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-------- Original Message --------
Subject:[Fwd: [Fwd: Re: Anthrax toxin project]]
Date:Thu, 28 May 2009 12:15:28 -0400
From:Sung Kim <Sung.Kim@schulich.uwo.ca>
To:Jennifer Stanley <jstanle2@uwo.ca> v
References:<4A1EB7A8.60609@uwo.ca>

Well, we have to dig up data from Japanese human experiments done during the
2nd world war.
But it was banned from access and citation.

SK

>>> Jennifer Stanley <jstanle2@uwo.ca> 28/05/2009 12:11 pm >>>
Hi Dr. Kim

If at all possible, please look up the lethal dose. | have been looking
on-line and | can not find any information for the lethal dose for the
toxin itself.

Thanks

Jennifer

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

Subject: Re: Anthrax toxin project

Date: Thu, 28 May 2009 11:25:23 -0400

From: Sung Kim <Sung.Kim@schulich.uwo.ca>
To: Jennifer Stanley <jstanle2@uwo.ca>
References: <4A1EAAFD.4040603@uwo.ca>

No. We bleach them.
SK

>>> Jennifer Stanley <jstanle2@uwo.ca> 28/05/2009 11:17 am >>>
Hi Dr. Kim

For the toxins that you use, do you know the human lethal dose?
Also - how do you dispose of the contaminated materials?

Thanks

Jennifer



Re: Use of lethal toxin

Subjeet: Re: Use of lethal toxin

From: Sung Kim <Sung.Kim(@schulich.uwo.ca>
Date; Fri, 06 Feb 2009 11:22:01 -0500

To: Jennifer Stanley <jstanle2/@uwo.ca>

See below:

>>> Jennifer Stanley <jstanle2@uwo.ca> 2/6/2009 11:18 AM >>>
Thanks Dr, Kim

| understand from this that you store ~ | mg of each component. Total we have. We have in aliquots.
Do you have any LD50 information? about 100 micg/20g wi. in mice.

How do you dispose of the material when the experiments are complete? Toxin is inactivated in 3h at
room temp. Bleach them, anyway.

Jennifer

Sung Kim wrote:

> Hi Jennifer:

>

> >>> Jennifer Stanley <jstanle2@uwo.ca> 2/5/2009 9:36 AM >>>

> Hi Dr. Kim

> Just a couple more questions:

> - how much of the toxins (PA and LF) do you keep on hand at once? ~1
> mg each

> - how much of each do you usually use at once? 5 micg What is the
> concentration of toxin? 50 micg/ml

> Thanks!

> Jennifer

Lol 414 2000 1:48 PA



The MTA is to obtain vectors to transform Lactobacilius rhamnosus
for probiotic study. We will transform L. rhamnosus using

these vectors to identify genes involved in macrophage activation in
vitro.

pTRK830 (EmR vector for Lactobacillus rhamnosus) -

pORI28 (integration targeting plasmid, EmR)

pTRK669 (helper plasmid, CmR)

E. coli EC1000

/Purpose is for cloning and integration experiments in Lactobacitlus
rhamnosus.
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We prepare recombinant lethal toxin and protective antigen

from E. coli. After purification, we use them cell lines or primary
peritoneal or bone marrow-derived macrophages in vit:o. All toxins are
kept in -80 in our lab. Our lab is locked ali the time, unless some one

is in site.

We are using E. coli-BL21 to express PA and Bacillus megaterium for LF.
| believe they are commercial strains.
Mostly we use both toxins to treat cells.

We use toxins to treat mouse primary and immortalized macrophages,
but sometimes use human or mouse fibroblasts.



-emmee- Original Message «------ .
Suhject:Re: Containment Question, lethal toxin
Date:Fri, 23 Jan 20009 11:10:08 -0500
From:Genevieve Lacroix <genevieve_lacroix?@phac-aspc.ge.ca>
TosJennifer Stanley <jstanle2/@@uwo.ca>

Socd merning M3, stanizy,
Tha Loxics you are deszriniag m2 are 2 of the 3 compon=ats 2f anthrax
e ars noo Many vasianies for me ko give you an answar.

ha -oxins are produssd separately ia anothar nosh, tha risk
53t probably tha sams, Ine toxins are probably as potant 23
c2 sroduced by 3. anthractis, Orce [ racelvs tra importation
apoLizatisa, 1 will have =o zamplate an in daphh risk 3ss23sment, wnizin
will rake some Time,

roxic.
Alshoughn

W
T {)

Howaver, I thing =his informasion will be usefil to you.

Ba=ll us 3antheacls causes anthras, B8, anthracis requires 2 plasaids
far its viralznze. One plasmid ;ontains rthe zoxin geres (pX0l: and che
s2oond plasmid conbains the Capsular gan=s (£X032). Ths =xo-oxXins

~rated by B, anthracis, encaded by pibl, are cempused of three

32

distinct components: protactive antigen [(PAT, lethal fazter (LT}, and
sadera facstor (£7). Thess pgrozeins play a key role in thne oathoganasls
>t antnrax =7 and LY haves en:ymati: functions cuht require PA,
raspeasible for thelr transpor inko kA2 nask, vo achleve theer
Eualogizal 2ffects. Thaese oprolains frddividnally cause nno Xnown
chysislegizal effscis in animals but in palrs groduce Two

f-xic aztisns. injectino of PA with LE causes death of razs In &0 ain,
whersas PA winh ET causas odema in tne sikin of rabbitis and guinaa a plys.
3 4 Lapela, Aaxhrax roxin zdemz factisr: a pazterial aderylate cyclase
tmas incrsases cyolic AMP Concennrations of suxaryotic zalls. ?kAo May
", 1932 wal, 73 roa. 13 3182-3146

-nils informatiosn will t=lp
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THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Blohazards Subcommlttae: September, 2607

This form must be completed by each Principal Invesiigator holding a grant administered by the Univarsity of
Weslern Ontario where the use of biohazardous infectious agents are describad in the experimental work
proposed. The farm must also be compleled if animal work is proposed invelving the use of biohazardous
agents or animal carrying zoonotic agents infectious to humans, Contalnment Levels will be required in
accordance with Lagoratory Binsafety Guidelines, 3rd adition, 2004, Haalth Canada (HC) or Contalnmenl
Standards for Veterinary Facililies, 1% odilion 1996, Canadian Food Inspecticn Agency (CFIA).

Completed forms are to be raturned to Occupational Health and Safely (Stevenson-Lawson Building, Room
50) for forward to the Biohazard Subcommiltee. For questions regarding this form, please contact the
Biosafety Coordinator at extension 81135, If thece are changes to the information on this form {excluding
grant title and funding agencies} modifications must be completed and sent to Occupational Heaith and
Safely. See website: www.uwo.cahumanresowces

]
PRINGIPAL INVESTIGATOR ___M?fwy O 2

SIGNATURE B
DEPARTMENT Moro G [mmmine

ADDRESS SPRL B 119, réee Llestun  RA_

oo

PHONE NUMBER , €2947 4o
EMAIL - B 5}% Em & Schalich . (w0 C o
Localicn of experimental work to be careied out: Building(s) _ShHe/ Room{s} ([ F

*For work being psrformed at Institutions affiliated with the University of Western Ontario, the Safaty Officer
for the Institution where experiments will lake place must sign the form prior ta it being sent lo Oceupational
Health and Safoty (See Section 12.0, Approvals). For research being done at Lawson Health Research
(nstitute, London Regional Cancer Centre, Child and Parent Research Institute or Robarts Research
Inslitute, University Biosafety Commitlee members ¢an also sign as the Safely Officer.
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PLEASE ATTACH A BRIEF DESCRIPTION OF YOUR WORK, SUCH AS THE RESEARCH GRANT
SUMMARY THAT EXPLAINS THE BIOHAZARDS USED AND HOW THEY WILL BE USED. PROJECTS
SUBMITTED WITHOUT A SUMMARY WILL NOT BE REVIEWED.

CUNDING AGENCY/AGENGIES CHE

sames of all personnel working urders Princioal Investigators supervision in this Ixcation.
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1.0 Microorganisms

44 Does your work involve the use of microorganisms or biological agents of piant or animal origin
(inchaging but not limited to viruses, prions, parasites, bacteria)? ES O NO
If no, pleasse procead to Section 2.0

1.2 Please complete the table below: o B
Name of Is it known to | s it krown to | s it known to | Maximum | Source/ Health
Biotoglcal og anuman | be an animal | be a zoonotic | quanlity to | Supplier | Ganada o
agent(s} pathogen? pathogen? agent? he cultured CFIA

. atone Contairment
L YESNO YES/NO YESMNO lime? Lavel |
;? e | (D’?es_fo No | D*fes ONoﬁ—.O Yos ONo |y e/ 7 el 01 &% os;
fe % . TOXes O No | G¥es O No|OVYes ONo 9 01 &703
. Wzﬁmfwm X (o o
OYes O No ' OYes ONo [ OYes ONo 010203
. . — R
OYas ONo OYes ONo |OYes ONo 010203i

Pleaso attach a Material Safely Data Shaat or equivalant from the suppller.

2.0 Cali Cuiture

2.1 Does your work involve the use of cell cuttures? @4‘58 O NQ
If no, please procesd to Section 3.0

22 Please indicate the type of primary cefis li.e. derived from fresh lissue) that will be grown in culture in the

tablebefow . _
Call Type Is this cell type used inyour | Source of Primary Cell Culture
work? Tissug i
Human Mﬁs O No primat] /,e(,-fjw 4/l -m;gid.
™ - - - Y 0 LN P
Rodent @Yes  ONo ,Oéfu'/gﬂ"'t__{ boMﬂMﬂJJNIMﬂ&Aﬁﬂ‘“M
Non-human grimate QOYes 0QNo
Other (specily) B T
2.3 Please_ndicato the type of estabished cel's that witl be grown in cuiture .0 the table below.
Ce'll Typs is lhis cell lype used in | Spacific cell line(s) Supplier / Source
. |.your wioK? L i
Human OYes  OMo P~/ A7 LG
Rodent | @fes  OMo 040 ) ATec o
o primats | O ves  ONo |
Offer ey Oves 00 |

e - [ S >

94 Fer atove nacmad cad lypasis)rdicale FE or SFA containmant fevel reguirsd O 5{2 03

Steqs3 atiasn a Matarial Safety Data 3020t ar aoivalant f73m e su00l 2 Formare inforann, S8

Lot AT NG

SRIATION SUST 38 ATTASHED 70 THIS FORM DR PROIETT WL MIT BE FEVIEW R

< (E S0
ERRE IR



3.0 Use of Human Source Malerials

3.1 Does your work involve the uss of human source maleria's? %ES

O NO
i no. please oroceed Lo Section 4.0
3.2 Indicate in the table befow the Human Source Material to be used.
Human Source Sourge/Supplier | Is Human Source Name of HC or CFIA
I Material [Company Name | Materlal Known to Be | Infectious Containment
‘ Infectad With An Agent (If Lavel (selact
Infectious Agent? applicable) cne)

— . YESINOG Y,
Human Blood (whole) or % GYes ONo a1 &
olher Body Fluid l/°/“" R 03
Human Blood {fraction) OYes ONo PO Q2
or other Body Fiuid 03
Human Organs OYes ONo 01 02
{unpreserved) 3
Human Tissues O Yes O No 01 02?2
(unpreserved) | 03
Huran Organs OYes ONMo o1 02
{preserved) 03

4.0 Genotically Modified Organisms and Call lines

4.1 Will genetic modifications be made to the microorganis
OYZS

Sections 1.0 and 2.07

If no, please proceed lo Section 5.0

2 Will genetic sequences from the follawing bo involved.

¢ HIV O YES O NO

if YES spacify

¢ HTLV 1 or 2 or genes from any COC class 1 pathogens O YES QO NO

il YESspecily______ .. .

» Other human or animai pathogen and or their toxins O YES O NO

if YES specify

4.3 Wili intact genetic sequances b8 usad from

+ SV 40 Large T antigen O YESONO If YES specify i

+  Known oncogenas O YES O NG If YES specily

4 4 Will a live viral vector{s) or baclesal plasmid be usad for gene leansdustion  QYES QMO
[ YES name

Ploase altach a Mater al Safety Data Sheel or 2guivalent.

4.5 List specific vacler(s) o be used. e

4.5 Wil arus ae reptication defective D YES 0 NO
§ 7ML e e infaclious 1o hurnans of aniemals ) D MO
1A s e aeaastad o inlTaase ne Caria e EEVH RS NI 1YES oS

I3

n?/ﬁiofogical agents or ¢ells described in
¥NO

CaE3530 710N MUST BE ATTACHED TO THIS 7ORM OR PROJEST 1L NOT BE REVIZWED
3

Pager 3



5.0 Human Gene Therapy Trials

5.4 Will human clinical trials using the viral vector in 4.0 be conducted? O YES QNC
If no, please proceed to Section 6.0

1 VES attach a full descriptian of the maks-up of the virus.
5.9 Will virus be able lo replicate in the hosl? OYES O NO

5.3 How will the virus be administered? ___

5.4 Please give the Haalth Care Facility where the clirical trial will be conductsd:

5.5 Has hunan ethics approval been obtained? OYES O NO O PENDING
6.0 Animal Experiments

6.1 Will ary of the agents listed be used in live animals? %ES O NO

If no, please proceed to saction 7.0

6.2 Name of animal species to be used M ONse (N @L/é

6.3 AUS protocal pmcfr'f‘pﬁ

6 4 If using muring cotl lines, have thay bean tested for murine pathogens? é/‘fES QO NO
7.0 Use of Animal species with Zoonotic Hazards
7.1 Will any of {he following animals or their organs, tissues, lavages or other bodily fiuids mcluding Blood

be used: ({
+ Pound source dogs O YES 0
Pound source cats O YES O

Catlle, shecp or goals O YES oo
Non- Human Primates O YES If YES specify spacies R

Wild caught animals O YES O if YES specify species

colony # . S
v Birds O YES c’ﬁo

+ Olhers (wild or domestic) O YES O NO

- - T >

8.0 Biolagical Toxins
81 Will toxins of biological origin be used? O YES (%o
It no, please procead to Seclion 9.0

3.2 ¥ YES, please name the toxin )

3% Whatis the LD (specify species) of the loxin

3.4 #leasa akash information, 3uch as 3 Matadal Safoty Dala Shast, for the tox n(3) used.

S LESCAPTION MUST BE ATTACRED TO TH!3 FORM OR PRDIJECT WILL NOT 32 REV EWED®

2492 4l



9.0 tmport Requirements

g1 W the agent be imporled? OYES (2 NO
1 0, please proceed to Seclion 10.0

I yes, counlry of origing {,t,é[{]f_ L

99 Has an Inporl Permit been obtained om HC for human patliogens? O YES O NG

93 Has an import parmil been oblained from CPIA for animal patliogens? & YES ONO

W,

9.4 1as tha import permil been sent to OHS? QO YES ONO
Hyes Paroit 88 e

10,0 Training Requirements for Personnel named on Form

All personnel named on the above form who will he using any of Ihe above named agents aro requird ©
atlend the foliowing training courses given by OMHS

+ Biosalely

v Laboralory and EnvirenmentaliVasle Management Sately
¢ WIHMIS

v Employee Healll and Safoly Qrientalioin

As the Pringpa) nvestigator, Fhave ensured hat all of e personnal named on the fonmwho will be using
sy of the biohazardeus agents i Sactions 1.0 to 9.0 have bean trained,
v

SIGNATURE %ﬁ;dﬂw.-;

-

o

1.6 Conininment Levels

111 Tor Ihe work described in seotions 1.0 10 9.0, please ndicale the highesi L/’
WS o CELA Contaimmeanl Level required O a2 03

19 4 las the faciily beop cerfilied by 018 for this lovel of conlairmmont? dr(zs T NQ

b1 yes, sease give the dade and prermit numbe /3/0 UW C’ "‘er?

12.0 Approvals
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