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Re: Use of lethal toxin

Subject: 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 ~ 1 mg of each component. Total we have. We have in aliquots.
Do you have any LD50 information? about 100 micg/20g wt. 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

| of | 4142009 1:48 PM



The MTA is to obtain vectors to transform Lactobacillus 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 Lactobacillus
rhamnosus,



We prepare recombinant lethai toxin and protective antigen

from E. coli. After purification, we use them cell lines or primary
peritoneal or bone marrow-derived macrophages in vitro. All toxins are
kept in -80 in our lab. Our lab is locked all 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.



------= Original Message «-=--vv
Subject;Re: Containment Question, lethal toxin
Date:Fri, 23 Jan 2009 [1:10:08 -0500
From:Geneviéve Lacroix <genevieve lacroix/@phac-aspe.ge.ca>
To:Jennifer Stanley <jstanle2@uwo.ca>

Sood morning Ms. Stanley,
you are describing me are 2 of the 3 components of anthrax
2 o too many variables for me t£o gilve you an answar.

[

it
roxin. Th r
ately in ancther nost, tha
o

Although the Coxins are produczad 32par r
_av=l 13 most probaply th2 sam2, the toxins are probably as potent 23
1f they wers croduced by B. bra:l Orce T racelva ths impeortatlon
applicaticn, L will have =o :omolete an in depth risk assessment, whion

i
will take some time,

Howavar, I think =his information will be useful to you

Bazillus anthracls causes anthrax., B, anthracis reguires 2 plasmids
far 1ts virulsnce. One plasmid Zortains the toxin geres (pX0ly and the
szcond plasmid contains the capsular ganes (£X02). Ths 2xctoxinsg
sscreted by B. anthracis, encoded by pX01, are ccomposed of thrae
distinct components: protectlive antigen (PA), lethal factor (LF), and
adera factor (ET). Thess grotelns play a xoy role in the pathoganesis
of anthrax ¥ and LE ha"ﬂ enzymatic functions cut require PA,
rasooasible for their transport inte the host, Co achlewe their
tialogical affacts. These profeins ndividually zause no xnown
chysiolegical sffects in animals but in palrs sroduce ~wo

toxlc aztions. Injectlen of PA with LF causss death of rats in 80 ain,
whareas PA with ET causas cdema in tha skin of vabkblzs and guinsa plgs,
3 4 Lapcla, Anthrax toxin sdema factor: a pacterial aderylate cyclase
tnaz incrasases cyolic AMP Zongentrations of eukaryotilc cells. PNAS May
T, 1932 wal. 79 ol 10 3162-3166

m™ais is as much as I zan do for row. I hope Thls information will help
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THE UNIVERSITY OF WESTERN ONTARIO
BIOHAZARDOUS AGENTS REGISTRY FORM
Revised Blohazards Subcommlttee: Seplember, 2607

This form must be completed by sach Principal Investigator holding a grant administered by the University of
Western Ontario where the use of biohazardous infectious agents are described in the experimental work
proposed. The form must also be completed if animal work is proposed involving the use of biohazardous
agents or animal carrying zoonotic agents infectious to humans, Contalnment Levels will be required in
accordance with Laboratory Biosafety Guidelines, 3rd sdition, 2004, Health Canada (HC) or Containment
Standards for Veterinary Facilities, 1% edition 1996, Canadian Food Inspection Agency (CFIA).

Campleted forms are to be returned to Occupational Health and Safety (Stevenson-Lawson Building, Room
50) for forward 1o the Biohazard Subcommiltee. For questions regarding this form, please contact the
Biosafety Coordinator at extensicn 81135, If there are cnanges to the information on this form (excluding
grant title and funding agencies) modifications must be completed and sent to Occupational Health and
Safety. See website: wyw.uwo.calhumanrasources

t
PRINCIPAL INVESTIGATOR /O/M ,,7501& O«JL
SIGNATURE ' D e
DEPARTMENT Mowo G [mimso
ADDRESS SPRI £om 113 . ter (oeslen. KA.
PHONE NUMBER €296/ P
EMAIL B g . Eim @ Schalidh . (0. Ca
Location of experimental work {0 be carried out: Building(s) SHL Room(s)_ﬁ

*Far work being performed at Institutions affiliated with the University of Western Ontario, the Safety Officer
for the Institution where experiments will take place must slgn the form prior to it being sent lo Cecupational
Health and Safety (See Section 12.0, Approvals). For research baing done at Lawson Health Research
Institute, London Regional Cancer Contro, Child and Parent Research Institute or Robarts Research
Institute, University Biosafety Commitlee members can also sign as the Safety Officer.

GRAYT TITLE(S)

: & geetln
—Inltchipuliiy” di” mecanisns of  Wod - Lilie ceaphe =7 A
__peltase Dl el dectl i mastasfd hot e S

PLEASE ATTACH A BRIEF DESCRIPTION OF YOUR WORK, SUCH AS THE RESEARCH GRANT
SUMMARY THAT EXPLAINS THE BIOMAZARDS USED AND HOW THEY WILL BE USED. PROJECTS
SUBMITTED WITHOUT A SUMMARY WILL NOT BE REVIEWED.

FUNDING AGENCY/AGENGIES CIHR .
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1.0 Microorganisms

11 Does your work involve the use of microorganisms or biolegical agents of piant or animal origin

2.1 Does your work involve the use of cell cultures?

If no, ptease proceed to Section 3.0

(including but not limited to viruses, prions, parasites, bacteria)? ES QO NO
If no, pleass procead to Section 2.0
1.2 Please complete the table below:
[ Name of Isitknown to | Isitkrownto | Isitknownto | Maximum | Source/ | Heallh
Biological be ahuman | be an animal | be a zoonotic | quantity to | Supplier | Canada o-
agent(s} pathogen? pathogen? agent? be cultured CFIA
) at one Containrment
ﬁ_%YEslNO YESINO YESNO lime? Lavei@d
ON es ONo|[OVYes ON 01« 03
2 ftmnce (D’?esv ol Y 0 as 0 oli‘/jc‘aéf a
‘3 T TOYes O No | Oes O No|OYes ONo 9 01 &7 03
byt i X (o ]
OVYes O No !OYes ONo [OYes ONo 010203
OVes ONo | OYes ONo |OYes ONo 010203
L - : i
Please attach a Material Safety Data Shaat or squivaient from the supplier.
2.0 Call Culture
Fes ONO

2.2 Please indicate the type of primary celis {i.e. derived from fresh fissue) that will be grown in culture in the

table befow .
Call Typs is this cell lype used in your Source of Primary Cell Culture
work? Tlssue
Human Q}’igs O No fm"d"'f /,e,//g/mu( é/-'o(
Rodent aYes  ONo perﬂfon-'-L, PRPp e £%)
Non-human primate OYes ONo
Other (specify)

2.3 Please ndicato the tyge of esltablshed calls thal will be grown in cuityre :n the table below.

Specific celf line(s)

Supplier / Source

Other (s p“cw(\/}

Call Type Is this cell type used in
. lyour wok? o o B
Human @Yes  OMo T/-f/’ -/ AT CC
Rodent | @fes ONMo Dau) 1) AT o
Mon-human primats O Yes O Mo - o
Oves oo |

2.4 For above namad ced typass) indicale MC or SEIA containmant leval requirad O &/é Q03

deded AT DTG

Meqse attash 4 Matzeial Safeiy Oata Snacet or 2auivalant om e suool s

="‘:)rﬂ arsinforeaion,

382

DESCRIATION MUST BE ATTACHED TO THIS FORM OR PROJECSTWILL MOT BZ REVIEWED”
Panz 2 At



3.0 Use of Human Scurce Materials

3.1 Does your work involve the use of human source maleria’s? &ES

O NO
if no, please proceed (o Section 4.0
3.2 Indicate in the table below the Human Scurce Material to be used.
Human Source Source/Supplier | Is Human Source Name of HC or CFlA
Material {Company Name | Materlal Known to Bae | Infectious Confainment
Infacted With An Agent (If Lavel (selact
Infectious Agent? applicable) one)
YESINO /
Human Blood (whole) or 74 &Tes ONo 01 op)
_other Body Fluid 1/3/‘4“ R 03
Human Blood (fraction) O Yes O No 01 02
or other Body Fiuid o 03
Human Organs OYes ONo I 01 02
(unpreserved) Q3
Human Tissues Q Yes O No ) O 02
(unpreserved) i 03
Human Organs OYes ONo 01 02
(preserved) 03

4.0 Genotically Modified Organisms and Celi lines

4.1 Will genatic modifications be made to the microorganisr?/ﬁ'[orogfcal agents or cells described in
#NO

Sections 1.0 and 2.07 QO YES

If no, please proceed to Section 5.0

4.2 Will genetic sequences frem the foltowing be involved:

+ HIV O YES O NO

if YES specity

« HTLV 1 0r 2 or genes from any CDC class 1 pathogens O YES O NG

if YES specify__ .

+ Other human or animal pathogen and or their toxing O YES O NO

if YES speclfy

4.3 Wil intact genetic sequences be used from

+ SV 40 Large T antigen O YES ONO [f YES specify 5

+ Known oncogenas O YESQONO [f YES specify

4.4 Will a live viral vactor(s) or bacterial plasmid be usad for gene transduction O YES OO
lf YES name _ .
Please attach a Materal Safety Data Sheet or 2quivalent.

4.8 List specific vactor(s) to be used. __ . ) -

4.5 Wil virus be replication defective OYES O NO

1.7 WAL virus oo infaclious to hurmans or animals O YES O ND

1 VES MO

13 9] th s ba aenattad o insrgass tha Caranma _a2val raquaredd

COSE3AROTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL HOT BZ REVIEWED”

Page 3ol 3




5.0 Human Gene Therapy Trialg

5.1 Will numan clinical trials using the viral vector in 4.0 be conducted? O YES O NO
If no, please proceed to Seclion 6.0

If YES attach a full description of the make-up of the virus,

5,2 Wil virus be able lo replicate in the host? OYES O MO

5.3 How will the virus be administered?

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

5.5 tas hunan ethics approval been obtained? OYES ONO O PENDING
6.0 Animat Experiments

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

If no, piease proceed to section 7.0

6.2 Name of animal species o be usad AN OLOZ ot ¥ 6&/4

6.3 AUS protocol ff . lDder."(ﬁr

6 4 If using murine call lines, have they baen tested for murine pathogens? %ES QO NO
7.0 Use of Animal specias with Zoonotic Hazards
7.1 Wil any of the following animals or their organs, tissues, lavages or other bodily ftuids including blood

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

'

¢+ Callle, sheep or goals O YES &K

¢ Non-Hurnan Primates O YES If YES spacify species
+

Wiid caught animais O YES O If YES specify spacies

colony #
+ Birds O YES cﬁﬁo

¢ Others (wild or domestic) O YES O NO

8.0 Biolagical Toxins

8.1 Will toxins of biological origin be used? O YES (%)
If ne, please proceed to Seclion 9.0

8.2 I YES please name the toxin

83 Whatis lhe LDsp (specify species) of the toxin

3 4 2laase altach information, such as a Matarial Safely Dala Shast, for the loxn(s) used.

CDESCRIPTION MUST BE ATTACHED TO TH!IS FORM OR PROJECT WILL NOT 32 REV EWED!

Qa2 d S



9.0 tmport Reguirements

g1 Wil the agenl e mported? {5/(E S ONO
I no, pizase proceed 1 Section 10.0
if yos. counley of origin. (4 @

9 2 Has an beport Permit been obtained rom HC for human pathogens? O YES O MO

9.3 Has an impor: permil been obtained from CFIA far animal pathogens? ¢ 04/Y SOMNO
9.4 Has the mport permil been sent io OHSY OYES &c)/NO
Hyes Pamitd

10.0  Training Reauirements for Personnel nomed on Ferm

All personnel named on the above form who will be using any of lhe above named agents are requirad
atteixt the following training courses given by OHS

Biosafely

Laboralory and EnvirenmentaliMasle Management Safely
WHMIS

Employee Heallh and Safely Grientalioin

- S W O

As the Principal Investigator, 1 have ensured that all of the personnel named on e fonm who will be using
any of he biohazardous agents i Sections 1.0 1o 9.0 have bean rained.

SICGNATURE

1.0 Containment Lovels

L1 4 For the work deseribad in sections 1.6 1o 9.0, please iuicate the highest L//'
HC o CEIA Containmen) Level requirad O 02 3

14.2 Vlas the Tacility beon cortified by OHS for this level of containment? (LI’(ES 3 ND
113t yos, please give the dale and peimil number /?/O e (J0N = O (YT

12.0 Approvals

LRMO Bighanard Sulxeommil {"

N Y T Y TR
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