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The plasmids in Dr. Michael Strong’s lab are used to transform non-pathogenic £.coli
(for growth of multiple copies of the plasmid). Final plasmids recovered are used to
either produce RNA or protein in vitro for in vitro binding assays, backbones for RT-
PCR studies or to transfect cell lines to study expression patterns and interactors.

Plasmid Plasmid
pCMX pTRIamp
pGEX-2T pRSVi
pGEX-4T2 pRK172
pGEX5X-3 pBluescript SK(-)
pAS2-1 pT7T3D
pCR-XL-TOPO pOTB7
pcll-TOPO pGEM-Teasy
pcDNA3.1(+) pGEM4Z
pcDNA-BrA pGEM7Zf
pcDNA3.1-myc hisA pGBKT7-53
pcDNA3.1-myc hisB pGBKT7-LAM

pcDNA3.1-myc hisC

pGBKT7-DNA-BD

pcDNA/CMV-HA
ubiquitin

pCMV-SPORT6

pRFP-N1

pGAD-424

pRFP-N2

pGAD-T7

pRFP-N3

,dgmgét’:\

pEYFP-N1

pAE30LGal-e

pEYFP-C1

pIRES-EGFP

pBridge

pEGFP-C1 (new)

pEGFP-N1

pECFP-C1

pSuper

pShrek-GFP.BAP

pShrek-hTRA2. BAP

pShrek-BABP.BAP
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——————— Original Message --------
Subject:Re: New MTA for M. Strong lab plasmid request (Order 26086)
Date:Fri, 29 May 2009 12:09:53 -0400
From:lantz@robarts.ca
To:Jennifer Stanley <jstanle2@uwo.ca>

References:<OKKDOOLJ82FQPZ10@zeppo.mail.uwo.pri>
<4A1EDF25.5040902@uwo.ca>
<200905291310.n4TDAqWa020495@doom.robarts.ca>
<4A20040F.40708@uwo.ca>

It was the plasmid before this order that I included on the list, sorry. Please add
pAG306Gal-ccdB-EGFP.

Thanks,
Cheryl
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Description of work involving strains AHI109 and Y187 yeast:

The AH109 and Y 187 strains of yeast will be obtained as parts in the yeast library construction and screen
kit (catalogue number 630445) fromn Clontech. Please find attached the information on these yeast strains
as contained with the protocols book tor the kit. These yeast form the backbone tor the screen for
interactors of a library {protein from cDNA from human RNA derived from human ALS-affccted or control
tissues) to detcrmine what proteins are interacting with a specitic protein bait proteii. [n this sereening
process, yeast are transformed with vectors carrying coding for protein (or protein fragments) and selected
on the basis of viability in medium for which vectors supplement absent amino acids (ie, leucine, histidine),
and once interaction between two proteins oceurs, yeast are then capable of producing tryptophan, cnabling
selective growth on trypophan deficient medium. While we will be preferentially using the AH109, the

Y 197 strain is also contained in the kit, and thus, will come into our possession.

Description of work involving the HCN-1A4 human neuronal cells:

These cells are purchased from ATCC, and arc immature, self-renewing neuronal cells derived from a
megacephalic brain. These cells will be used to determine the interaction between NFL (ncurotilament low
molecular weight form) and RNA binding proteins (as of yet unknown). We will also be screening for
interaction of known proteins (TDP-43 and SOD1) with the NFL mRNA. The reason tor purchase is that
we needed a human ncuronal cell line that would more closely resemble human neurons, so that we can
determine RNA binding in a cell specific manncr, and, understandably, cannot get human ncurons.  These
cells are not transformed or immortalized, survive to passage 19 only. Plcase find attached the spec sheet
from ATCC for specific details on these cells. A construct containing NFL DNA coding region and
another with coding for our proteins of interest will be transtected using lipofectamine into the HCN-1A
cells. To determine cxpression of the NFL mRNA we will be performing several assays: 1: fluorescence
assays will determine increased or decreased expression of the EGFP-tagged NFL in the presence of the
RNA binding proteins; 2: RT-PCR will determine the level of RNA produced; 3: incubation of cultures
with actinomycin will determine the stability ot the RNA in the presence of RNA binding proteins; 3:
intcractions between tau and microtubules by immunohistochemisty/western blotting of protein lysates will
be examined; 4: interactions between transfected proteins (SODU in particular) and the cell membrane
components (immuncytochemistry/western blotting) will also be performed in these cells. For cach of
these types of experiments these cells will be cultured, transfected, then cither tixed or lysed.
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THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Biohazards Subcommittee: January, 2007

This form must be completed by each Principal Investigator holding a grant administered by the
Universily of Western Onlario where the use of biochazardous infectious agents are described in
the experimental work proposed. The form must also be compleled if animal work is proposed
invelving the use of biohazardous agents or animal carrying zoonotic agents infectious to humans.
Containment Levels will be required in accordance with Laboratory Biosafely Guidelines, 3rd
adilion, 2004, Health Canada (MC) or Conlainment Standards for Veterinary Facilities, 1% edition
1996, Canadian Food Inspection Agency (CFIA).

Completed forms are to be returned to Occupational Health and Safely (Stevenson-Lawson
Building, Room 60) for forward to the Biohazard Subcommiltee. For questions regarding this form,
please contact the Biosafely Coordinator at extension 81135, If there are changes 1o the
information on this form (excluding grant title and funding agencies) modifications must be
completed and sent to Occupational Health and Safety. See website:

Wy Uwo.calhumanresources

PRINCIPAL IN\/ESQ.@;ATO) D Mike Strong
SIGNATURE __ / (7.~F 9]
DEPARTMENT _{ Cell _Foloavy

ADDRESS R &S5  Rabacks

PHONE NUMBER X QU5 }
EMAII«.W_M_‘m&gQ%MQ LUwo . Ca

Location of experimental work to be carried out: Building(s) RRT Room(s) 315

‘For work being performed at Institutions affiliated with the Universily of Western Onlario, the
Safely Officer for the Institution where experiments will take place must sign the form prior (o it
being sent to Occupational Health and Safely (See Saction 12.0, Approvals). For research being
done al Lawson Health Research Institute, London Regional Cancer Centre, Child and Parant
Research Institute or Robarls Research Institute, University Biosafely Commiltee members can
also sign as the Safely Officer,

TITLE OF GRANT(S): e oo \
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3) f olr n"/” el b e ;
PLEASE ATTACH A BRIEF DESCRIPTION OF YOUR WORK, SUCH A THE RESEARCH
GRANT SUMMARY(S) THAT EXPLAINS THE BIOHAZARDS USED. PROJECTS
SUBMITTED WITHOUT A SUMMARY WILL NOT BE REVIEWED.
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1.0 Microorganisms

1.1 Does your work involve the use of microorganisms or hiological agents of plant or animal origin
(inclucing but not limited to viruses, prions, parasiles, bacteria)? MXYES < NO

If no. please proceed 1o Section 2.0

1.2 Please complete the table below:

Name of Is it known to Is it known to be | Is it known to | Maximum quantity to
Biological be a human an animal be a zoonaotic | be cultured at one
agent(s) pathogen? pathogen? agent? time?

YES/NO YES/NO YESINO

£

ECC\(, Q\Egm <iYes §MNo |SYes H(No | -iYes X No mn\\

iocad| iYes ENo | <iYes <iNo <Yes <iNo

GYes 4No |<iYes «iNo |<iYes <iNo

JYes «No |<iYes <iNo ~iYes i No

1.3 For above named organism(s) or biological agent(s) circle HC or CFIA _
Containment Level required. @ 3

1.4 Source of microrganism(s) or biological agent(s)? .I\\}‘\\‘YO(SZV\ -
LS
2.0 Gell Culture

2.1 Does your work involve the use of cell cullures? /X;YES —NO
If no, please proceed to Section 3.0

2.2 Please indicale the type of primary cells (ie. derived from fresh tissue) that will be grown in
culture in the table below

Cell Type I this cell lype used in your | Source of Primary Cell Cuiture
- wark? ) Tissue
Human “Yes )(No
Rodent Yes i No = I
(S S 7€ Clef iveel GfOn\ Qc e b
Non-human primate i Yes X No

Other (specify)

2.3 Please indicate the lype of established cells that will be grown in culture in the l able helom

NSCBH /S RVA L EAD AL

[ Cell Type Is this call type used in | Specilic cell linels)

S | your work?. S —
| Human i as <5 No TR ; i i )
T | |eYes | IR e ATCC

i Rodent X res ~i ho Nepso A 7 W07 Eoc.ad i ATCL.




3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source malerials? )@ES NO
if no, please procesd o Section 4.0

3.2 Indicate If the following will be used in the laboralory

9 Human blood {whole) or olher bodily fluids 3 YES MNO HFYES, Specify

% Human blood {fraclion) or other bodily fluids < YES XNO EYES, Specify
9 Human organs {unpreserved) MYES-NO I YES, Specify_brows

% Human lissues (unpreserved) HYES GNO I YES, 5;)Gnl?y__‘épnﬂ\_mg@_((:\

Is human source known to be infeclad with and infectious agent < YES ) X%’«JO
HYES | please name infectious agenl

3.4 For above named malerials circle HC or CFIA containment level required. 1 @ 3

4.0 Genetically Modified Organisms and Cell lines

4.1 Will genetic modifications be made 1o the microorganisms, biological agenis or cells described
in Sections 1.0 and 2.0 2 MYES <5 NO

If no, please proceed 10 Seclion 5.0

4.2 Will genelic sequences from the following be involved:

s HIV S YES SRNO

irYeEsS specifty

» HTLV 1 or 2 or genes from any CDC class 1 pathogens <EYES AN

if YES specily o

s Other human or Cmunai athogen and or their toxing < YES SKNC

iFYES speeify - '

4.3 Will intacl genetic sequences bgused from - W
+ 8V 40 Large T anligen ‘%i 5. WO FYES specify §V gt \

» Known oncogenes SYES 0 fYESspeciv £\ P

I Wil a five vector(s) {viral or baclenal) be used for gene fransduclion -3 YES ;(NO
HYES name virus

4.5 Lisl specific vector(s) 1o be used @\QSW

4.6 Will virus be replicalion defeclive SYES N0
4.7 Will virus be infaclious to bumans or animals < YES prais]
4.8 Will his be expecled ic Containment L SYES MNO

CDESCRIFTION MUST BE ATT/




5.0 Human Gene Therapy Trials

5.1 Wil human clinical lrials using the viral veclor in 4.0 be conducled? I YES
If no, please proceed (o Seclion 6.0
I YES allach a full descriplion of the make-up of the virus.

5.2 Will virus be able 1o replicate in The hosl? S YES

5.3 How will the virus be administered?

5.4 Please give the Health Care Facility where the clinical rial will be conducled:
5.5 Has human elhics approval been oblained? GYES
6.0 Animal Experiments

8.1 Wil any of the agents hsled be used in live animals? A YES
If o, please proceed to seclion 7.0

6.2 Name of animal spacies 1o be usad

e

<5 NG

SN0

)(&o

£.2 AUS protoco) #
6.4 1f using murine cell lines, have they been lested for murine pathogens? <A YES

7.0 Use of Animal species with Zoonotic Hazards

— NO

7.1 Will any of the following animals or their organs, tissues, lavages or olher bodily fiuids

including blood be used:

9 Pound source dogs S YESXNO

s Pound sowrce cals 3 YES K NO

»  Sheep or goals S YESHNO

» Non- Human Primates 3 YES XNO )f YES specify species

»  Wild caughl animals SYESXNO ) YES specify species .

colony #

8.0 Biological Toxins

8.1 Wil toxins of biological origin be used? - YES }.@O
If no, please procaed 1o Ssclion 9.0

8.2 HYES, please name the toxin

Day [specily species) of the loxin




9.0 Import Requirements

9.1 Will the agent be imporled? i YES{Q@O
If no, please proceed (o Section 10.0
If yes, country of origin

9.2 Has an imporl Permit been oblained from HC for human pathogens? <3 YES i NO
9.3 MHas an import permil been obtained from CFIA for animal pathogens? 3 YES -5 NO

9.4 Has the import permit been sent {o OHS? SYES G NO
If yes, Permil #

10,0 Training Requirements for Personnel named on Formn

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

» Biosafeiy)@o(‘t\{)&d’& : wl be U}’WMQC\

» Laboratory and Environmental/Waste Managemen! Safety -2 Gov QEW'( 3’“’?
N W?—-IMIS) c,mw&p}u(

As the Principal Invesligator, | have ensured thal all of the personnel named on the form who will

be using any of the biohaza (jm Seclions 1.0 1¢ 9.0 have been trained.
SIGNATURE /%\

11.0 Contaimment Leveig—"

11.1 For the work described in sections 1.0 10 9.0, please circle the highest
HC or CFIA Containment Levsl required. 1

11.2 Has the facility been cerlified by OHS for this level of containment? ,)(YES ~ NO

11.3 Ifyes, please give the date and penmil number: )’U/J J% (CI)((/

12.0 Approvals

Signalure A i . S Dm‘"‘\gf &
N
Safely Officer for Institution where expariments will lake pltace

Wastern Ontario (f ditforent than above)

Signature

faly Officer for University ©

v‘ nature
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