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PLEASE ATEACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOHAZARDS,
PLEASE AFTACH A BRIEF DBESCRIPTION OF THE WORK THAT EXPLAINS THE BIOHAZARDS USED AND HOW THEY WILL B
USED,

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

Signature of Permit Holder:

Classification: 2
Date of Last Biohazardous Agents Registry Form: Sep 7, 2007
Date of Last Modification (if applicable): Sep 9, 2009

BioSafety Officer(s): M‘%f/o 5‘//0

Chair, Biohazards Subcommittee:
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Vectors Location Notes Supplier
pCMX F2-S3-R1-A: Al mammalian expression
pGEX-4T2 F2-33-R1-A: A2 GST-fusion/thrombin cleavage
pGEXS5X-3 F2-S3-R1-C: E1,2 GST-fusion/factor Xa cleavage
pGAD-424 F2-S3-R1-A: A3 yeast two-hybrid screen AD & Leu screen
pAS2-1 F2-S3-R1-A: A4 yeast two-hybrid screen BD
pcDNA3.1(+) F2-S3-R1-B: I8 mammalian expression
F2-S3-R1-D: E1-3

pcDNA3.1-myc hisA F2-S3-R1-A: AS
pcDNA3.1-myc hisB F2-S3-R1-A: A6
pcDNA3.1-myc hisC F2-S3-R1-A: A7
pRFP-NI F2-S3-R1-A: A8 red fluorescent protein @583nm
pRFP-N2 F2-S3-R1-A: Bl red fluorescent protein @583nm
pRFP-N3 F2-S3-R1-A: Cl
pGAD-T7 F2-S3-R1-A: B2 shuttle vector- E.colicyeast + HA tag Clontech
pEYFP-NI F2-S3-R1-A: B3 yellow fluorescent protein @527nm
pEYFP-CI F2-S3-R1-A: B4 yellow fluorescent protein @527nm

IRES-EGFP F2-S3-R1-A: BS

Bridge F2-S3-R1-A: B6 yeast, two MCS's
pEGFP-C1 (new) F2-S3-R1-A: B7, B8 | green fluorescent protein @507nm
pEGFP-NI1 F2-S3-R1-C:D1
pECFP-CI F2-S3-R1-A: C8,9 cyan fluorescent protein @475nm
pcDNA/CMV-HA ubiquitin [ F2-S3-R1-A: C3
pSuper F2-S3-R1-A: F1
pShrek-GFP.BAP F2-S3-R1-A: El
pShrek-hTRA2. BAP F2-S3-R1-A: E2
pShrek-BABP.BAP F2-S3-R1-A: E3

cDNA-BrA F2-S3-R1-A: E4
pBluescript SK(-) F2-S3-R1-C: C6,7
pmirGLO Dual-Luciferase miRNA Target Expression Promega

pGL3-Control

Promega

NEw
NEW



Certificate of Analysis

pmirGLO Dual-Luciferase miRNA Target Expression Vector:
Cat.# Size

E1330 2019

Cat.# E1330 contains:

Pait No. Name

E133A pmirGLO Vector 20ug
(638A Oligo Anngaling Buffer mi

Description: The pmirGLO Cual-Luciferase miRNA Target Expression Vectore-et is designed to quanlitalively evaluale
microRNA (mIRNA) activity by the insertion of miRNA larget sites 3" of the firefly lucilerase gene {frc2). These target siles
can be inlroduced by cloning putative miRNA binding sites alone, or the 3° untranslated region (UTR} of a gene of inferest,
lo study the infiuence of these sites on transcripl stability and activity. Firefiy luciferase is the primary reporter gene;
reduced firefly luciferase expression indicates the binding of endogenous o introduced miIRNAS [0 the cloned miRNA target
sequence. This vector is based on Promega dual-luciferase technology, with firefly luciferase (#:c2) used as the primary
reporter to monitor mRNA regulation and Reniila lucilerase (hARfic-neg) acting as a control reporler for normalization and
selection. This vagtor containg the following leatures:

» Human phosphoglycerale kinase (PGK) promoter provides low translational expression, which is advantageous when
reduction: of signal is the desired response. The PGK promoter is a nonviral universal promaoter, which functions across
cell fines (yeast, ral, mouse and human).

o Firefly luciferase reporter gene {fuc2) inversely reports miRNA activity in mammalian celis.
s Multiple cloning site (MCS} is located 3° of the firefly luciferase reporler gene (iuc2).

o Humanized Reniffa uciferase-neomycin resislance cassette (fRuc-neo) is used as a control reporter for normalization
of gene expression and stable cell line selection.

* Amp’ gene allows bacterial selection for vector amplification.

* SV40 lale poly(A) signal sequence is posilicned downstream of iuc2 o provide efficient iranscription lermination and
mRNA polyadenylation.

* Synthetic poly(A) signalftranscription stop site.

Concentration: 1pg/ptin 10mM Tris-HCI, TmM EDTA; final pH 7.4,

GenBank® Accession Number: FJ376737.

Storage Conditions: See the storage temperature and expiration date on the Product Informalion Label.

Quality Control Assays

Funetional Assays

Identity Assay: The vector has been sequenced complelely and has 100% identity with the published sequence available
at: www.promega comyvectors/

Restriction Digestion: The functional purily of this vector DNA is verifiet by complete digestion with restriction enzymes
at the optimal terperature for 1 hour. Samples are examined by agarose gel electropharesis, comparing cut and uncut vector
ONA with marker DNA.

Contaminant Assays

Contaminating Nucleic Acids: RNA, single-stranded DNA and chromosomal DNA are not evident in specified quantities
of this vector as determined by agarose gel electrophoresis.

Nuclease Assay: Foltowing Incubation of 1pg of this vector in Restriction Enzyme Buifer at 37°C for 1624 hours, no
evidence of nuclease activity is detecled by agarose gel eleclrophoresis.

Physical Purity: Asgo/Asgg 2180, Aggy/fgge 21.05.

d. Sewvens

J. Stevens, Quality Assurance

Sianed by:

=READ THIS FIRST BEFORE OPENING PRCDUCT

The sale of this product and ils use by the purchaser are subject to the terms of a fimited use label license, the full text of which is shipped
wilh this product and alse available at; www.promega.comiULL. That text must be read by the purchaser prior 12 opening this product to
determine whether the purchaser agrees that all use of the product shall be in accordance with the license terms. If the purchaser is nol
willing to accept the terms of the limited use tabel license, Promaga is wiling to accept the return of the unopened product and provide
the purchaser with & full refund. However, if lhe product is opened for any reason, then lhe purchaser agrees to be bound by the lerms of
the limited use label license.

o) S Pat. Mo 5670356

twiAustralian Pat. No. 2001 285278 and other patents pending.

#The melhod of recombinant expression of Coleoplara lucilerase is covered by U.S. Pat. Mos. 5,583,024, 6874713 and 5700673, A
license (from Promega for research reagent products and from The Regents of the University of California for all other fields) is needed for
any commercial sale of nucleic acid contained within or derived from this product.

=i icensed from University of Georgia Research Foundation, Inc., under U.S. Pat. Mos, 5,292,658, 5,418,156, Canadian Pal. No.
2,105,984 and related patents

Part# 9PIE133
Revised 10/09

A I

LI

AF9FT

E133 1009E133

O
Promega

Promega Gorporation
2800 Woods Hollow Road

Madison, Wl 53711-5399 USA
Telaphone 608-274-4330
Toll Free 800-356-9526
Fax 608-277-2516
Internet WWW.DIOmega.com

PRODUGT USE LIMITATIONS, WARRANTY, DISCLAIMER

Promega manufactures products for a nurmber of
inlended uses. Please reler 1o the product fabet for
ha intended use staternents for specilic products.
Fromega products conlain chemicals which may be
harmiu! if misused. Dug care should be exercised
with all Promega producls to prevent direct human
conlact.

Each Promega product is shipped wilh docurnentation
stating specilications and olher technical information
Pramega products are warranled 10 meet or exceed
1he sialed specilications. Promega's sole obligation
and e customer's sole remedy 1S limited to replace-
ment of products Iree of charge in the event products
fail1o perform as warranted. Fromega makes no other
warranty of any kind whatscever, and SPECIFICALLY
DISCLAIMS AND EXCLUDES ALL OTHER WAR-
RANTIES GF ANY KIND OR NATURE WHATSOEVER,
DIRECTLY OR INDIRECTLY, EXPRESS OR IMPLIED,
INCLUDING, WITHOUT LIMITATION, AS TO THE
SUITABILITY, PRODUCTIVITY, DURABILITY, FITNESS
FOR A PARTICULAR PURPOSE OR USE, MER-
CHANTASBILITY, CONDITION, OR ANY OTHER MAT-
TER WATH RESPECT TO PROMEGA PRODUCTS. In
no everl shall Promega b liable lor claims for any
other damages, whether direcl, incidental, foresee-
able, consequential, or special {inchuding but not lirm-
ited to loss of use, ravenue or profit), whether based
upon warranty, contracl, tort {including negligence) or
slrict liability arising n connection with Ihe sale or the
failure of Promega products to perform in accordance
with the stated specificaticns.

@ 2008, 2009 Promega Corporation. All Rights
Reserved.

Dual-Glo is a registerad trademark of Promega
Corporation, GeneClip and PureYicld are
trademarks of Promega Corporation.

GenBank is a registered tradernark of US
BDepariment of Health and Human Services.

Products may be covered by pending or issucd
patents or may have cerain limitations. Please visit
our Web site for more informalion.

All specifications are subject lo change withou
prior notice.

Producl claims are subject 1o change. Please
contact Promega Technical Services or access
the Promega online catalog for the most up-te-date
information on Promega products

Part# 9PIE133
Printed in USA Revised 10/09
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Features List and Mag for the pmirGLO Vector

SVAQ late poly(A) signai 106-327
Sv40 early enhancer/promolor 426-844
Hiftfuc-neo fusion protein coding region 889-2664
Synthelic polyadenylation signal 2728-2776
[-lactamase (Amp') coding region 3037-3897
CofE1-derived plasmid origin of replication 4052-4088
Human phosphoglycerate kinase promoler 5094-5609
fucZ 1eporter gene 56457297
Multiple cloning site (MCS, Figure 1) 7306-7350

EVa0 lats
MCS  golya) sigra’
SY40 early
harCErfarermeter

hAkic-ngo
fusicn

pmirGLD
Vaclor

pak (7350bp)

promaler

Jynirenc
oehiAy signal H
2

A ’
5. GCAAG ATCGC CGTGT AATTC TAGTT GTTTA AACGA GCTCG CTAGC

wes” T Prel | EcolCRI  Mhal
Oral Sac |

CTCGA GTCTA GAGTC GACCT GCAGG 37

Xhol Xbal Sall
Accl Sbil

A

Figure 1. pmirGLO Vector muttipte cloning sits.

. Sample Protocal

A. Vector Cloning

1. Design oligonucleotides: Order oligonuclectide pairs that contain the desired miRNA
target region and, when annealed and ligated into the pmirGLQO Vector, result in the
miRNA target region in the correct 5° 1o 3” origntation. Insure that the overhangs
created by oligonucieotide annealing are complementary to those generaled by restric-
tion enzyme digestion of the pmirGLQ Vecler in Slep 2. Add an internal restriction sile
to your ofigonuclectides for clone confirmalion (e.g., Noll in Figure 3 creales a ~1256p
insert when digested with Notl because of 2 Notl site at position 93 in the vector).

2. Digast vecior: Linearize the pmirGLO Veclor with the appropriale restriclion enzymes lo
generale overhiangs that are complementary (o the annealed cligonucleotide overhangs.

3. Anneal aligonuclectides: Ditute both oligonuclectides (supplied by user} to 1yg/ul.
Combine 2yl of each oligonucleolide with 46ul of Oligo Annealing Buffer, Heat at
90°C for 3 minutes, then transter 10 & 37°C waler bath for 15 minutes. Use the
anngated oligonucleolides immediatety, or store at —20°C.

B. Ligation and Transformation

1. Dilule annealed oligonuclestides 110 in nuclease-free water (o a final concentration
of 4ng/ul per oligonuclegtide. Ligate 4ng of annzaled oligonucleotides and 50ng of
linearized vector using a standard ligation protocol. Transform ligated pmirGLO
Vector using high-efficiency JM109 competent cel’s (e.g., Cat.# L2001).

2. Select clones on ampicillin-containing plates, then select clones conlaining the
oligonucleotides by digesting miniprep-puritied DNA {e.g., purified using the
PureYield™ Plasmid Miniprep System, Cat.# A1221} using Lhe unique restriction sile
in the oligonuciaotide pair. The purified plasmid DNA can be transfected directly or
cxpanded to generate more DNA,

Additional information about annealing, ligation, transformation and oligonucleolide
design can be found in the GeneClip™ U1 Hairpin Cloning Sysiems Technical Manual,
#TM256, which is avaitabla at: www.promega.com/tbs/

transiation
slop codon

firefly luciferase, mi-R21 target
geng
prirGLO
In ahsence Vettor In presence
of mi-R21 of mi-R21
activily. / \ activity.
lrelly luciferase R A p—
protein mANA destablized;
l transtation blocked
:Light No firefly luciferase
protein
No light

Figure 2. Mechanism of action of the pmirGLO Vector,

Pmel HNoll Internal site mi-A21 target sequence  Xbal
mi-R21 sense, 5" AAAC TA GCGGOCGE TAGT TCAAGATCAG TCTRATAAGCTAT 3°
Pmel and Xbal
mi-R21 mismateh sense,
Pimel and Xbal

5° AMC TA GCGGCCGE TAGT TCAACATCAGAAGATAAGCTAT 3°

Xbal mi-R21 target sequence Noll Internal site Pmel

mi-R21 anlisense, 5° CTAGA TAGCTTATCAGACTGATATTGA ACTA GCGGCCGC TA GTTT 3

Pmel and Xbal

mi-R21 mismaich antisense, 5 CTAGA TAGCTTATCTICTGATGTTOA ACTA CCOGCCGE TA GYVIT I
Pmel and Xkal

Figure 3. Sample oligenuclentides for mi-R21.

C. An Example of Detecting mi-R21 Activity Using the pmirGLO
Vector:miR-21 Construct

An overview describing the use of the pmirGLO Vector to interrogate endogenous mi-R21
microRNA is shown in Figue 2.

The prasence of broadly endogenous microRNA mi-R21 was monitored in Hela cells.
Constructs contained either an exact match o the 215p mi-R21 target sequence or a
mismalched version of that larget site (1) as well as Pmel, Xbal and Noti restriction sites
(Figure 3; mismalched sequence is in italics). Twenty-four hours after transfection with the
mi-R21 pmirGLO Vector constructs, cells were analyzed for luciferase activily using the
Dual-Glo® Luciferase Assay Syslern (Cat.# £2920) and a MicroLumatPlus LB98Y lumino-
meter {Berthotd). Normalized firefly lucilerase aclivity {firefly luciferase aclivity/Renifla
lucilerase aclivity) lor each construct was comparad to that of the pmirGLO Veclor no-
insest control, For each transtection, luciferase aclivily was averaged from six replicales.

100%

g

o
o

cempared to no-insert contral

Percent firefly:Renitfa lucilerase activity

Mo inge:t mi-F21 me-R2 i

mismaich

Figure 4. Normalized luciferase activity using the pmirGLO Vector with an ml-R21 target
Sequence.

il. Referenge

1. Zeng. Y. and Cullen, B.R. {2003) Sequence requirements for micro RNA processing
and function in human cells. ANA 9, 112-23.

Parl# 8PIE133

Printed in USA Revised 10,08
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Approved Personunel

(Please stroke out any personnel to be removed)
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Approved
Microorganisms

Approved Cells

Approved Use of
Human Source
Material

Approved GMO

Approved use of

Animals

Approved Toxin(s)

= PLEASE ATTACH A

Please stroke out any approved Write additional Biohazards for

Biohazards to be removed below approval below. *
E. coli (DHS alpha, XL1 Blue, X110 Gold), " . -
AIL109 yeast, Y187 yeast . tom BL2A LPEY)

Rodent (primary)m Human {established),
Rodent (established), IMR32/HEK-293T,
Neuro 2A, pci2, EOC20, NSC34, BV2,
LADMAC, human cortical neurons: HCN-1A

brain, spinal cord

SV 40 Large T antigen, E1A

MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOHAZARDS.

w5 PLEASE ATTACH A BRIEF DESCRIPTION OF THE WORK THAT EXPLAINS THE BIOHAZARDS USED AND HOW THEY WILL BE

USeED.

Monduy, August 24, 2009

Classification: 2
Date of last Biohazardous Agents Registry Form: Sep 7, 2007
Signature of Pevmit Holder 384 p (;&'(\l'(‘ \

BioSalety Officer(s): ()KI LN l_Q/A,\ _ ,A\ ¢ pl (-,{{':iﬂi

2, [
Chair,Biohazards Subcommittee: é‘ , / g Xl
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Subject: BL21

From: lantzrobarts.ca

Date: Tue, 23 Aug 2009 14:50:58 -0400
To: Jennifer Stanley <jstanle2/@uwo.ca>

Hi Jennifer,

Quite simply, the BL21 (DE3) strain of £ coli is a protease-deticient strain of bacteria used for the
high level expression ol mammalian recombinant proteins.

[ hope that this is sufficient for our protocol BIO_RRI-0035.

Cheers,
Cheryl

/2572009 2:51 PM



i nv i t roge n = Material Safety Data Sheet

Revision Date: 24-Mar-2008

1. IDENTIFICATION OF THE SUBSTANCE/PREPARATION AND THE
COMPANY/UNDERTAKING
Product code 500149
Product name BL21 (DE3)} One Shot

Company/Undertaking Identification

INVITROGEN CORPORATON
5791 VAN ALLEN WAY

PO BOX 6482

CARLSBAD, CA 92008
760-6803-7200

INVITROGEN CORPORATION
2270 INDUSTRIAL STREET
BURLINGTON, ONT

CANADA L7P 1A1
800-263-6236

GIBCQO PRODUCTS
INVITROGEN CORPORATION
3175 STALEY RQOAD P.O. BOX 68
GRAND ISLAND, NY 14072
716-774-6700
24 hour Emergency Response  866-536-0631
(Transport): 301-431-8585
Outside of the U.S. ++1-301-431-8585

I 2. COMPOSITION/INFORMATION ON INGREDIENTS J
Hazardous/Non-hazardous Components

Chemical Name CAS-No Weight % ]
Glycerol 56-81-5 10-30 |
B 3. HAZARDS IDENTIFICATION ]

Emergency Overview
!‘Fhe preduct conlaing no subslances which at their given concentration, are considered to be hazardous to health

Form
Liquid

Page 1/5



|

Chemical Name

OSHA PEL (TWA}

ACGIH OEL (TWA)

Glynaro!

15 mg/m? total dust
5 mg/m-* respirable fracticn

OSHA PEL (Celling)

10 mg/m?

ACGIH OEL (STEL) |

Engineering measures

Ensure adequate ventilation, especially in confined arcas

Personal protective equipment

Respiratory protection
Hand protection

Eye protection

Skin and body protection
Hygiene measures
Environmental exposure
controfs

In case of insufficient ventilation wear suitable respiratory equipment
Protective gloves

Safety glasses with side-shiglds

Lightweight prolective clothing.

Handle in accordance with good industrial hygiene and safely practice
Prevent product from entering drains.

L

9. PHYSICAL AND CHENICAL PROPERTIES

Genera! Information

Form

Liquid

Important Health Safety and Environmental Information

Boiling pointrange
Melting point/range
Flash point

Autoignition temperature
Oxidizing praperties

°F No data available
°F Mo data available
°F No data available
°F No data available

°C No data available
*C No data available
°C No data available
*C No data available
No information available

Water solubility No data available
| 10. STABILITY AND REACTIVITY B
Stability Stable under normal conditions.

Materials to avoid
Hazardous decomposition
products

Polymerization

MNo information available
No information available

Hazardous polymerisation does not ocour.

L

11. TOXICOLOGICAL INFORMATION

]

Acute toxicity

Chemical Name

LD50 (oral ratimouse) L.D50 (dermai,rat/rabbif) LC50 (inhalatlon ratimouse}

BGiycerol

12600 mg/kg (Rat)

10 g/kg {Rabbit) 570 mgfm® {Rat)

Principle Routes of Exposure/

Potential Health effects

Eyes
Skin
Inhalation
Ingestion

Specific effects

Carcinogenic effects
Mutagenic effects
Reproductive toxicity

No information avaifable
No information available
No information available
No information availabie

No information available
No information available
No information available

Page 3/5



This product has heen classified according to {he hazard criteria of the CPR and ths MSDS contains all of the information required by
the CPR

16. OTHER INFORMATION | -

This material is sold for research and development purposes only. Itis not for any human or animal therapeutic or clinical
diagnostic use. It is not intended for food, drug, household, agricultural, or cosmetic use. An individual technically qualificd
to handle potentially hazardous chemicals must supervise lhe use of this material.

The above information was acquired by diligent search and/or investigation and the recommendations are based on
prudent appilication of professional judgment. The information shall not be taken as being all inclusive and is to be used
only as a guide. All materials and mixiures may be present unknown hazards and should be used with caution. Since
Invitrogen Corporation cannot contral the actual methods, volumes, or conditions of use, the Company shall not be held
liable for any damages or fosses resulting from the handling or from conlact with the product as described herein. THE
INFORMATION IN THIS MSDS DOES NOT CONSTITUTE A WARRANTY, EXPRESS OR IMPLIED, INCLUDING ANY
IMPLIED WARRANTY OF MERCHANTABILITY OR FITNESS FOR ANY PARTCULAR PURPOSE.

Bt o Saapedy Dadn Shieed

Page 5/5
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The plasmids in

Plasmid

pC MX
POEX2T
DGIX-ITE
pAS2-1
pCR-XL-TOPO
pell-TOPO
TPEDNAZI(H)
TpCDNA-BrA
pC[)_!\i A3 1-mye hisA

PEDNAZ T-myc hisC
peDNA/CMV-TTA
ubiquitin
pRIFP-NT

PRIP-N2
PREP-N3
PEYFP-NT
PEYFP-CT

phridge
]>|(I_
PEGFP-NT
PECEP-C1

])gllpk‘i'
pShrek-GED AP
pShrek-hTR A AP

“peDNAS, Tmye hisB

DIRES-LGIP

P-( \rnu\ Yy -

| Plasmid

TAShrck-BABP AP

Dr. Michael Strong s Jab are used t
(for wrowth o multiple copies of the plasmid). Final p
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------- Original Message --------
Subject:Re: New MTA tor M. Strong lab plastaid request (Order 26086)
Date:Fri, 29 May 2009 12:09:53 -0400
From:lantz@robarts.ca
To:Jennifer Staniey <jstanle2(@uwo.ca>
Rcl‘erenccs:<OKKDOOLJS2FQPZlO@zeppo.mail.uwo.pri>
<4 A |EDF25.5040902@uwo.ca>
<200905291310.n4 TDAqWa020495@doom.robatts.ca>
<4A20040F .40708{@uwo.ca>

it was the plasmid before this order that | included on the list, sotry. Please add
pAG306Gal-ccdB-EGEP.

Thanks,
Cheryl



Approvetd Persounel Additional Persgune!

(Please strolee gut any personuel e be removed) Please Jist additional personnel here)
Saimauman- Jesuea, Kae
Katiz Moisse Ten Me P‘N-,w\

wandy Slrong
May Gohar

Wancheng Ydang

Kalhy Volkening
Please stroke out any approved Write atditional Biechazurds for
Biohazards to be removed below appraval below, ¥
Approved /€. ol (OHS alpha, XL 1 8Blue, KL10 Gotd) ARLOL e st
Microorganisins Yi37 yeest
wpnroved Cetls Rodent {primary)m Human (gstabhshad), o W ne :
Approved Cells Rdanl {eslablishied), IMRI2/HEK-293T. N*f“m\ cotic el nenfong
Neuro 24, pci2. BOC20, NSC34, BYZ, HCN - LA
LADMACG

Approved Use of orain, spinal cord

Huiman Souvece
ivlaterial

f\{lprnved GMO SV_Z(EJGe T amgen:-é A

PLEASE ATFACH A MATERI (L SAFENY DATASHERT OR EQUIT WEST FOR SEN RN VRDS.

< PIILISE ETTACH 4 RRIEF BESCRIPTION (WF THE WORK FHT EXPEAINS TIE BIOMALARDS LSED IND NS FHLY Wh.t K.

30D,

Date of last Biohazardous Agents Registry Form Sep 7. 2007

Signature ol Permit totder: .f’/l’_,

145

BioSafety Officer(s): C\\ }.'Lu\\,‘\\:z;—;cv') ' '/lvg_,‘;\).\/

Chair Biohazavds Subeonnuittee: ) H

Pefdn, A 29, 208



Approved use of
Anitnals

Approved Toxin(s)

DAL MIEET QR EQUIVHL GNY FDR NG BIONALIRDS.

PLIASE ATEACH 1 MATERLIL SATETY
FOORK TH T FXPL RIS THE RINIEITARNS ENEDN (VD O THEY A ne
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Chatr Biohaznds Subeomuaiities:

Datc ol last

Foiday, tayust 2o, 243 P 2af?



Description of work fnvelving strains AHIOP und V137 yrast.

The AIL109 and Y 187 strains of yeast will be ohmained as pacts in the yuitst bbrary construction ard sueu
kit {eatalogue number 6301453 Tram Clontech. Clease find atlached the infarmation on fhese yeast strains
a5 comaingd with the peatacols ook tor the kit These yuast form 1he hagkhoue Tor e sewen tor
interaclavs of a library (protein trom cDNA front huntan RINA derived from human ALS-aftected ar conut
Hgsues) to detemnng whal proteing are interacting with a specilic protein bait protein. In this serecning
process, yeast are transforned with veelors sanyoag coding for progein (or protein fragments) and selected
on the basis of viabilsty in medium tor which veetars supplemcnl absent ainG acids (e, leueine, histigding),
and oee interagtion between (wo proleini areurs, yeast 4re then capable of praducing wyptophai, cirabling
seleative growth on wypophan deticient medimmn. While we will be arelerentially using the AHEOW. the
Y197 strain is also contained in the kit and thus, will cuinte intv our possassion.

Duscripmion of work involving the FON-1A hean meuroial colls:

These cells are purchased rom ATCC, andare manare, sell-renewing neuronal cells derived o a
megacephalic prain. These eelis will be used 1o determine the interaction between NFL (neurotilament low
melegule weight i) and RNA binding geateing (as of yer unknawa), We will Uso be sereening for
{nteraction of knuswu proteins (TDP-43 aud 3301 with the NEL mRNA. Tha reason tor purchase is that
we needed a human neuronal cell line that would more closely resemble human nevions, so ihat we ean
determing RNA binding in a cell specitic manact, anid. uaderstandably, cannal get hunkan nerons. Plese
cells are nol wransformed or immortalized, survive (o passage [0 only. Please tinel auached the spee sheet
from ATCC tur specitic details on These celli. A consirucl containing NFL DNA coding region and
another with cading tor our proteins of interesl witl be transfected using lipotectaniug iato the HEN-1A
cells. Vo deerming expression of the NFL mRMA we will be pertorning severa assays: 11 Hurescenee
aysays will determing ingreased or Jecreased oxpression of the EGFP-tagged NFL in the presence ob Lle
ILMA binding proteins; 2 RT-PCR will determine e fevel of RNA produced: 3 incubation uf cultures
with actinomyein will determine the stabitity of Ue RNA e presence of RivA binding proteing: J:
Incractions betweent tau and miceotubules by immunohistochemisty/western blotting af protein lysates will
e cxamined; 4 inleractions between transfeeted proteins (SOLL in panticular) and Ihe cell membrane
compuaneris {immuneytochemistryfwesten hlesting) wilt atso be performed in these cells. For cack of
these types of experimuents these eells will be cultuced, oanstested, then cither lixed or lysed.



THIZ UNIVERSTTY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Biohazards Subcommittee: January, 2007

Thes form must be compietod by sach Prncipal lvasligator ielding o grant adimmistarsd by ihe
Unmeersity of Waostam Ontario wihero the: usa of biohazaidous feslious agents arg disgebed n
the aepaimentaiwork proposed. The form musl alse be complelad if ammal waork i3 proposerd
involving tho use of bihazardous agents or animal carrying zoonolic aganls infaclious [y hutnan:
Containment Lovels will be raquired in accordance wilh Laboralary Binsafety Gudelings, Jed
adilion, 2004, Health Canada (HC} or Conlaimnenl Standards lor Velormary Facililies 1 gl

1906, Canadian Food Ingpaclion AqgocGy (CFIA)

Comaleled torms are to be reiumied W Occupational Heallh and Salely (Slovanson-L awson
Building, Room 60) for forward 1o he Biohazand Sutcommilien For quasticns regardmeg this tonr.
please contact the Biosafety Coordinalor at oxlension 81136 If thare are clianges o thg
information on this farm (oxciuding grani ithe and funding agenuios) modifigations must be
compelnd and sent 1o Gecupational Health and Salely  Seo websito”
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