone

pLL3.7 (Sgarch Veclor Dalabase)
NIA

Mammal-an
expression, Lentiviral, RNAI Crefl.ox

8500

Hpal

No

Ahol

No

mUS-F {List of Sequencing Primers)
Ampiciliin

High Copy

Yes

View sequence
View mag

DH5a

Stephan Kisster
MTA

eloment {(#40) was cloned upstream of the U6 prometer and a scaffold-
allached region (SAR) was claned downstream of GFP

Please see author's map fur more detailed informalion.

Nola. A single base pait deletion at posilion 11 of the UB promater in this
plasmid does not impair the efficacy of this reagent.

Addgene has sequenced a portion of this plasmid for v

for the sequencing resufl.

Click on map to enlarge

Lof3

Plasmid Tools

FAQ

Emall

LL3.7. Two genslic elements known to
ed. A fragment of one antirepressor

grification. Click here

Lagin | New User
o

About Addgene
Plasmid Cart
Your cart 8
emply

. o Recently

Plasmid Links Viewad

A )

. uthor's Map olB
Sequenca Plasmid 11619
Related
Plasmids

From Ihis arlcle,
Stephan Kissler ;
Lab Plasmids
Mammalian
RNAI Tools

Thisis
comntonly
requestad with

pLKO.1- TRC
cloning veclor

psPA2 :
pLKO.1- TRC
conlrol
pLL3Y

14/24/2008 10:18 AM



Addgene - pl8 Plasmid Data httpr {fwew.addgane.org/pgvecl =c&identifier- 116198&atqx=plb&em...

Ean
il o

Saelected features Unique restriclion

CAG_enhancer 318 - 805 sites
CMV_immeariy_promoler 239 - 815 Spel 252
CMV_fwd_primer 712 - 792 Narl 1019
HIV-1_5 LTR 835 - Psil 2420
1015 Xpal 2097
truncHIv-1_3 LTR §35 -
1016 Hpal 3316
HiV-1_psi_pack 1126 - #hol 3331
1170 Notl 3446
RRE 1686 - Nhel 4070
1919 Agel 4079
Orf frame 1 1564 - EcoRl 4812
2451
Sacll 5423
cPPT 2450 - i
2485 iwpnl 5650
pBluescriplKS_primer 3332 - Fspl 8133
3348
foxP 3391 -
3424
CAG_enhancer 3544 -
3831
CMv_immearly_promoter 3489 -
4041
CMV fwd_primer 3998 -
4018
CMV_promofer 3699 -
4068
EGFP. N_primer 4158 -
4137
EGF? 4082 -
4808

20f3 10/24/2008 10:18 AM



Addgene - pLB Plasmid Data

1o0f3

Crf frame 3 4092 -
4811
Orf frama 3 4847 -
4077
EGEP_C. primos A745 -
4766
loxP 4831 -
4864
WPRE 4922 -
5509
Orf frame 1 5023 -
5664
pBluescriptkS_primer 5528 -
5512
cPPT 6500 -
6515
UIPPT 8500 -
6521
HIWV-1_5_LTR 6837 -
7017
truncHiv-1_3_LTR 6837 -
7017
pBR322_crigin 7683 -
7664
Orf frame 2 8698 -
7838
Ampicillin BB9S -
7838
AmpR_promcter 8768 -
8740

Article: In vivo RNA interference demonslratss a rote for Nramp 1 in modifying

suscantibility to type 1 diabetes, Kissler S el al. (Nat Genet. 2006 Apr .

38(4):479-83. Pubmed)

Please acknowledge the principai investigater and cite this article if you use

this plasmid in a publication.

Also, please include the text "Addgene plasmid 11619" in your Malerials and
Melhcds section. This information allows Addgene Lo create a link from the

plasmid page to your publication.

Home | Contact | Terms of Use | MTA and Licenses | Prvacy Palicy |
Site Map

© 2003-2C07 Addgene, Inc. Al Rights
Reserved

hrtp://ww.v.addgene.org/pgvecl?f:c&|dentiﬁer=11619&athcplb&cm...

10/24/2008 10:18 AM
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Product Manual

ViraSafe™ Lentiviral Packaging System,
Ecotropic

Catalog Number
VPK-205 1 kit

FOR RESEARCH USE ONLY

Not for use in diagnostic procedures
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Introduction

Lentivirus veetor based on the human immunodeficiency virus-1 (HIV-1) has become a promising
veetor Tor gene wansier studies. The advantageous Teature of lentivirus veetor is the ability of gene
transler and integration into dividing and non-dividing cells.  Lentivirus pseudotyped with the MLV
ccolrapic envelope glycoprotein will only transduce mouse and rat cells with high elficiency.
Lentiviral veelors have been shown to deliver genes to neurons, lymphoeytes and macrophages, cell
types that previous retrovirus vectors could not be used.  Lentiviral vectors have also proven to be
elfective in transducing brain, liver, muscle, and retina in vivo without toxicily or immune responses.
Recently. the lentivirus system is widely used to integrate siRNA clticiently in a wide variety ol cell
lines and primary cells both in vitro and in vivo.

| entivirus particles are produced (rom 2937 cells through transient translection of plasmids that
encode for the components of the virion (Figure 1), Due to safety concerns regarding the infectious
nature of THV-1, recent lentiviral packaging systems have separated the vical components mto 3 or 4
plasmids. However, these systems still present a small chance of generating veplication-competent
lentivirus upon recombination. [n addition, most commercial lentiviral packaging systems provide
plasmids containing the viral structure proteins in a premixed formulation, making it ncarly impossible
lo optimize the ratio of the various plasmids for your particular experiment and host cell.

Cell Biolabs' ViraSale™ Lentiviral Packaging System provides a much saler method (o package
lentivirus, while still providing high viral titers. In addition, each plasmid is provided separately vather
than in a packaging mixture, This allows you the fexibility to amplify individual plasmids and
optimize the ratio ol plasmids Tor your experiment.

Key Featnres ol ViraSale™ Lentiviral Packaging System:

I. Packaging Plasmids: Improve the packaging plasmid to increase performance and reduce the
likelihood ol recombination between vector components.
a. Minimize THV sequences — no aceessory proteins, Tator Rev, or L'TRs
b. Prevent overlap with veetor SM by codon wobbling Gag sequences
¢. Boost particle production by incorporating adenovirus VA element

2. Flexible: All vectors including packaging veetors ave provided separcately to allow end-user to
oplimize the veetor ratio Tor maximal lentivieus production.

CHLL BIOLALS, PN
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Vectors
Envelope
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Transte Vector

Veclor

Transfect
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Incubate with
Target
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Figure 1. Leativirus Production in 293T Celis

Related Products
| VPK-206: ViraSale™ [ entiviral Packaging System. Pantropic

VPK-107: Quick Titer™ Lentivirus Titer Kit (Lentivirus-Associated HIV p24)

2.

30 VPK-108: Quick Fiter™ Lentivirus Quantitation Kit

4 VPK-090: ViraBind®™ Lentivirus Concentration and Puritication Kit
5 LTV-200: VieeDuetin™ Lentivitus Transduction Kit

6. LTV-100: 29301V Cell Line

st

CELL BIOLABS, INC,



Lanigue Elements of the ViraSale™ Lentivirus Packaging System

Third Generation
_Lentivirus Packaging System

_ PACKAGI

NG VECTOR 1

Virasafet™
Lentivirus Paclaging System

S e e I 0N

]‘W'l W‘] .

[P ]_l gag |—mﬁ~4 RRE ||

A oty |

Lo ]

 PACKAGING VECTOR#2 )
Thov | [ Y wov |

ENVELOPE VECTOR

] P

t eokny |

Packaging |-

Adenovirus VA

| Veetor lement Name I Benefits compared (o 3" Generation System
Name - e
R LLEMENTS ADDED -
Codon Waobble o Increased safety: reduces sequence homology

Inereased viral titer

Vector #1 e

I | =— S e e R i = SIS s
I<it Components
I. pRSV-Rev Packaging Vector (Part No. 320022): One 40 pl. vial at 0.25 mg/ml..

2.0 pCMVY-Leo Lnvelope Yector (Part No. 320026): One 40 ul. vial at 0.25 mg/ml.

Fignre 2. pRSV-Rey Packaging Vector (4189 bp. Ampicillin-resistany, FcoRE Digestion: 300 bp

BB by




[ cmv

Figure 3: pCMV-Lico Envelop Vector (6763 bp, Ampicillin-resistant). Bamtl Digestion: 777 bp +
5986 bp.

ey .| gag o
_pol

Figure 4: pCgpV Packaging Vector (9118 bp, Ampicillin-resistant). Pst [ Digestion: 927 bp + 1424
bp + 6767 bp.

Materials Not Supplied

I, Lentivital Transfer Vector

2 2037 celis: we recommend 293LTV Cell Live (Cat. # LTV-100) tor high titer production of
lentivirus.

3. Cell Cublture Medium

4. Transfection Reagents

Storage

Upon receipt. store ali other kit components at -20°C untif their expiration dates.

Safety Considerations

Remember that you will be working with samples coltaining tnteclious virus. Fellow the
recommended Nil [ guidelines for all materials containing BS[.-2 organisms. The YiraSafz™
Universal Lentiviral Expression System is designed to minimize the chance of generating replication-
competent fentivirus. but precautions should still be taken (o avoid direct contact with viral
supernatants.

Lentivirus Production

1. One day hofore translection, prate sutticient 2931 celi o 293LTV cells (cat.# [TV-100) to
achieve 70-8i% confluence on the day of transfection.
2. Transtect cells by Calcium Phosphale or other transfection reagents.

b
CELL BIQLABS. INC.



Note e suggest transfeciing cells with FuGENT S Transfection Reaseni (Roche Applied Scienc
or Lipofectamine ™ Plus (vitragens e recommennd the ratio of vectors af S0 transter
vector. pCA e pST-RET pCepl'y,

i

Harvest lentiviral supernatant 36-72 howrs afler tanslection. Supernatant can be harvested 2 o
3 times. every 12 hours, Keep it at 4°C over the collecting period.

4. Pool the collected supernatants, centriluge $ minutes at 1500 rpm 1o remove cell debris and
flieate an 0.22 a,

Supernatants can be used diveetly or purificd/concentraied if needed. For Tang term storage.
stare supematant at -80°C i aliguals.

il

Post-Packaging Considerations

Packaging your lentivirus is only the first step to ensuring successtul expression of your gene., The
[ollowing steps should be considered prior Lo infection o [your bost cell:

1. Concentration and purification of your lentivivus: Because of the latent nature of lentivitus.
i is imperative (hat your virus be highly coneentrated belore infecting your host eell. Also,
impuritics tont your viral supernatant can decrease the eflicicney of infection, We recommend
using Cell Biolabs™ ViraBind™ Lentivirus Concentration and Purilication Kit (Catalog # VPK-
(090).

2. Measure the tifer of your lentivirus: This is an important step to ensure consistent viral
transduction into your host cell. However, QPCR or stable elone counting can take as much as
12 weeks to perlorm. fraditional p24 ELISA kils can areatly overestimate your fentiviral titer.
Ouwr advanced p2d ELISA, Quick Titer ™ Lentivirus Titer G {Catalog # VIPK-107). uscs
exclusive lechnalogy that climinates free p24 ftom your supernalant. piving vou much moge
aceurate lentiviral Uters. Results are ablained i 6-18 hous.

Use Grausduction reagents (o increase infeetion efticieney: Many cells ave difticull Lo infeet
with lentivirus, and without supplemental reagents transduction efficiencies can be low.
Reagents such as Polybrene® can help, butare oflen insutticient, Cell Biolabs’ propriclary
reagents in our VicaDuetin™ Leptivirus Transduction Kt {Caalog # LTV-200) fornt a super-
comples with vour virus o increase tansduction cliiciencics by promoting virus and cell

Lt

interaction.
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5 White S. M., Renda M., Nam N, Y., Klimatcheva L., Zhu Y., Fisk £.. Halterman M., Rimel B. L.
Federoll H.. Pandya S, Roseublatt . D., and V. Planelles (1999} Firol. 73:2832-40.

6. Kafri T.. van Praag H., Ouyang L., Gage F. H..and I. M, Verma (1999} ./ iiral. 73:576-84.

Notice to Purchaser _
This product is sokl for rescarch and development purposes only and is not to be incorporated into
products for resale without written permission from Cell Biolabs. The patented technolopy is covered
by a license [rom University of Southern California. By the use of this product you accept the terms
and conditions af all applicable Limited Use Label Licenses. You may contact our Business
Development department at busdevideclibialabs.com for information on sublicensing his technology.

Warranty

These products are warranted to perform as described in their labeling and in Cell Biolabs literature when used in
accordance with their instructions. THERE ARE NO WARRANTIES THAT EXTEND BEYOND TIHIS EXPRESSED
WARRANTY AND CELL BIOLABS DISCLAIMS ANY IMPLIED WARRANTY OF MERCHANTABILITY OR
WARRANTY OF FITNLESS FOR PARTICUL.AR PURPOSE. CELL BIOLABS' sole cbligation and purchaser™s
exclusive remedy (or breach of this warranty shall be, at the option of CELL BIOLARS, to repair or replace the products.
In no event shall CELL BIOLABS be liable for any proximate, incidental or consequential damages in corsnection with the
products.

Contact Information
Cell Biolabs, Inc.
7758 Arjons Drive
San Niego, CA 92126
Worldwide: +1 858-271-6500
USA Toll-Tree: 1-888-CBL-0505

wiavw . cellbielabs.com

©2009: Cell Biglabs, Ing. - All rights veserved. No part of these works may 2¢ reproduced in any forn without permissions
i swriting.

5 CELL BIOLARS, INC,



Faw: Lentivirus use

Subject: Fw: Lentivirus use

From: Ron Noseworthy <rnoseworthy @robarts.ca>
Date: Tue, 06 Apr 2010 09:33:02 -0400

To: jstanlc2 @ uwo.ca

FYL Ron

----- Original Message -----

From: Mike Jackson <mjacksonf@robatts.ca>
To: Ron Noseworthy

Sent: Tue Apr 06 09:28:49 2010

Subject: Lentivirus use

Hi Ron,

Tust wished to clarity that we will not be using lentivirus for any live
animal work. [ had forgotten to add a statement to that effect in our
biohazard moditication form.

Thanks. Mike

40010 9: 30 AN



THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Biohazards Subcommitiee: April, 2008
Biosafely Website: www.uwo.calhumanresources/biosafety/

This form must be completed by each Principal Investigalor holding a grant administered by the Universily of
Western Ontario or in charge of a Jaboratory/facility where the use of Level 1, 2 or 3 biohazardous agents are
described in the Jaboratary or animal work proposed. The form must also be completed if any work is proposed
involving animals carrying zoonotic agents infectious to humans. This form must also be updated at least every 3
years or when there are changes (o the biohazards being used.

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

Completed forms are to be returned to Occupational Health and Safely, OHS (Stevenson-Lawson Building,
Raom 295) for distribution 1o the Biohazard Subcommiltee. For questions regarding this form, please contact the
Biosafely Officer at extension 81135. If there are changes to the information on this form (excluding grant title
and funding agencies), modifications must be submitted to Occupational Heallh and Safely. See website:
www.uwo.ca/bumanresources/biosafety/

PRINCIPAL INVESTIGATOR  Jobn Macbongld / Michael Jackson

SIGNATURE (P I } -
DEPARTMENT (/Robarts Research Institute/ Physiol & Pharm
ADDRESS __100_Perkth Drive L
PHONE NUMBER 33850 - B e
EMAIL _inacdS3@uWo . Ca
. . ' 4 O
Localion of experimental work to be carried out: Building(s) RRI Room(s) | O | )(

[eyped e
*for work being performed at Institutions affiliated with the Universily of Western Ontario, the Safety Officer for
the Inslitution where experimenls will take place must sign the form prior to its being sent 1o Occupational Health
and Safely (See Section 12.0, Approvals). For research being done at Lawson Health Research Institute,
London Regional Cancer Prograr, Child and Parent Research Inslitute, or Robarts Research Instilute, a
Universily Biosafety Commiltee member can also sign as the Safely Officer for the Institution.

FUNDING AGENCY/AGE{NC'ESZ___ CIER . HAFRC. Caradiap Siroke Network
GRANT TITLE(S): 1)Cell Siawalling, NMDA Receptore and Hippocanpal Hetaplasticity (MOE-44€03)
2] The role of THE chapnels in_stroke, agicg and caleium senging in _the central nervous systonm

(MOP-15514) and 3 Neuvoproteet ion: freventing enll death and neuroual damage from stroke

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

REVIEWED,

Mames of all perscnnel working under Principal Investigators supervision in this location

iz T bongoin Li

BESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT 8BE REVIEWED®

":ti_}-- 1 =%



1.0 Microorganisms

1.1 Does your work involve the use of microorganisis or biological agents of plant or animal origin (including bt
not lirnited 1o viruses, prions, parasiles bacteria)? O YES (O NO
If no, please proceed to Seclion 2.0

1.2 Please complete the table below. = -
Mame of is it known | Isitknown | lsitknown | Maximurn Source/ Health
Biological tobea to be an to be a quantity to | Supplier Canada or
agent(s)* hurnan animal zoonolic be cultured CFIA
pathogen? | pathogen? | agent? at one time? Containment
3 | YESINO YES/NO YESINO (in Litres) | Level
V?Ef,lp?iui{?: © Yes. 1 ®Yes—— [OYes  |o.gin “acadenie 10902 63, | 1z
L s O No O No @ No Mol Gs1¢
adbi o TOYes | OYes  |OYes | 0102 03] pgest et
‘_}g)oi}\'"':), 0 No O No QO No 1 ' (}9
: O Yes O Yes O Yes A ol 02 93 '
O No O No (O No
o 1O Yes OYes  |OYes 1T 610203
O No O No O No
Please allach a Material Safely Data Sheet or equivalent from the supplier. -
2.0 Cell Culture
21 Does your work involve the use of cell cultures? @ YES ONO

If no, please proceed lo Seclion 3.0

2 2 Please indicate the type of primary cells (i.e. derived from fresh tissue) that will be grown
in culture in the lable below

Cell Type Is {his cell lype used | Source of Primary Cell | AUS Protocol Number
Human OYes  @No Not applicable
_ﬁiém_ 777777 - @ YGS () NO I V ‘-:‘tC;UHL" aran I

“Non-human primate | O Yes “®No

Other (specif\./) T T0Yes ©@No

2.3 Please indicate the lype of established cells that will be grown in culture in the table below.

"Cell Type s this cell lype used | Specific cell line(s)* “Supplier / Source

Fuman 0 Yes O MNo HAH 29300} ,// A
Rodent OYes @No ' o

Nondhuman pimate | O Yes  ® No a W | o

Other (specilyy | @ Yes  OMNo i o7 4 T amadwmic. | .2 / !

“Blease allach = “2enal Safety Dala &= set or equivalent frore ine suppher. (For meis afarmalion, see
W alee.org)

2 4 For above namat cell vypesis) indicat= HO or CF1A containment level required O] @2 03

PESCRIPTION MUST BE ATTACHED 10 THIS FORM OR PROJECT WILL NOT BE REVIEWED"
[fage 2 oF f



THuman Source

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source malerials?

If no, please proceed to Seclion 4.0

3.2 Indicate in the table below the Human Source Material 1o be used.

Material

Human Blood (whole) of |
other Body Fluid

Source/Supplier
JCompany Name

FHuman Blood (fraction)
or other Body Fluid

Iuman Organs or
Tissues (unpreserved)

Fuman Organs or

Tissues (preserved) |

4.0 Genetically Modified Organisms and Cell lines

O YES ¢ NO
Is Human Source | Name of | HC or CFIA
Material Known to Be | Infectious Containment
Infected With An Agent (If Level (Select
Infectious Agent? applicable) | one)

JYESNO | |

O Yes O No o1 02 03
O Yes O No 01 02 03
O Yes O No 0O 1 02 03
OYes ONo 01 02 03

4.1 Will genetic modifications be made to the microorganisms, biological agents, or cells described in Seclions
If no, please proceed to Section 5.0

1.0 and 2.07

4.2 Will genetic modification(s) involving plasmids be done?

®YE

S O NO

@ YES, complele table below

0 NO

‘DHS -slpha,

Bacteria Used for
Cloning *

Plasmid(s) *

Source of Plasmid

Gene Transfected

Describe the change
that results

Rosettadlue

4.3 Will genetic modification(s) i involving viral vectors be done?

peDNA, pGEX

I[nvicrogen,

;i Healtheare

MMDA l”lﬂD'OL:,
TRP channals

“ plaase altach a Material Data Sheet or equivalent if available.

0 YES, complete table below

.protein expressed

ONO

Source of Vector

? Gene Transfected

Describe the change
that results

Virus Used for Vector(s) *
Transduction * | =, -
pli3, Addqﬂnp

dantivitua——

ShaMa

Piease allach a Material Safety Data Sheet or equivalent

4 4 Will genetic sequences from the following be involved?

HIV

HTLV 1 or 2 or genes from

E1A oncogense

¢
°
¢ SV 40 Large T anligen
’
2 Known oncogenes

L]

Other human or animal pathogen and or their toxins VES please specily

4 5 Will virus be rephcation defsoive

44

4 7 Wl this b

PIts

DESCRIPTION MUST BE AT I.t\f‘H' l) IO THIS FORM OR PROJEC

O YES, please specify

O YES, please specily

2

Will virus be infectious to humans of arimals?

g axpectad to norease e contamment level raquirad?

- protetn- knockdown:

@ MO

any Level 1 or Level 2 palhognns O YES, spomf/
@ YES
) YE\.)

@ NO
ONO
O NO
B MO
M MO

O NO

OMND

& MO

TWILL NOT BE REVIEWED!



5.0 Human Gene Therapy Trials

5 1 Will human clinical {rials ba conducted using the viral vector in 4.07 O YES @ NO
If no, please proceed to Sectior 6.0 If YES attach a full description of the make-up of the VviTus.
52 Will virus be able to replicate in the host? O YES ONO

53 How will the virus be administered?

5.4 Please give the Health Care Facility where the clinical trial will be conducted:
§ 5 Has human ethics approval been obtained? O YES, number: O NC O PENDING
6.0 Animal Experiments

8.1 Will live animals be used? O YES & NO {f no, please proceed to section 7.0

6.2 Nama of animal species 16 be used

6.3 AUS protocol #

6.4 Will any of the agents listed be used in live animals O YES, specify: O NO

7.0 Use of Animal species with Zoonotic Hazards

7.1 Wil any of the following animals or their organs, tissues, lavages or other body fluids including biood be
used?

¢+ Pound source dogs QO YES ® NO
+ Pound source cats O YES ® NO
+ Cattle, sheep orgoats O YES @ NO
+ Non- Human Primates O YES, please specify species ® NO
+ Wild caught animals O YES, please specify species & colony # @ NO
+ Birds O YES @ NO
+ Others (wild or domestic) O YES, please specify ® NO

8.0 Biological Toxins

8.1 Wil toxins of biological origin be used? @ YES O MO if no, please proceed fo Section 9.0

8.2 If YES, please name Ihe toxin(s) _ tecrodotaxin
Piaase attach information, such as a Material Safety Data Sheet, for the toxin(s) used.

8.3 What is the LDs, (specify species) of the toxin___3:10 1g/sa

9.0 Impori Requirements

retrodnLanin

9.1 Will the agent be imported? @ YES. please give country of ongin_imperz=d fron O NO
If no please proceed to Seclion 100 israzl

32 Has an Import Perrit baen obtained fror: HC for human pathogeins? O YES @ NO
93 Has an import permit been obtained from CFIA for animal pathogens? O YES A NO
9.4 Has the import permit been sent 1o OHS? O YES, please provide permit # @ NC

» DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT 8E REVIEWED"
Page 4 of 5



10.0 Training Requirements for Personnel Named on Form

All personnel named on the above forrn who will be using any of the above named agents arg required o altend
the following training courses given by OHS:

Biosafely

Laboratory and EnvironmentaliVaste Management Safely
WHMIS

Employee Health and Safely Orientation

As the Principal Invesligator, | have ensured that gll of the personnel named on the form who will be using any of
the biohazardous agents in Sections to %h ve been trained.
(e

SIGNATURE f /70

11.0 Containment hevgls

200

111 For the work described in sections 1.0 to 9.0, please indicale the highest ( N
2 3
’} A \

HC or CFIA Containment Level required. |

112 Has the facility been certified by OHS for this level of containment? ne (l (. el
YES. permit #if on-campus__ 210 RRL - (055G N INZREE
NO Az soon as the lac is setup
NOT REQUIRED it will be inspecied

12.0 Procedures to be Followed

121 As the Principal Invesligator, | will ensure 1hat this project wil) follow the Weslern Biosafety Guidelines and
Procedures Manual for Containment Level 1 & 2 Laboratories. | will ensure that workers have an up-to-date
Position Hazard Cormmunication Forj@fmm at Wltp: wwew. wph.uwo. cal

P

October 24 2008

SIGNATURE _ Dale:

13.0 Approvals

UWO Biohazard Subcommillee. SIGN;}_T_'UR,E;‘:__(::::—-lg ("'J {(&(ﬂ\/ -
Dale:. __;(_V\-}'.J"}M- _____ Y

Safety Officer for Instilulion where experiments will take place. SIGNATURE:
Date

2 —— 2
Safety Officer for Universily of Western Ontario (if chiferent from above). SIGNATURE (L{ _/ Cop Lt A
Date:_Aenifoce

A ‘\ L Jos ; < >r| r-l )\'/\ }
Approval Mumier w"( \ ALY Expiry Date (3 yzars from Approvahy ST g - T -”
Spacial Sonditons of Approvai.

l.i‘- [ |l( ".‘

8 ) f‘

'\-)‘:-"‘L,“-H \'.l,-'\,\\\lul(‘l lr"'f"'l"" VY ey lf’f{; \-\Id!i"-[' Jr'a‘i A Bk
|

.._\—.(\ l'\ “ l.\‘ J “_7.\,\‘)‘ A TR 1 (i (i‘\, W ¢

' 1 : by ) j 5
' ‘!).'l,\‘\'l':‘ ’l l:r \ peil ¢34 l‘-l',\ ‘!' I/"t 3 ll (\( ' o "".3 /“‘l h Uk d /,iﬂ( j 48 /(
DESCRIPTION MUST BE A FIACHED TO THIS FORM QR PROJECT WILL NOT B REVIEWED:

[ ‘\ \ ’.1l gD s



THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Approved Biohazards Subcommittee: September 25, 2009
Biosafety Website: www.uwo.cafhumanresources/biosafety/

This form must be compleled by each Principal nvestigator holding a grant administered by the Universily of
Western Ontario or in charge of a laboratory/facility where the use of Level 1, 2 or 3 biohazardous agents is
described in the laboratory or animal work proposed. The form must also be completed if any work is proposed
involving animals carrying zoonotic agents infectious to humans or involving plants, fungi, or insects that require
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 bichazards being used.

Containment Levels will be established in accordance with Laboratory Biosalety Guidetines, 3rd cdition, 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 retumed to Occupational 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 exiension 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 medification form.
See website: www.uwo.cathumanresourcesfbiosalety

PRINCIPAL INVESTIGATOR TRobert Gros

SIGNATURE ~ : - B
DEPARTMENT vakokilar iology .
ADDRESS Robaxhs Research 4th floor

PHONE NUMBER ext 24429 or 24428

EMERGENCY PHONE NUMBER(S) 519-719-0284

EMAIL rgros@robarts.ca

Location of experimental work to be carcied out: Building(s) Robarts Res. Ing Room(s) 4278/4274

*Eor work being performed at Institutions affiliated with the University of Western Ontario, the Safely Officer for
the Institution where experiments will take place must sign the form prior to its being sent ta the University of
Western Ontario Biosafety Officer (See Section 12.0, Approvals).

FUNDING AGENCY/AGENCIES: CIER and HSFO
GRANT TITLE(S): Regulators of G-protein-coupled receptor-mediated vascular

LEBPONSESs _ .
Rapid vascular effects of steroids s

PLEASE ATTACH A BRIEF DESCRIPTION OF YOUR WORK THAT EXPLAINS THE BIOHAZARDS USED
AND HOW THEY WILL BE USED. PROJECTS SUBMITTED WITHOUT A SUMMARY WILL NOT BE
REVIEWED. A GRANT SUMMARY PAGE MAYBE ADEQUATE IF IT PROVIDES SUFFICIENT DETAIL

ABQUT EACH BIOHAZARD USED.

Names of all personnel working under Principal investigators supervision in this location:
. IBOI}an L‘iu e e S - - aeiamimeeaneie eaem e £ e ARirimemeeimenn. ————
Qingming Ding o

dJozef Chorazyc zewski B i

» DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED"
Page 1of 7



1.0 Microorganisms

1.1 Does your work involve the use of biological agents? & YES O NO
(including but not fimited 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? O YES B NC

If YES, please give the name of the species.

What is the origin of the microorganism(s)?

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

Please attach the CFIA permit.

Please describe any CFIA permit conditions:

1.2 Please complete the table below: o

Name of Is it known | Is it known Is it known | Maximum Source/ PHAC or

Biological tobe a to be an tobea quantity to Supplier CFIA

agent(s)* human animal zoonotic be cultured Containment
pathogen? | pathogen? | agent? at one time? Level
YES/NO YESING YESINO {in Litres)

E. coli DHsa g;zs E())st 0 Yos oL rmvicrogen |21 02 03
Adenovirus OYes O Yes OYes 0.5L Microbix 01&203

& No ® No  No
OYes O Yes O Yes 010203
O No O No O No
O Yes O Yes QO Yes 010203
O No O No O No

*Please altach a Material Safety Data Sheet or equivalent from the supplier.

2.0 Cell Culture

@YES O NO

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

2.9 Please indicate the type of primary cells (i.e. derived from fresh tissue) that will be grown

in culture:

Cell Type [s this cell type used Source of Primary Cell AUS Protocol Number
in your work? Culture Tissue

Human DYes G No Blood Not applicable

Rodent @Yes ONo vagcular 2009-037

Non-human primate OYes B No

Other {specily) OYes B No

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED"

Page 2 of 7




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 ® Yes O No HEK 297 ATCC
Rodent & Yes O No Rat/mouse vasc.SMCs isolated from rodents |

“Non-human primate | OYes  ONo
Other (specify) O Yes O No

*Please altach a Material Safety Data Sheet or equivalent from the supplier. {For more information, see
www.atce.org)

2.4 For above named cell types(s) indicate PHAC or CFIA containment level required O 1 B2 03

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? O YES O NO
If no, please proceed 1o Section 4.0

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

Human Source Source/Supplier | Is Human Source Name of PHAC or CFIA
Material fGompany Name | Material Infected Infactious Containment
With An Infectious Agent (If Level (Select
Agent? applicable) | one)
YES/NO
Human Blood (whole) or | Volunteerg/ OYes ONo 01 ®2 03
other Body Fluid patients RiUnknown 7
Human Blood (fraction) OYes ORNo
or other Body Fluid O Unknown 0102 03
Human Organs or OYes ONo
Tissues (unpreserved) O Unknown 01 0203
Human Qrgans or . .
Tissues (preserved) Not Applicable Not Applicable

4.0 Genetically Modified Organisms and Cell lines

4.1 Will genetic madifications be made 1o the microorganisms, biological agents, or cells described in Seclions

1.0 and 2.07 DYES ONO If no, please proceed to Section 5.0
4.2 Will genstic medification(s) involving plasmids be done? B YES, complete table below O NO
Bacteria Used for | Plasmid(s) * Source of Plasmid | Gene Transfected | Describe the change
Cloning * i that results
E.coli DHSa PDC315 Invitrogen | CPR3U. MK, See appendix
PDC316 GRKZ, ACs

* Plaase altach a Material Data Sheet or equivalent if available.

* DESCRIPTION MUST BE ATTACHED TO THI$S FORM OR PROJECT WILL NOT BE REVIEWED"
Page 3of 7



4.3 Wil genetic modification(s) involving viral vectors be made? % YES, complete table below ONO

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

Vector Transduced that results

Construction

Adencvirus Adeno-GFP, -MR Microbix MR, GPR30, ACs .
_GPR30, -GRKZ, GRK2 See appendix
~ACS

* Please altach a Material Safety Data Sheet or equivalent.

4.4 Will genetic sequences from the following be involved?

+ HIV O YES, please specify & NO
¢ HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify B NO
+ SV 40 Large T antigen O YES B NO
+ E1A oncogens BYES O NO
¢+ Known oncogenes Q) YES, please specify ® NO
+ Other human or animal pathogen and or their toxins O YES, please specify & NO
4.5 Will virus be replication defective? ® YES ONO
4.6 Will virus be infecticus to humans or animals? ®YES ONO
4.7 Will this be expected to increase the containment level required? OYES B NO

5.0 Human Gene Therapy Trials

5.1 Will human clinica! trials be conducted involving a biological agent? O YES ©NO
(including but not limited to microorganisms, viruses, prions, parasites or pathogens of plant or animai 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 biological agent.

5.2 Wil the biclogical agent be able to replicate in the host? QYES ONO

5.3 How will the biological agent be administered?

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

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

6.0 Animal Experiments

8.1 Will live animals be used? OYES @ NO If no, please proceed to section 7.0

6.2 Name of animal species to be used

6.3 AUS protocol #

6.4 Will any of the agents listed in section 4.0 be used in live animals O YES, specify: _ O NG

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

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED”
Page 4 of 7



7.0 Use of Animal species with Zoonotic Hazards

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

+ Pound source dogs QYES & NO
+ Pound source cals OYES B NO
¢ Cattle, sheep orgoats O VYES @ NO
+ Non-human primates O YES, please specify species B NO
+ Wild caught animals O YES, please specify spacies & colony # D NO
+ Birds OYES ¥ NO
+ Others (wild or domestic) O YES, please specify B NO

8.0 Biological Toxins

8.1 Will toxins of biological origin be used? O YES @ NO  Ifno, please proceed to Section 8.0

8.2 If YES, please name the toxin(s)
Please atlach information, 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 mugch of the toxin is handled at one time*?

8.5 How much of the toxin is stored*?

8.6 Wil any biological toxins be used in live animals? O YES, Please provide delais: ONO

*For information on biosecurity requirements, please seg:
htlp://www.uwo.caihumanresourcesldocandformfdocslhealthandsafety/biosafetleiosecurity_Requirements.pdf

9.0 Insacts Requiring CFIA Permits

9.1 Do you use insecls that require a permit from the CFIA? O YES R NOC
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: _

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

9.7 Please attach the CFIA permit.

9.8 Please describe any CFIA permit conditions:

* DESGRIPTION MUST 8E ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
Page 5of 7



10.0 Plants Requiring CFIA Permiis

101 Do you use plants that require & pormit from the CFIA? QYES #NO
If no, please proceed to Section 11.0

10.2  If YES, please give the name of the spacies,

10.3  Whatis the origin of the plant?

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

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

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

107 Please describe the risk (if any) of loss of the matersial from the lab and how this will be miligated:

108 Is the CFIA permit altached? QYES O NO
If NO, please forward the permit to he Biosafety Olficer when available.

10,9 Please describe any CFIA permit conditions:

11.0 import Requirements

11.1 Wil any of the above agenls be imported? O YES, please give country of origin

if no, please proceed to Section 12.0 D NO
11.2 Has an Import Permit been obtained from HC for human pathogens? OYES QNO
11.3 Has an import permit been obtained from CFIA for animal or plant pathogens? O YES O NO
11.4 Has the import permit been sent to OHS? O YES, please providepermit# O NO

12.0 Training Requirements for Personnel Named on Form

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

Biosafety

{.aboratory and Environmental/Waste Management Safely

WHMIS {Western or eguivalent)

Employee Health and Safety Orientalion

-5

L

As the Principal Investigator, | have ensured that afl of the personnel named on the form who will be using any of

the hiohazardous agents in SKSID to 9.0 have been trained.
SIGNATURE (‘ —

T BN
I)ESCRIPT]ONKMI%' BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
Page 6 of 7




13.0 Containment Levels

11.1 For the work described in sections 1.0 to 9.0, please indicate the highest
HC or CFIA Containment Level required. 01 B2 03

13.2 Has the facility been certified by OHS for this level of containment?
O YES, permit # if on-campus_BIO-RRI-0031
O NO, please certify
O NOT REQUIRED for Level 1 containment

14.0 Procedures to he Followed

14.1 As the Principal Investigator, | will ensure that this project will follow the Western Biosalety Guidelines and
Procedures Manual for Containment Level 1 & 2 Laboratories (and the Level 3 Facilities Manual for Level 3
projects). | will ensure that UWO faculty, staff and students working in my laboratory have an up-to-date Hazard
Communication FormAeund at hitp://www.wph.uwo.ca/

SIGNATURE __x;

Date: T\/’*b 20/2’510
~J {

X:—»—;:m
14.2  Please describe~a¥ditional risk reduction measures will be taken beyond containment level 1, 2, or 3
measures, that are unique to this agent.

143  Please outline what will be done if there is an exposure to the biohazards listed,
such as a needlestick injury:

Express wound to bleed, wash with scap and water, then proceed

to ataff health

15.0 Approvals

UWO Biohazard Subcommittee: ~ SIGNATURE: ___ .. /'/ i Keved \Ip e Chen

Date: B e L,— _..t.., 9!,_(_,!”‘_[ G, 2o

Y y '
. - . : . -f‘"' ’,(///;\ L (‘}),,) ﬁ(
Safely Officer for Institution where experiments will take place: SIGNATURE:¢f (o a'St (LA MY K002, (

13

Date: ,;’1%@% 0%, Aelf

Safety Officer for Universily of Western Ontario (if different from above). SIGNATURE:AS_);_@Q}QL
Date: .3 b 4G ZAO

~

Approval Number: 310 - -1, ~00D|  Expiry Date (3 years from Approval) A)u \Lj‘%_,ag)\ﬁ

Special Conditions of Approval:

+ DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL N9T BE REVIEWED*
; Page 7 of 7 :



Description of Research Projects.

In our laboratory we utilize a variety of isolated tissues/cells, including primary and
established cultures of rodent (rat and mouse) vascular smooth muscle celis as well as
whole blood isclated from research volunteers and/cr patients to examine the following:

a) The effect(s) of high blood pressure on celtular function is isolated cells from
rodents and/or humans.

b) Regulation of isolated cells (rat, mouse or humany in response to steroid
hormones

For many of these experiments we require adenoviral constructs in order to requlate the
expression of various proteins/genes of interest in these isolated cells.

All of the adenoviral constructs listed in the Biohazardous Agents Registry Form have
been generated using the Microbix adenovirus vector creation kit as previously
deseribed in some of our publications (Ding et al., 2009, Gros, et al., 2006; Gros, el al.,
2007).

Briefly, rat or mouse vascular smooth muscle cells will be isolated via enzymatic
digestion as previously described in detail (Gros, et al, 2006; Ding, et al., 2009, Gros, et
al., 2007) and maintained in culture for various experiments and assays. Of note, live
animals are only to be used a source of tissues and cells and will not be used for
infection with the various adeno-viral constructs. For isolated human mononuclear
leukocytes we utilize Ficoll-Hypaque separalion protocol as previously described in
detail (Gros, et al., 2007).

Cells maintained in culture are infected using the various adenoviral constructs. Briefly,
cells are incubated with adenoviral constructs for 12-16h following which cells are
washed and culture media replaced. Forty eight hours post-infection cells are utilized
for various assays including arborization, contraction as well as western blotting.

REFERENCES:

Gros, R., Q. Ding, et al. (2006). "Adenylyl cyclase isoform-selective regulation of
vascular smooth muscle proliferation and cytoskeletal reorganization." Circ Res 99(8):
845-52.

Gros, R., S. Van Uum, et al. (2007). "Increased enzyme activity and beta-adrenergic
mediated vasodilation in subjects expressing a single-nucleotide variant of human
adenylyl cyclase 6." Arterioscler Thromb Vasc Biol 27(12): 2657-63.

Ding, Q., R. Gros, et al. (2008). "Estradiol-mediated ERK phosphorylation and apoptosis
in vascular smooth muscle cells requires GPR 30." Am J Physiol Gell Physiol 297(5):
C1178-87.




APPENDIX
Section 4.2

Transfection of gene:

MR
GPR30
ACs
GRK2

Section 4.3

Adeno-mediatedgene transfer of:

Chanae that results

Expression of mineralocortocoid receptor
Expression of GPR30 receptor

Expression of Adenylyl Cyclase Isoforms
Expression of G-protein-receptor kinase 2

Change that results

Adeno-GFP
Adeno-MR
Adeno-GPR30
Adeno-ACs
Adeno-GRK2

Expression of green fluorescent protein
Expression of mineralocortocoid receptor
Expression of GPR30 receplor
Expression of Adenylyl Cyclase Isoforms
Expression of G-protein-receptor kinase 2



Cell Biology

ATCC® Number:

Designations:
Depositors:

Biosalcty Level:

Shipped:

Medium & Serun

Growlth Properiies:
|

Organtsm:

Morphology:

Source:

Permits/Torms:

Restrictions:

Applications:

Receptors:
Tumorigenic:

DNA Profile (STR):

Cylogenetic
Analysis:

CRL-15731% | Order this lem |

293 [HEK-293]
FL Graham
2 [CELLS CONTAIN ADENOVIRUS |
{rozen
See Propagation
adherent
Homo sapiens (human)
epithelial
-
Ao,
Organ: cmbryonic kidney
Cell Type: transformed with adenovirus 5 DNA

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

Page 1 of 7

$256.00

Related
Links »

Cell

Frequendy
Asked
Matcrial
Transfer
Agrecment

regulatory permits may be required for the transfer of this
ATCC material. Auyone purchasing ATCC material is
ultimately responsible for obtaining the permits. Please click
lere for information regarding the speeific requirements for

shipment to your location.

These ¢ells ave distributed for research purposes only. 293 ccells,
their products, or their derivadives may not be distributed to

third parties.
efficacy testing [92587)

transfection host (Nuglcofeetion technology firom Lonza

Roche FuGENE® Transfection Reagenis)
viruscide testing [92579]

vilronectin, expressed
Yes

Amclogenin: X
CSFIPO: 11,12
DI138317: 12,14
D168539: 9,13
[D58818: 8,9
D75820: 11,12
THO: 7,93
TPOX: 11
VWAL 10,19

Technical
Support
Relaled Cell

i" lﬁ'nT(ft‘lc [
Login
Required »
Produgt
Information
Sheey

hip/Awww atee.org/ ATCCAdvancedCatalogSearch/ProductDe ails/labid/452/Defaultasp... 070612010
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This i3 a hypotriploid human cell line. The modal chromosome
number was 64, occurring in 30% of cells. The rate of cells
with higher ploidics was 4.2 %. The der(1)t(1;15) (q42;q13),
der(IN(3;19) (q12;q13), der(12)t(8;12) (q22;p13), and four
other marker chromosomes were conmmaon to most cells, Five
other markers occurred in some cells only, The marker dex(1)
and M8 {or Xq+) were often paired. There were four copies of
N17 and N22. Noticeably in addition to three copies of X
chiromosomes, there were paired Xq+, and a single Xp+ in most
cells.

Age: fetus
Although an earlier report suggested that the cells contained
Adenovirus S DNA from both the right and left ends of the
viral genome [RF32764), it is now clear that only left end
sequences are present. [39768]
The line is excellent for titrating human adenoviruses.

Comments: The cells express an unusual cell surface receptor for
vitronectin composed of the integrin beta-1 subunit and the
vitronectin receplor alplia-v subuutt. [23466]
The Ad5 insert was cloned and sequenced, and it was
determined that a colinear seqment from nts 1 to 4344 is
integrated into chromosome 19 (19q13.2). [39768}

ATCC complete growth medium: The base medium for this
cell line is ATCC-formulated Eagle's Minimun Essential
Medium, Catalog No. 30-2003. To make the complete growlh
medium, add the following components to the base medium:
fetal bovine serum to a final concentration of 10%.
Propagation: Atmosphere: air, 95%,; carbon dioxide (CO2), 5%
Temperature: 37.0°C
The cell line does not adhere to the substrate when left at room
lemperature for any length of time, therefore, five cultures may
be received with the cells detached. The cells will re-attach to
the flask over a period ol several days in culture at 37C.

Subculluring:

http:/fwww.atce.crg/ ATCC AdvancedCatalogSearch/ProductDetails/tabid/452/Default.asp...  07/06/2010
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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 fraces of serum
that contains trypsin inhibitor.

3. Add 2.0 to 3.0 m! 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 tie cells by
hitting or shaking the flask while waiting for the cells to
detachi. Cells that are difficult to detach may be placed at
37°C (o facilitate dispersal.

4. Add 6.0 1o 8.0 mt 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 2 X 10 3310 6 X 10 (3)
viable cells/em2 is recommended.

6. Incubate cultures at 37°C.6. Subculture when cell
concentration is betwesn 6 and 7 X 10(4) cells/em2,

Subcultivation Ratio: 1:10 to 1:20 weckly,
Medium Rencwal: Every 2 10 3 days

Freeze medium: Complete growth medivm supplemented with
Preservation: 5% (viv) DMSO

Storage temperature: liquid nitrogen vapor phase

Recommended medium (without the additional supplements or

serum described under ATCC Medium): ATCC 30-2003

derivative: ATCC CRL-10852

derivative; ATCC CRL-12006
Refated Products: derivative: ATCC CRI- 12007
¢ * derivative: ATCC CRL-12013
derivative: ATCC CRI-12479
derivative; ATCC CRL-2029
derivative: ATCC CRI-2368
purificd DNAATCC CRL-15731)

hllp;.ffwww.ulcc.orng’l'CC‘Advanccd(_?amlogSczn’clw'Productl)claiIS/lnbid!452/Dcl‘ault.ﬂsp... 07/06/2010
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21624: Xie QW, el al. Complementation analysis ol mutants of
nitric oxide synthase reveals that the active site requires two
liemes. Proc. Nall. Acad. Sci. USA 93: 4891-4896, 1996,
21631: Da Costa LT, et al. Converting cancer genes into killer
genes. Proc. Natl, Acad, Sei. USA 93: 4192-4196, 1996
PubMed: 633039

22282 Graham FL, ¢l al, Characteristics of 2 human ccli line
ransformed by DNA from human adenovirus type 5. J. Gen.
Virol. 36; 59-72, 1977. PubMed: 886304

22319 Graham FL, et al. Defective transforming capacity ol
adenovirus type S host-range mulants. Virology 86: 10-21,
1978 PubMed: 664220

22699: Harrison T, ¢t a. Host-range mutants of adenovirus
type 5 defective for growth in TTeLa cells, Vivology 77: 319-
329, 1977, PubMed: 841862

23406: Bodary SC, McLean JW. The integrin beta | subumit
associates with the vitronectin receptor alpha v subunit to form
a novel vitronectin receptor in a human embryonic kidney cell
line. 1. Biol. Chem. 265; 5938-5941, 1990, PubMed: 1690718
27819 Goodrum FD, Omelles DA, The carly region 11 55-
kilodalton oncoprotein of adenovirus relieves growth
restrictions imposed on viral replication by the cetl cycle. J.
Virol. 71; 548-561, 1997. PubMed: 8985383

28301 Loffler S, et al. CD9, a tetraspan transmembranc
protein, renders cells susceptible to canine distemper virus. J.
Virol. 71: 42-49, 1997. PubMed: 8985321

32283 Hu SX, ct al. Development of an adenovirus vector with
tetracycline-regulatable human twmor necrosis factor alpha
gene expression. Cancer Res. 57: 3339-3343, 1997, PubMed:
9269991,

32306: Kolanus W, et al. alphaLbeta2 integrinL.FA-1 binding
1o ICAM-1 induced by eytohesin-1 a cyloplasmic regulatory
molecule. Cell 86: 233-242, 1996. PubMed: 8706128

12490 Stauderman KA, et al. Characterization of human
recombinant ncuronal nicotinic acetylcholine seceptor subunit
combinations alpha 2 beta 4, alpha 3 beta 4 and alpha 4 beta 4
stably expressed in HEK293 cells. J. Pharmacol. Exp. Ther.
284: 777-789, 1998, PubMed: 9454827

32514 Bartz SR, et al. ITuman immunodeficiency virus type 1
cell cycle control: Vpr is cytlostatic and mediates G2
accumulation by & mechanism which dilfers from DNA
damage checkpoint control, J. Virol. 70: 2324-2331, 1996
PubMed: 8642059

32726: Sandri-Goldin RM, [ibbard MK. The herpes simplex
virus type | regulatory protein 1CP27 coimmunoprecipiates
with anti-sm antiserum, and the C terminus appears 1o be
required for this interaction. J, Virol. 70: 108-118, 1996.

hllp:/‘/’www,utcc.urg!A'i‘CCA(lvanccdCntn10gScarch/Pt'oducl.[')clails/labi{lf452/If)cfzmll.nsp... 07/06/2010
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associated factor (TRAF)-1, TRAF-2, and TRAF-3 interact in
vivo with the CD30 cytoplasmic domain; TRAF-2 mediates
CD30-induced nuclear Tactor kappa B activation. Proc. Natl.
Acad, Sci. USA 93; 14053-14058, 1996. PubMed: §9:43059
32893: Zhang |, et al. Dynamin and beta-arrestin reveal distinct
mechanisms for G protein-conpled receptor internalization. J.
Biol. Chem. 271: 18302-18305, 1996. PubMed: 8702465
32914: Oppennann M, et al. Monoclonal anlibodies reveal
receptor specilicity among G-protein-coupled receptor kinases.
Proc. Natl. Acad. Sci. USA 93: 7649-7654, 1996. PubMed:
8753530

32921: Xia Y, et al. Nitric oxide synihase generates superoxide
and nitric oxide in arginine-depleted cells leading to
peroxynitrite-mediated cellular injury. Proc. Natl. Acad. Sci.
329235: Zhu X, et al. Cell cycle-dependent modulation of
telomerase activily in tumor cells. Proc. Natl. Acad. Sci. USA
93: 5091-6095, 1996. PubMed: 8650224

32971: Ucbele VN, ct al. Functional differences in Kv1.5
currents expressed in mammalian cell lines are due to the
presence of endogenous Kvbeta2.1 subunits. J. Biol. Chem.
271 2406-2412, 1996. PubMed: §57619%

33003: Abell A, et al. Deletions of portions of the extracellular
loops of the lulropin/choriogonadotropin receptor decrease the
binding affinity for ovine luteinizing hormone, buf not human
choriogonadotropin, by preventing the formation of mature cell
surface receplor. 1. Biol. Chem. 271 4518-4527, 1996,
PubMed: 8626807

33010: Tiberi M, ef al. Differential regulation of dopamine
D1A receptor responsiveness by various G protein-coupled
recepter kinases. J. Biol, Chem. 271: 3771-3778, 1996,
PubMed: 8631993

33022 Shahrestanifar M, et al, Studics on inhibition of mu and
delta opioid receptor binding by dithiothreitol and N-
ethylmaleimide. His223 is critical for mu opioid receplor
binding and inactivation by N-ethylmaleimide. 1. Biol. Chent.
271; §505-5512, 1996, PubMed: 8621408

33035: Boring 1., et al. Molecular cloning and {imetional
expression of murine 1E {monocyle chemoattractant protein 1)
and murine macrophage inflammatory protein lalpha receptors.
J. Biol. Chent. 271; 7551-7558, 1996, PubMedd: 8631787
33036; Noonberg SB, ¢f al. Evidence of posi-lranscriptional
regulation of U6 small nuclear RNA. T Biol. Chem. 271:
10477-10481, 1996, PubMed: 8631843

330500 Fox IC, Shanley JR. Antisense inhibition of basic
{ibroblast growth factor induces apoptosis in vascular sthooth
muscle cells. 1. Biol. Chem. 271: 12578-12584, 19%6. PubMed:
8647868

13056: Lee MU, et al. The inducibie G protein-coupled receptor
edg-1 signals via the Gi/mitogen-activated protein kinase

hip:/vwav.atee.org/ATCC AdvancedCatatogSearch/ProductDetails/tabid/452/ Defaultasp... 07/06/2010
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pathway. I. Biol. Chem. 271: 11272-11279, 1996. PubMed:
36260678

33123: Marchand P, et al, Cysteine mutations in the MAM
domain resull in monomeric meprin and alter stability and
activity of the proteinase. J. Biol. Chem, 271; 24236-24241,
33137 Arai H, Charo IF, Differential regulation of G-protein-
mediated signaling by chemokine receptors. I Biol. Chem.
271: 21814-21819, 1996, PubMed: 8702980

33138: Huang Q, et al. Substrate recognition by tissue factor-
factor VIla. 1. Riol. Chem, 271: 21752-21757, 1996. PubMed:
8702971

31157; Monteclaro FS, Charo 1T, The amino-terminal
extracellular domain of the MCP-1 receptor, but not the
RANTES/MIP-1alpha receptor, confers chemokine selectivity.
5. Biol, Chem. 271; 19084-19092, 1996. PubMed: 8702581
33158 Keith DE, et al. Morphine activales opioid receplors
witliout cansing their rapid internalization, J. Biol. Chem. 271:
19021-19024, 1996, PubMed: 8702570

39768: Louis N, et al. Clening and sequencing of the cellular-
viral junctions from the human adenovitus type 5 trausformed
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.8, |1 Public Health Agenco do la santd p IS [
“\"” Agency of Canada  publiquo du Canada (;(Hld( ld

Home > Emergency Preparedness > Labaratory Security > Material Safety Data Sheets (MSDS) -
Infectious Substances > Adenovirus types 1, 2, 3, 4, 5 and 7 - Material Safety Data Sheets (MSDS)

Adenovirus types 1, 2, 3, 4, 5 and 7 - Material Safety Data Sheets
(MSDS)

MATERIAL SAFETY DATA SHEET - INFECTIOUS SUBSTANCES

SECTION | - INFECTIOUS AGENT

NAME: Adenovirus types 1, 2, 3, 4, 5 and 7
SYNONYM OR CROSS REFERENCE: ARD, acute respiratory disease, pharyngoconjunctival fever

CHARACTERISTICS: Adenoviridae; non-enveloped, icosahedral virions, 70-90 nm diameter,
doubled-stranded, linear DNA genome,

SECTION Il - HEALTH HAZARD

PATHOGENICITY: Varies in clinical manifestation and severity; symptoms include fever, rhinitis,
pharyngitis, tonsillitis, cough and conjunctivitis; common cause of nonstreptococcal exudative
pharyngitis among children under 3 years; more severe diseases include laryngitis, croup,
bronchiolitis, or severe pneumonia; a syndrome of pharyngitis and conjunclivitis
(pharyngoconjunctival fever) is associated with adenovirus infection

EPIDEMIOLOGY: Worldwide; seasonal in temperate regions, with highest incidences in the fall,
winter and early spring; in tropical areas, infections are common in the wet and colder weather;
annual incidence is particularly high in children; adenovirus types 4 and 7 are common among
military recruits (ARD)

HOST RANGE! Humans
INFECTIOUS DOSE: >150 plaque forming units when given intranasally

MODE OF TRANSMISSION: Directly by oral contact and droplet spread; indirectly by
handkerchiefs, eating utensils and other articles freshly soiled with respiratory discharge of an
infected person; outbreaks have been related to swimming pools; possible spread through the fecal
-oral route

INCUBATION PERIOD: From 1-10 days

COMMUNICABILITY: Shortly prior to and for the duration of the active disease

SECTION Il - DISSEMINATION

RESERVOIR: Humans
ZOONOSIS: None
VECTORS: None
SECTION IV - VIABILITY

DRUG SUSCEPTIBILITY: No specific antiviral available; cidofovir has shown pramise in the
treatment of adenoviral ocular infections.

hitp://www phac-aspe.ge.ca/msds-ftss/msds3c-eng.php 07/06/2010
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SUSCEPTIBILITY TO DISINFECTANTS: Susceptible to 1% sodium hypochlorite, 2%
glutaraldehyde, 0.25% sodium dodecy! sulfate

PHYSICAL INACTIVATION: Sensitive to heat>356°C; unusually stable to chemical or physical
agents and adverse pH conditions

SURVIVAL OUTSIDE HOST: Resistance to chernica’ and physical agents allows for prolonged
survival outside of the body. Adenovirus type 3 survived up to 10 days o1 paper under ambient
conditions; adenovirus type 2 survived from 3-8 weeks on environmental surfaces at room
remperature

SECTION V - MEDICAL
SURVEILLANCE: Monitor for symptoms; confirm by serological analysis
FIRST AID/TREATMENT: Mainiy supportive therapy
IMMUNIZATION: Vaccine available for adenovirus types 4 and 7 (used for military recruits)
PROPHYLAXIS: None avaitable

SECTION VI - LABORATORY HAZARDS

LABORATORY-ACQUIRED INFECTIONS: Ten cases documented up to 1988
SQOURCES/SPECIMENS: Respiralory secretions

PRIMARY HAZARDS: Ingestion, droplet exposure of the mucous membrane
SPECIAL HAZARDS: Contact with feces fram infected animals

SECTION VIl - RECOMMENDED PRECAUTIONS
CONTAINMENT REQUIREMENTS: Biosafety level 2 practices and ¢containment facilities for all
activities involving the virus and potentially infecticus body fluids or tissues

PROTECTIVE CLOTHING: Labaratory coat; gloves when skin contact with infectious matecials is
unavaidable

OTHER PRECAUTIONS: None

SECTION VI - HANDLING INFORMATION

SPILLS: Allow aerosols ko settle; wearing protective clothing gently cover the spill with absarbent
paper towa! and apply 1% sodium hypochlorite starking at the perimeter and working towards the
centre; allow sufficient contact time (30 min) before clean up

DISPOSAL: Decontaminate all wastes before disposal; steam sterilization, incineration, chemical
disinfection

STORAGE: [n sealed containers that are appropriately labelied

SECTION IX - MISCELLANEOUS INFORMATION

Date prepared: November 1999
Prepared by: Gffice of Laboratory Security, PHAC

Although the information, opinions and recommendations contained in this Material Safely Data
Sheet are compiled from sources helieved to be refiable, we accept ne responsibility for the
accuracy, sufficiency, or reliabil'ty or for any loss or injury resulting from the use of the information.
Newly discovered hazards are frequent and this information may not be completely up to date,

Copyright ©
Heaith Canada, 2001

http://www phac-aspe.ge.ca/msds-[tss/msds3e-eng. plip (07/06/2010
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