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SIMS

Approved Personnel Additional Personnel
(Please stroke out any personnel to be removed) (Please list additional personnel here)
Mao Jdiang

Souzan Armslrong
Tom Chrones

Juan Reyes-Valverde
Ben Wheal

Ryann Shugg

Alexey Pereverzev

Please stroke out any approved Write additiona! Biohazards for
Biohazards to be removed below approval below. *

Approved E coli, Recornbinant Adenovirus

Microorganisms

Human (primary}, colon esophagus, Rodent
{primary), Human (established) HEK 293,
Rodent {(established) RAW 264.7, CHo, Non-
ihurman primale {established) CCS,

—

lissues (unpreserved), esophagus, colon

Approved Cells

Approved Use of
Human Seurce

Material
SV 40 Large T antigen, COS, Adenovirus,

Approved GMO ocDNA3, pEGFP, pEAFP, pAd/CMVAVS- \‘ Plaspard:
DEST, plasmid EGFP-LC3, pCEP4YPat- ‘ ’ . .
IMAMM (/PET) ‘ [)(,"D,\lAj_ 1-PuxT. YfP

‘rabbils, guinea pigs,ufaié mice

Approved use of
Animals

:
Approved Toxin(s) !Telrodo loxin, ‘BMHW Perlussis toxin

Wednesday, January 20, 2010 Page 1 of 2
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* PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOHAZARDS.
*s pLEASE ATTACH 4 BRIEF DESCRIPTION OF THE WORK THAT EXPLAINS THE BIOHAZARDS USED AND HOW THEY WILL BE

USED.

As the principal investigator, I have ensured that all of the personnel named on the form have been
trained. 1 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. wp/n .ca,

Signature ef Permit Holder: ;iﬁ Af\

Classification:

Date of Last Biohazardeus Agents Registry Form: Nov 22, 2007

Date of Last Modification (if applicable): Oct 26, 2009

BioSafety Officer(s):

Chair, Biohazards Subcommittee:

Wednesday, January 20, 2010 Page 2 0f 2
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5198582453

T-6¢2 P4 /B85 F-457

http://www addgene.org/pgvec Ip=truesndenniner=224U0&cma=nnapl

Find this plasmid at: www.addgene.org
Enter "22400" in the search box

Plasmid 22400: pcDNA3.1.P2X2-YFP

Genefingert name:’
Allernative names:

ATP-gated P2X channel 2
P2X2 receptors

Insert size (bp}: 2300
GenBank/Entrez ID of insertt  NM_053658
Genelinser aliases: P2n@, P2X2
Species of gene(s): R. norvegicus (rat)
Fusion proteins or tags: YFP
Terminal:  C terminal on backbone
Vactor backbene: pcDNA3J.1
(Search Vector Database)
Backbone manufacturer.  Invitrogen
Type of vector.  Mammalian expression
Backbone size (bp): 5600
Cloning site 5 HINDUI
Site destroyed during cloning:  No
Cloning site 3°  XHOL

Site destroyed during cloning.  No
5' Sequencing primer.

3 Sequencing primer:.  BGH-Rev
Bacteria resistance:  Ampicillin
High or low copy:  High Copy
Grow in standard E. coli @ 37C: Yes
Selectable markers:  Neomycin

T7 (List of Sequencing Primers)

DT M A 1A

If you did not originally clone this gene, from
whom and where did you receive the plasmid
used to derive this plasmid:

Sequence:
Plasmid Proviged in:
Principal Investigator:

James Fisher ang Ali Jones in Cambridge

Visit www.addgene.org/22400
DH5a
Henry A Lester

Article: An angstrom scale interaction between plasma membrane ATP-gated P2X2 and alphadbeta? nicotinic

channels measured with fluprescence resonance energy transfer and total internal reftection fluorescence

microscopy. Khakn BS et al. {J Neurosci. 2005 Jul 20 25(20):6911-20. Pubmed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in & publication,

Also, please include the text “Addgene plasmid 22400" in your Malerials and Methods section. This
information allows Addgene to create a iink from the plasmid page to your publication.

Please check www.addgene.org/22400 for updated plasmid information and related links.

Page 1 of 2 - Date: 01/20/2010

(nformation on this datasheet is provided purswant to Addgene's Terms of Use at www.addgene.org.
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@l-2@-°1@ 16:53 FROM-SKELETAL BIO LARS
http://www .addgene.org/pgvec] 2pf-true&identifier=22400&cmd=findp]

Find this plasmid at: www.addgene.org
p Enter "22400" in the search box

BINBITL

Q
1900 bp pTP-gated P2X channel 2

pcONA3, 1 -PIX2-YFP
7100

4
(Taga not drawn to scalo)

2300

¥HOI
¥Fr

Please check www.addgene.orgi22400 for updated ptasmid information and related links.
Page 2 of 2 - Date: 01/20/2010

Informalion on this datasheet is provided pursuant to Addgene's Terms of Use at www.addgene.org.
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Approved Personnel Additional Personnel
(Please stroke out any personnel to be removed) Please list additional personnel here
DI TuplaE

|  Qlerey Freverety
Mao Jiang )/ -

Sopuzan Armstrong ~ Ghn S—fi‘%j
Tom Chrones o en w/&
+ Joam Fﬁ/ﬁ/@ l(t”/ej - Mﬁ/uwcﬂ

Please stroke cut any approved Write additional Biohazards for
Biohazards to be removed below approval below, *
4]
Approved E coll, Recombinant Adenovirus : [
|
Microorganisms
Anproved Cells Human (primary), colon esophagus, Rodent ]
ppre Ce (primary), Human (eslablished) HEK 293,
Rodenl (eslablished) RAW 264.7, CHo. Non-
human primate (established) COS,
Approved Use of lissues (unpreserved), esophagus, colon |
Human Source ‘
Material j :
- ; ) J ]
ved GM SV 40 Large T antigen, COS, Adenavirus, { i A CETPEYP ot MAMH
Approve 0 0GDNAJ, pEGFP, pE4FP, pAdICMVAVS- F/"‘ Jrard /0 7Pe
DEST, plasmid EGFP-LC3 \/Pf,.r
Approved use of 1aboils, guinea pigs. fats mice ]
Animals
Approved Toxin(s) Te“ogm- Perlussis (oxin o o
|
[ S - )
Page 1 af 2
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o PLEASE ATTACH A MATERIAL SAFETY DATA SHEET Ot EQUIVALENT FOR NEW BIOHAZARDS.
Wr PLEASE ATTACH A BRIEF DESCRIPTION OF THE WORK THAT EXPLAINS THE BIONAZARDS USED AND HOW THEY WILL BE

LSED.

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

A

/ .
Signature of Permit Holder: %ﬁ (2% )/1,\,_, ﬁc'/’ /7’ Z/@fj
Y SRS

Classification: 2

Date of Last Biohazardous Agents Registvy Form: Nov 22, 2007

Date of Last Modification (if applicable): Mar 27, 2009
BioSafety Officer(s): _Cq/() l'?,‘ui'\)\ﬂ.)»\, ek L ( 3/ £

5
Chair, Biohazards Subcommittee: /C)é L{ , {(‘CQ,SM i

October 14, 2009 Page 2 of 2
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Approved Personnel Additional Personnel

(Please strolce out any personnel to be removed) (Plense list additional pevsonnel here)
Danielle Laplerre
Mao Jiang

Souzan Armslrong

Tom Chrones

Please stroke oul any approved Write additional Biohazards for
Biohazards to be remoyed below approval below, *
Approve d E coli, Recombinant Adenovirus
Microorganisms

Human (primary), colon esophagus, Rodent
(orimary), Human {established) HEK 293,
Rodent {established) RAW 264.7, CHo, Non-
human primate {eslablished) GOS,

Approved Cells

Appl‘m’ClI Use of lissues (unpreserved), esophagus, colon

Human Source

Material
aved G SV 40 Large T anligen, COS, Adenovirus, - . FP-LCR
poved GG DCDNAR, pEGFP, pEAFP, pAICMVIVS- Plasmid EC
DEST

Approvcd use of rabbits, guinea pigs, rats mice

Animals

© PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOHAZARDS.
23 PLEASE ATTACH A BRIEF DESCRIPTION OF THE WORK TH1AT ENPLAINS THE BIOHAZARDS USED AND HOW THEY WILL BE
USED.

Classification: 2

Date of last Biohazardous Agents Registyy Forme Nov 22, 2007

A S i
Signature of Permit Holder 61 /{65 i N {i‘.‘g [ ;'/I{S(.S?
BioSafety Officer(s): (\Q \'(:_L‘\,\Jl_l,-k_\ el Ll / 04

Chair,Biohazards Subcommitiee: ((,)‘/L?' p /(t J()---(QSQ_(V

Preesday, Febriasy 170 2009 Page 1 of 2
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Approved Toxin(s)

o 3

on Beninii I
bt &5 "‘_ ‘.}? v),-r,"-‘,‘\ Ve

s PLEASE ATTACH A MATERIAL SAFETY DATASHEET OR EQUIALENT FOR NEIV BIONAZARDS.

vt PLILSE ATTACH A BRIEF DESCRIPTION OF THE WORK THAT EXT
USED.
Classificationt 2

o AINS THE BIOHAZARDS USED AND HOW THEY WILL BE

) Nov 22, 2007

Date of last Biohazardous Ageuts Registry Form:

Signature of Permit Holder
BioSatety Officer(s): (\(’) '\(,\,\, e “\

Chair,Biohazards Subeommitiee:

Tueseuy, Februnry 17, 2009

g i o, febiF Jerig
bager chy 1O

I s



15t We will receive the plasmid (which is a small strand of DNA that encodes for
the production of a specific protein PLUS the Green Fiuorescent Protein (GFP)
markar) and will replicate it using bacterial culture.

ond. After enough of the plasmid has been replicated we will use it to tranfect
bone cells (osteociast-like and osteoblasts in culture). Tranfection pretty much
invoives the addition of the plasmid to the cells in culture in order for the plasmid
DNA to enter the cells and replicate. The GFP tag allows us to monitor the

protein expression.

That is all.
Let me know if you need more detailed information.

Thanks,
Tom
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Atlditionn] Personnel
(Please list additional personnel here)

Approved Personnel
(Plense stroke out any personnel 1o be vemoyed)

Danielle Lagiere
Mao Jiang
Souzan Armsiiong

Torm Chrones

Please stroke ont any approved Wrile additional Blohazards for
Biohazards to be removed helow approval below, *

A pprovcd [£.coli, Recombinan Adenovins

Microorganisms

A aved Cells Human (primary), colon esophagus, Rodent

Approved Cells (primary), Human (oslablished) HEX 203,
Fodenl (eslablished) RAW 264.7, CHo, Non-
human primate (established) COS,

:\nprovctl Use of lissues {unpresaived), esophagus, colon

Huwman Source
tylaterial

wvod GV Sy 40 Large T antigen, COS, Adanoviius,
Approved GMO pCONAB, pEGFP, pEAFP, PAJICMVAVS-

DEST

:\pjn‘m'ﬂl use of rabbils, guinea pigs

Animals [/q‘ ,'S, Mic e

DATASHEET OR EQUIVALENT FOR NEW BIONAZARDS.

S PLEASE ATIACH AMATERLAL SAFLTY
N OF THE WORE THAT EXPLAINS PIE BIOIAZARDS USED AND HON THEY Wil B

Vo PLEASE A TTICH A BRIED DESCRIPEIO,
USED,

Date of last Binlazardous Apenis Registry Formt Nov 22, 2007

e -3

i 0 . (\ (/ - ¢ ‘?(‘ LY Y g'l

Signatore ol Permil Helder: S (6, B%N Yooscs M;;VV G COOR

BinSafety Olheer(s): i '('/ :/_'.""\---E-'ﬂda ( L(R(} / } //1 S

. P 4 - * .
/ ‘ . T L
Chair, Binhazards Subenmmitice: (- /(( ) (A{_()AJ__,_ i \\(‘ (L/ '(\”

Friday. Moy 16, 2008 Page tof !
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YOI SHEET R EQUIT: ALENT FOR NEW RIOHAZARDS.

SOPLEASE VTTICH A MATERIALSATLT
0N OF THE WORK THAT L NP AUNS THE BIOHAZARDS USLD. AND HON THEY WILL BL

COPLEASE ATTACH A BRIEE prychirtl
JSJ'U

Date of last Biohmzavdous Ay th Registry lmm Nov 22, 2007
Signature of Permil flolder: D J’ KV‘ \’ﬁ /w“a 2¢ Javg

BioSalely Oiver(s): )m\qm A\ { Q]Lf N ? 1/03
g) /? {/ :g (o v )_ \"l-l’t (,’ c"“"

ChairBiohazrds Subeommiliee:

{ vy, Wy do, 2008
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THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Biohazards Subcommiiton: January, 2007

This form must be compleled by each Principal vestigator holding a grant adminizstered by the
University of Weslemn Onlario where the use of biohazardous nfeclious agents are described in
the experimental work proposed. The form musl also be completed if anlrmal work is proposed
involving the use of iohazardous agents of animal carrylng zoonolic agents Infectious lo humans.
Containmen! Levels will be required in accordance with Laboralory Biosafely Guidelines, 3rd
adilion, 2004, Health Canaga {+1C) or Containment Standards for Veterinary Facilllios, 1% edition

1996, Canadian FFood Inspection Agency (CFIA).

Compleled forms are 1o pe relurned o Occupational Health and Safely (Stevenson-lL.awson
Building, Room 60) for forward 1o the Biohazard Subcommiltee. For questions regarding this form,
please contact the Biosalely Coordinalor al exiension 81136, )f there arc changes lo he
information on this lorm (excluding grant litle and funding agencles) modifications must be
completed and sentlo Oceupational Heallh and Safoly. See websilo:

WA, LIWO.CaMumManiesources

il }
PRINGIPAL INVESTIGATOR Jﬁ/ ff/s .. T ?97
SIGNATURE TN Y _.?.-..W__.,..__,,7.__‘.,,,,,,_,_ﬂ_____,m -
DEPARTMENT Physivfeny (. Lher2ant? ™ * )7
ADDRESS DSE o0 -3,_.5-‘_)*3@13’ ¢ ‘)/ L #c_’i_
PHONE NUMBER__ 6612876 I
E—M'm1-,.’..{;:‘:r.l1m....'.'J!f:’.’la,(;e._.r,!:.!!_"_‘_gj—_'{\.:J:l.".'f.!.,,.".f.‘,,,,L,.._,,,H____,-..

Location of experimental work 10 be carried out: Building(s)_ 2515, Room(s). 0 V14

'For work being performed al instilulions affilialed with the University of Western Ontario, the
Salety Officer for the Institution where expornents will fake place nust sign the form prior 1o it
being sent to Occupational Heallh and Safety (See Ssclion 12.0, Approvals). For resoarch being

done at Lawson Heallh Rescarch Institule, London Reglonal Cancer Cenlre, Child and Parent

Research nstiluie or Robarts Research Instilule, Univessity Biosalely Commillce members can

also sigh as the Salety Officer.

TITLE OF GRANT(S): .
= . / 75_4_)”:1’1,....2!'...!&,,,._/.{,!.{;[651-,/1;’4{ R

PLEASE ATTAGH A BRIEF DESCRIPTION OF YOUR WORK, SUCH A THE RESEARCH
GRAMY SUNMMARY(S) THAT EXPLAINS THE BIOHAZARDS USED.  PROJECTS
SUBMITTED WITHOUT A SUMMARY WILL NOT BE REVIEWED.

FUNDING AGE MCYIAGENCIES R -
Namas of all personnel waorking under Principal Investigalors supervision in this location.
i) -T_vtu'"\_ _Cg!‘_‘f_!).“.\ Bl e S

iy fhas J.t‘\."‘.,‘ T

i) Justanm -.f\"_‘*:.l‘f‘_u--\)‘

) Pani el Ga (‘Qx‘rr:,!u.__

Vi Jeden Pevar

DESCIGPION MUS T BE A PACHED 1O VIS FORN OR PLROJECTWILL NOT BE FEYIRWEL?
}: i) t 40



Feeor
no

Name of

ﬂ-"" 1;-\"} A o urnd
1:_1.‘.{3?_’.1 F20N 1::1) -

1.0 Microorganisms

1.1 Does your work involve the use of microorganisms or biotogical agenls\s
(including bul not limited to viuses, priens, parasites, bacteria)? .

I no, please proceed 1o Seclion 2.0

1.2 Please complele the table below:

Biological
agenl(s)

5 | (b } ) o V.%YGS

Js il known to

I he a human

pathogen?

YESING
h NO

G Yes s¥No

s il known to be
an animal
pathogen?

YESINOG

Pz \( fZ S

Tiaximum quantity lo
he cullured af one

Js i known to
he a zoonolic

8 Yes
iYes MiNo

i No

1 Ves MiNo

agent? {ime?
YESMNO
7% Yos iNo [$o0 Al

1.3 For above named organisim{s) or biological ageni(s) circle HC or CFIA

1 N() i

GiYes  <iNo

O3Ves <o

G¥es  <iNo

Tes AN

Containment Level required.

1.4 Source of microrganism{s) or biological ageni(s)?

2.0 Cell Gulture

2.9 Does your work involve the use ol cell culiures?
i no, please proceed lo Soelion 3.0

7.2 Please Indicale the type
cullure in the Lable below
Cell Type

Human

Rodant

Olher (specify)

Non-human primale

.

work?

ﬁ‘(ﬂ!i
1¥Yos
GYes  AMWo

Js Ihis coll lype used i yous

GNo
i No

1(2)3
: ._;-Ll’l‘e‘f.’_'lgt;y.!&:),__._.__ S

SND

HYES

LMissue
@Jm,,tf.)u(-fm wl,
o!.»..l_m_-a &l / o (4 K10

RGN Connis wsiwed

<718 foors

ol primary colls {ie. derived from fresh lissue) Ihat will be grown in

Sourco of Prmary Cell Culture

Uspe
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2.3 Ploase indicate he type of established celis thal wit) be grown in culture in the table below.
Is this cell lype usad in | Specific cell ine(s)
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3.0 Use of Human Sourse Materlals
3.4 Dogs your work involve the use of human seusce materials? MYES WINO
If no, please proceed o Seclion 4.0

4.2 Indicote If the ollowing Wik be used in the laboralory

s Ruman blood {whole} or other podily fioids < YES XNO  NYES, Specily

s Hurnan blood {fraction) of olher bodily flulds S YES PND WYES, Specily -

+ Human organs (unpresarved) SYESXNO  HYES, Specily .

s Puman tissues {unpres arved) HAYES NGO WYES, Spocily_{.{‘,;.gf.__(,@j‘_n,r; o lany

33 15 human source Known 1o be Infecled with and infectious agent SYES  XMNO
I YES , please name infeclious DN o e

3.4 For above pamed raterials circlo MG or CFIA containment level requiroc, 1 (P) 3

4.0 Genetically Moditiet Organisms ant Coll Hnes

o he microorganisms, biclogical agents or calls described

4.4 Wil genelic modilications be made t
XYES SNO

in Soctions 1.0 and 2.07
if no, please proceed 10 Seclion 5.0

4.2 Wil genelic sequences from the following be nvolved:

s HIV

ifycSspecily .

» HTLY 1 o1 2 or ganes fromany CDC class 1 paihogens
ifYESspecily ,
s Olher human or anima) pathegen and or their loxing GSYES ,>‘§ MO

WYESsspecily

G YES #NO

SYES ¥ NO

4.3 Will intact genelic sequences he used lrom
¢ SV AD Large T anligen MYES G NO HYES spocily. DS o
s Known oncogenes L YESXY NG WYESspeeily e

. s 4 " .
44 Wil a live veclons) {viral or bacterinl) be used fof gene framsauchon AYES NG

¥ YES name vins_ Ad oy ('w*’fhw"'fﬁf‘{l Yy o
Jﬂ{jnfﬂ vesh vl _ N /3‘;/“4\//»'6-3)’55'
45 Lisl specilic veclor{s) lo be used:_‘ft_;,j)_pjﬁ_} ,__(zdé_.g_f;j_'}_ s LYET, P17 ,
/I "l ffi‘)"-h\)
48 Wil vitus be replicalion defoctive AEYES MO
47 Wil virus be infections 10 Bomans of animalks AYES 6N
48 Wil this be exgeshd W eoreass e Contssnment Leve) roLired AY[ES %I\IO
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5.6 Human Gene Therapy Triale

5.4 Wil human clinjcal trials vsing the viral vector in 4.0 be conducled? A YES AXNO

if no, please procoed to Section 6.0

If YES allach a full descriplion of the make-up of the virus.

5.2 Wil virus be able lo replicate in the host? YES CAND

5.3 How will the virus be administered?

5.4 Please give Ihe Health Care Faciily where the clinical trial will be conducted:
AYES ANO

5.5 Has human elhics approval been oblained?

5.0 Anlmai Experiments

6.1 Wil any of the agents listed be used in live animals?
If no, please procoed 1o seclion 7.0

6.2 Namne of animal species 1o be used, ot ile " (8 1,1-1--!-\-%’«43--p~'-- []\)_M el

6.3 AUS prolocol ff e
.4 11 using murine cell nes, have

7.0 Use of Anlmal specics wilh Zoonotic Hazards

7.4 Will any of 1he following animals or their organs, lissues, lavages o1 othar bodily flulds

including blovd be used:

¢ Pound source togs GYES M NO
o Pound source cals AYESX NO
s Sheop or goals 3 YESXS NO
» Non- Human Primales 3 YESWNO I YES specify specles e
¢ Wild caughl animals 3 VES M NO 1 YES specify species

colony It

8.0 Biological Toxins

g4 Will loxins of biological origin be used? A YES SNO

If no, please proceed 1o Seclion 9.0

8.2 I YES, please name the mxin_"r,-_,_[j(,_g}j__e_,!,,Qx_m " IS\I w Ly tam __‘ll}wvw

6.3 What is the LDx (specify spacies) of the ltin
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9.0 Import Raqulrements
9.1 Will the agent be imporled? SYESHKNO
1 ho, please proceed to Seclion 10.0

I yas, country of ONIGIN e e

9.2 Has an lmporl Permit baon obtained from HC {or human pathogens? SYESHNO

9.3 IHas an import permit been obtained from CFIA for animal pathogens? — YES <HNO

9.4 Has the impoit permit been sent to 037 A YES I NO

i yes, 1YL e L1 B/ S

10,0 Training Reguirements for personnel named on Form

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

» Biosalety
+ Laboratory and EnviconmentaliWasle Management Saloly

¢ WHMIS

as the Principal lnvesligator, i have ensured that all of the personnel named on the form who will

be using any of the biohazarg ouz:vgengn Sections 1.0 to 9.0 have heen irained.

e S 17 1007

SIGMATURE .\/.
110 Containment l.evels

11.1 For the work doscribed i sections 1.010 9.0, pleaso circle the highest
HG or CFIA Containment lLevel reguired, 1 @ 3

11.2 Has the faciily been certified by OMS for this lovel of containment? X YES “iNO

11.3 Il yes, please give the dule and pesmit aumber ‘?2{Qj__lf_t_@_@)_:__(_)_Qﬁ_‘t_gmglf

12.0 Approvals
UWO Bichazard Subsamimilige

Sionalure._._(_;;-J.’(f.f_,,.,-;;Qz_Qﬁgf/ T et MoV OT

ty Officen for Institution whore experiments wil lake place
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