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Work Summaryv

Using the SK reaction we will determine the activation of GABA receptors by the
conductivity of Jodine from the cell. To do this WSS-1 (Human Embryonic Kidney 293
cells with stably tranfected GABA 4 receptor; ATCC, CRL-2029) cells will be primed for
four hours with an iodine loading buffer to be sure the cells contain high enough levels of
iodine so that iodine will be preferentially pumped over chlorine due simply to
concentration. After the priming, cells will be exposed to GABA as well as a propofol
analogue and the supernatant will then be tested using the SK reaction to determine the

level of GABA enervation as a result of the indirect activation of the analogue on the
GABA receptor.



1.0 Microorganisms

1.1 Does your work involve the use of biological agents? O YES O\AO
(including but not limited to bacteria and other microorganisms, viruses, prions, parasites or pathogens of plant or
animal origin)? If no, please proceed to Section 2.0

oo

Do you use microorganisms that require a permit from the CFIA? OYES

If YES, please give the name of the species.

What is the origin of the microorganism(s)?

Please describe the risk (if any) of escape and how this will be mitigated:

Please attach the CFIA permit.

Please describe any CFIA permit conditions:

1.2 Please complete the table below:

Name of Is it known | Is it known Is it known | Maximum Source/ PHAC or

Biological to be a to be an to be a guantity to Supplier CFIA

agent(s)* human animal zoonotic be cultured Containment
pathogen? | pathogen? agent? at one time? Level
YES/NO YES/NO YES/NO (in Litres)
O Yes O Yes O Yes 010203
O No O No O No
O Yes O Yes O Yes 010203
O No O No O No
O Yes O Yes O Yes 010203
O No O No O No
O Yes O Yes O Yes 010203
O No O No O No

*Please attach a Material Safety Data Sheet or equivalent from the supplier.

2.0 Cell Culture

2.1 Does your work involve the use of cell cultures? OYES O NO

If no, please proceed to Section 3.0

2.2 Please indicate the type of primary cells {i.e. derived from fresh tissue) that will be grown

in culiure:
Cell Type Is this cell type used Source of Primary Cell AUS Protocol Number
in ypur work? . Culture Tissue
Human @%Mm oNo Not applicable
Rodent OYes @&No
s
Nen-human primate O Yes No
Other (specify) OYes @No

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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2.3 Please indicate the type of established cells that will be grown in culture in:

_ Cell Type Is this cell type used | Specific cell line(s)* Supplier / Source
in your work?
Human @Yes O Jo HERK 293 Qm&_@x\ ATee
Rodent OYes QAo
Non-human primate O Yes go
Other (specify) O Yes QXo

*Please attach a Material Safety Data Sheet or equivalent from the supplier. (For more information, see

www.atcc.org)

2.4 For above named cell types(s) indicate PHAC or CFIA containment level required O 1 & Q3

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? O YES NO
If no, please proceed to Section 4.0
3.2 Indicate in the table below the Human Source Material to be used.
Human Source Source/Supplier Is Human Source Name of PHAC or CFIA
Material {Company Name | Material Infected Infectious Containment
With An Infectious Agent (If Level (Select
Agent? applicable) | one)
YES/NO
Human Blood (whole) or O Yes O No
other Body Fluid O Unknown 01 02 03
Human Blood (fraction) O Yes O No
or other Bedy Fluid O Unknown 01 02 03
Human Organs or O Yes O No
Tissues (unpreserved) O Unknown 01 02 03
Human Organs or . .
Tissues (preserved) Not Applicable Not Applicable

4.0 Genetically Modified Organisms and Cell lines

4.1 Will genetic modifications be Bma%\o the microorganisms, biclogical agents, or cells described in Sections
If no, please proceed 1o Section 5.0

1.0and 2.07

4.2 Will genetic modification(s) involving plasmids be done?

OYES

NO

O YES, complete table below

O NO

Bacteria Used for
Cloning *

Plasmid(s} *

Source of Plasmid

Gene Transfected

Describe the change
that results

* Please attach a Material Data Sheet or equivalent if available.

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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4.3 Will genetic modification(s) involving viral vectors be made? O YES, complete table below O NO

Virus Used for Vector(s) * Source of Vector | Gene(s) Describe the change
Vector Transduced that results
Construction

* Please attach a Material Safety Data Sheet or equivalent.

4.4 Will genetic sequences from the following be involved?

¢+ HIV O YES, please specify O NO
¢ HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify O NO
¢ SV 40 Large T antigen O YES O NO
+ E1A oncogene O YES QO NO
+ Known oncogenes O YES, please specify O NO
+ Other human or animal pathogen and or their foxins O YES, please specify O NO
4.5 Will virus be replication defective? OYES ONO
4.6 Wil virus be infectious to humans or animals? OYES O NO
4.7 Will this be expected to increase the containment level required? OYES O NO

5.0 Human Gene Therapy Trials

5.1 Will human clinical trials be conducted invelving a biclogical agent? O YES O\ZO
(including but not limited to microorganisms, viruses, prions, parasites or pathogens of plant or animal origin)
If no, please proceed to Section 6.0

5.2 If YES, please specify which biological agent will be used:
Please attach a full description of the biological agent.

5.2 Will the biological agent be able to replicate in the host? O YES O NO

5.3 How will the biclogical agent be administered?

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

5.5 Has human ethics approval been obtained? O YES, number: O NO O PENDING

6.0 Animal Experiments

6.1 Will live animals be used? Kfmm G NO If no, please proceed to section 7.0

8.2 Name of animal species to be used Jx?x

6.3 AUS protocol # PG

6.4 Will any of the agents listed in section 4.0 be used in live animals , O YES, specify: %_O
6.5 Will the agent(s} be shed by the animal: OYES @\ZO_ please justify:

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED”
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7.0 Use of Animal species with Zoonotic Hazards

7.1 Will any of the following animals or their organs, tissues, lavages or other body fluids including blood be

used? @\

+ Pound source dogs OYES O
+ Pound source cats OYES %O
+ Cattle, sheep orgoats O YES NO
+ Non-human primates O YES, please specify species O\ZO
+  Wild caught animals O YES, please specify species & colony # ONO
+ Birds O YES QNO
¢ Others (wild or domestic) O YES, please specify &' NO

8.0 Biological Toxins

8.1 WIll toxins of biclogical origin be used? O YES &_O If no, please proceed to Section 9.0

8.2 If YES, please name the toxin(s)
Please attach information, such as a Material Safety Data Sheet, for the toxin(s) used.

8.3 What is the LDsy (specify species) of the toxin

8.4 How much of the toxin is handled at one time*?

8.5 How much of the toxin is stored*?

8.6 Will any biological toxins be used in live animals? O YES, Please provide detais: O NO

*For information on biosecurity requirements, please see:
http://imww.uwo.ca/humanresources/docandform/docs/healthandsafety/biosafety/BiosecurityRequirements. pdf

9.0 Insects Requiring CFIA Permits

9.1 Do you use insects that require a permit from the CFIA? O YES @\zo
If no, please proceed to Section 10.0

9.2 If YES, please give the name of the species.

9.3 What is the origin of the insect?

2.4 What is the life stage of the insect?

8.5 What is your intention? O Initiate and maintain colony, give location:
0O “One-time” use, give location:

9.6 Please describe the risk (if any) of escape and how this will be mitigated:

9.7 Please attach the CFIA permit.

9.8 Please describe any CFIA permit conditions:

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
Page S of 7



10.0 Plants Requiring CFIA Permits

10.1 Do you use plants that require a permit from the CFIA? O YES go
If no, please proceed to Section 11.0

10.2 If YES, please give the name of the species.

10.3  What is the origin of the plant?

10.4  What is the form of the plant (seed, seedling, plant, tree...)?

10.5 What is your intention? O Grow and maintain a crop O “One-time” use

10.6 Do you do any modifications to the plant? O YES O NO
If yes, please describe:

10.7 Please describe the risk (if any) of loss of the material from the lab and how this will be mitigated:

10.8 Is the CFIA permit attached? OYES O NO
If NO, please forward the permit to he Biosafety Officer when available.

10.9 Please describe any CFIA permit conditions:

11.0 Import Requirements

,_,_.k_<<___m3<o::mmco<mmmm:ﬁmUm_BUo:m%O<mm G\mmwm @_<mooc329ﬁo:©5
If no, please proceed to Section 12.0

11.2 Has an Import Permit been obtained from HC for human pathogens? OYES O NO
11.3 Has an import permit been obtained from CFIA for animal or plant pathogens? O YES O NO
11.4 Has the import permit been sent to OHS? O YES, please provide permit # O NO

12.0 Training Requirements for Personnel Named on Form

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:

¢ Biosafety

Laboratory and Environmental/Waste Management Safety
WHMIS (Western or equivalent)

Employee Health and Safety Orientation

® & ¢

As the Principal Investigator, | have ensured that all of the personnel named on the form who will be using any of
the biohazardous agents in Sections 1.0 to @ 0 have been trained.

SIGNATURE _ \x\\\\\\\m\\

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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13.0 Containment Levels

j.,__uoljméo_.xammo:_uma_3mmozo:m%oﬁom.o.u_mmmm_:amomﬁmﬁ:mj_m:mmﬁ &N
HC or CFIA Containment Level required. 01 2 03

13.2 Has the facility been certified by OHS for this level of containment?
YES, permit # if on-campus__Bi0-UWT-0i5¢
O NO, please certify
O NOT REQUIRED for Level 1 containment

14.0 Procedures to be Followed

14.1 As the Principal Investigator, | 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). | 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/

\ e
e i e S %@&&q

SIGNATURE

=

14.2 Please describe additional risk reduction measures will be taken beyond containment level 1, 2, or 3
measures, that are unique to this agent. -
INS\&E& WL HEK293 5 Wy (Ompg, so Jlew  gwe  wp oddibined
rsle " wegdvl fion MIg a whf cvv\,.‘?i. bio E.‘R\W« \E&x tive \\\Wﬁm\m\&ﬁw.

14.3 Please outline what will be done if there is an exposure to the biohazards listed,
such as a needlestick injury:

15.0 Approvals

UWO Biohazard Subcommittee: SIGNATURE:
Date:

Safety Officer for Institution where experiments will take place: SIGNATURE:
Date:

Safety Officer for University of Western Ontario (if different from above): SIGNATURE:
Date:

Approval Number: Expiry Date (3 years from Approval):

Special Conditions of Approval:

* DESCRIPTION MUST BE ATTACHED TO THIS FORM OR PROJECT WILL NOT BE REVIEWED*
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Cell Line Designation: WSS-1{WS-1)
ATCC® Catalog No. CRL-2029

Table of Contents:

Cell Line Description

Biosafety Level

Use Restrictions

Handling Procedure for Frozen Cells
Handling Procedure for Flask Cultures
Subculturing Procedure

Medium Renewal

Complete Growth Medium
Cryoprotectant Medium

References

Replacement Policy

Specific Batch Information
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Cell Line Description

Organism: Homo sapiens {(human)

Tissue: kidney; transformed with adenovirus 5 DNA
Age: fetus

Depositors: Garry <<o:a
Receptors Expressed: Sﬁonnomﬂ gamma-aminobutyric acid - A
receptor (GABA-A, Type | BzR)
DNA profile { STR analysis):

Amelogenin: X

CSFIPO:12

D135317:12,14

D168539:9,13

D53818:8

D78820:11,12

THO:7,9.3

TPOX:11

VWA 16,19
Comments: This line was derived from the human embryonic
kidney line, 293 (see ATCC CRL-1573). 293 cells were transfected
with an expression plasmid containing cDNA encoding the mat
GABA-A receptor alpha 1, beta 2 and gamma 2 subunits.
Genomic integration of the transfected alpha and gamma subunit
genes was confirmed; however, the beta subunit sequences were
not detected.

Biosafety Level: 2

WARNING: This cell line is known to contain an agent
that requires handling at Biosafety Level 2 containment [U.S.
Govermnment Publication Biosafery in  Microbiological and
Biomedical Laboratories (CDC, 1999)].  These agents have been
associated with human disease. This cell line has NOT been
screened for Hepatitis B, human immunodeficiency viruses or other
adventitious agents. Cell lines derived from primate [ymphoid
tissue may fall under the regulations of 26 CFR 1910.1030
Bloodborne Pathogens.

Handle as a potentially biohazardous material under at least
Biosafety Level 2 containment. This cell line is sent with the
condition that you are responsible for its safe storage, handling and

American Type Culture Collection
P.O. Box 1549

Manassas, VA 20108 USA
www.atcc.org

_u_.oacﬁ _=.no_.3m:o= m:mmﬁ *o_. O_N_u Ncmw

use. ATCC is not hable for damages or injuries resulting from
receipt and/or use of an ATCC culture.

Detailed discussions of laboratory safety procedures are provided
in Laboratory Safety: Principles and Practices (Fleming et al.,

1995), the ATCC manual on quality control (Hay et al., 1992), the
Journal of Tissue Culture Methods (Caputo, 1988), and the U.S.
Government  Publication, Biosafety in  Microbiological and
Biomedical Laborarories , 4th ed. HHS Publication No. (CDC) 93-
8395, U.S. Department of Health and Human Services, Centers for
Disease Control and Prevention. Washington DC: US.
Government Printing Office; 1999. The entire text is available
online at www.cdc. goviod/ohs/biostty/bmbl4/bmbldtoc. htm.

Use Restrictions

These cells are distributed for research purposes only. 293
cells, their products, or their derivatives may not be distributed to
third parties. ATCC recommends that individuals contemplating
commercial use of any cell line first contact the originating
investigator to negotiate an agreement. Third party distribution of
this cell line is discouraged, since this practice has resulted in the
unintentional spreading of cell lines contaminated with

inappropriate animal cells or microbes.
)

Hapdling Procedure for Frozen Cells

To insure the highest level of viability, thaw the vial and
initiate the culture as soon as possible upon receipt. If upon arrival,
continued storage of the frozen culture is necessary, it should be
stored in liquid nitrogen vapor phase and not at —=70°C. Storage at
—70°C will result in loss of viability.

SAFETY PRECAUTION: ATCC highly recommends that
protective gloves and clothing always be used and a full face
mask always be worn when handling frozen vials. [ is
important to note that some vials leak when submersed in ligquid
nitrogen and will siowly fill with liquid nitrogen. Upon thawing,
the conversion of the liquid ritrogen back 1o its gas phase may
result in the vessel exploding or blowing off its cap with dangerous
Jorce creating flying debris.

1. Thaw the vial by gentle agitation in a 37°C water bath. To
reduce the possibility of contamination, keep the O-ring and
cap out of the water. Thawing should be rapid (approximately
2 minutes).

2. Remove the vial from the water bath as soon as the contents
are thawed, and decontaminate by dipping in or spraying with
T0% ethanol. Al of the operations from this point on should
be carried out under strict aseptic conditions.

3. It is recommended that the cryoprotective agent be removed
immediately. Centrifuge the cell suspension at approximately
125 xg for 5 to 10 minutes. Discard the supernatant and
resuspend the cell pellet in an appropriate amount of fresh
growth medium.

4. Transfer the cell pellet to an appropriate size vessel. [t is

important to avoid excessive alkalinity of the medium during
recovery of the cells. It is suggested that, prior to the addition
of the vial contents, the culture vessel containing the growth
medium be placed into the incubator for at least 15 minutes to
allow the medium 1o reach its normal pH (7.0 to 7.6).

TG T
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5. Incubate the culture at 37°C in a suitable incubator. A 3%
CO; in air atmosphere is recommended if using the medium
described on this product sheet.

Handling Procedure for Flask Cultures

The flask was seeded with cells (see specific batch
information) grown and completely filled with medium at ATCC to
prevent loss of cells during shipping.

1. Upon receipt visually examine the culture for macroscopic
evidence of any microbial contamination. Using an inverted
microscope {preferably equipped with phase-contrast optics),
carefully check for any evidence of microbial contamination.
Also check to determine if the majority of cells are still
attached to the bottom of the flask; during shipping the
cultures are sometimes handled roughly and many of the cells
often detach and become suspended in the culture medium
(but are still viable).

2. If the cells are still attached, aseptically remove all but 5 to
10 ml of the shipping medium. The shipping medium can be
saved for reuse. Incubate the cells at 37°C in a 3% CO, in air
atmosphere until they are ready to be subcultured.

3. If the cells are not attached, aseptically remove the entire
contents of the flask and centrifuge at 125 xg for 5 to 10
minutes. Remove shipping medium and save. Resuspend the
pelleted cells in 10 ml of this medium and add to 25 cm” flask.
Incubate at 37°C in a 5% CO; in air atmosphere until celis are
ready to be subcultured.

Subculturing Procedure

Volumes used in this protocol are for 75 em? flask; proportionally
reduce or increase amount of dissociation medinm for culture
vessels of other sizes.

1. Remove and discard culture medium.

2. Briefly rinse the cell layer with (.25% (w/v) Trypsin-0.53mM
EDTA solution to remove all traces of serum, which
contains trypsin inhibitor.

3. Add2.0to 3.0 ml of Trypsin-EDTA solution to flask and
observe cells under an inverted microscope until cell layer is
dispersed (usually within 5 to 15 minutes).

Note: To avoid clumping do not agitate the cells by hitting or
shaking the flask while waiting for the cells to detach. Cells that
are difficult to detach may be placed at 37°C to facilitate dispersal.

4. Add 6.0 to 8.0 ml of complete growth medium and aspirate
cells by gently pipetting.

5. Add appropriate aliquots of the cell suspenston to new culture
vessels.
Subcultivation Ratio; 1:4 to 1:8.

6. Incubate cultures at 37°C.

American Type Culture Collection
P.Q. Box 1549

Manassas, VA 20108 USA
www.atcc.org

Product |
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Note: For more information on enzymatic dissociation and
subculturing of cell lines consult Chapter 10 in Culture of Animal
Cells, a manual of Basic Technigue by R. lan Freshney, 3rd
edition, published by Alan R. Liss, N.Y., 1994 .

Medium Renewal
Two to three times weekly.

Complete Growth Medium

Dulbecco’s Modified Eagle's Medium with 4 mM L-
glutamine that is modified by ATCC to contain:

4.5 g/L. glucose

1.5 g/L. sodium bicarbonate

1.0 mM sodium pyruvate
Supplemented with:

10% fetal bovine serum.

This medium is formulated for use with a 5% CQ, in air
atmosphere. Standard DMEM formulations contain 3.7 g/L sodium
bicarbonate for which a 10% €O, in air atmosphere is
recommended.

ATCC modified and tested medium formulation {without the
additional supplements or serum described above) is available as
ATCC Catalog No. 30-2002.

ATCC tested fetal bovine serum is available as ATCC
Catalog No. 30-2020.

Cryoprotectant Medium

Complete growth medium described above supplemented
with 5% (v/v) DMSO.

Cell culture tested DMSO is available as ATCC Catalog No.
4-X.

Additional Information

Additional product and technical information can be obtained
from the catalog references and the ATCC Web site at
Www.aice.org, or by e-mail at tech@atcc.org.
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ATCC Warranty
The viability of ATCC products is warranted for 30 days from the
date of shipment. If you feel there is a problem with this product,
contact Technical Services by phone at 800-638-6597 (U.S.,
Canada, and Puerte Rico) or 703-365-2700 (elsewhere) or by e-
mail at tech@atcc.org.

Disclaimers
This product is intended for laboratory research purposes only. It is
not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-to-
date information on this product sheet, ATCC makes no warranties
or representations as to its accuracy. Citations from scientific
literature and patents are provided for informational purposes only.
ATCC does not warrant that such information has been confirmed
to be accurate.

This product is sent with the condition that you are responsible for
its safe storage, handling, and use. ATCC is not liable for any
damages or injuries arising from receipt and/or use of this product.
While reasonable effort is made to insure authenticity and
reliability of strains on deposit, ATCC is not liable for damages
arising from the misidentification or misrepresentation of cultures.

Please see the enclosed Material Transfer Agreement (MTA) for
further details regarding the use of this product. The
MTA. is also available on our Web site at www atcc.org.

© ATCC 2004. All rights reserved.

ATCC® is a registered trademark of the American Type Culture
Collection.

12/04

American Type Culture Collection 800-638-6597 (U1.5., Canada, and Puerto Rico)

P.O. Box 1549 703-365-2700
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Product Information Sheet for CRL-2029

Lot number: 3838094

Designation: CMValphal WSS-1 (WS-1) Description: Kidney
Total Cells/mL: 3.4 x 10(6)

Expected Viability: 90% t0 95%

Ampule Passage No.: Unknown

Population Doubling (PDL): N/A

Dilute Ampule Content: 1:10 (T-25) or 1:15 (T-75)
Volume/Ampule: 1| ML

Date Frozen: (09/13/04

A T-75 setup at a dilution of 1:15, using DMEM + 10% FBS, reaches
approximately 90% confluence in 3 days.

Copyright ATCC, 1998; ATCC is a registered trademark of the
American Type Culture Collection 9-98

American Type Culture Collection Ordering info: 800 638-6597 (USA and Canada)
10801 University Boulevard 703 365-2700 (elsewere) Fax: 7033652750
Manassas, VA 20110-2209 email: sales@atcc.org web site: www.atcc.org
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Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement or, in
certain cases, an MTA specified by the depositing institution.
Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and
Taiwan, R.O.C. must contact a local distributor for pricing information and to place an order for ATCC cultures and products.

Cell Biology

ATCC® Number:
Designations:

Depositors:

Biosafi vel:

Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Permits/Forms:

Restrictions:

Applications:

Receptors:
Tumorigenic:

DNA Profile (STR):

Cytogenetic Analysis:

Age:

CRL-1573™ Order this Item

293 [HEK-293]
FL Graham
2 [CELLS CONTAIN ADENOVIRUS ]
frozen
Propagation
adherent
Homo sapiens (human)

epithelial

P is L

Organ: embryonic kidney

Cell Type: transformed with adenovirus 5 DNA

In addition to the MTA mentioned above, other ATCC and/or regulatory
permits may be required for the transfer of this ATCC material. Anyone
purchasing ATCC material is ultimately responsible for obtaining the
permits. Please click here for information regarding the specific
requirements for shipment to your location.

These cells are distributed for research purposes only. 293 cells, their
products, or their derivatives may not be distributed to third parties.
efficacy testing [92587]

transfection host (N

viruscide testing [92579]
vitronectin, expressed

Yes

Amelogenin: X

CSF1PO: 11,12

D13S317: 12,14

D165539: 9,13

D55818: 8,9

D75820: 11,12

THO1: 7,9.3

TPOX: 11

vWA: 16,19

This is a hypotriploid human cell line. The modal chromosome number was
64, occurring in 30% of cells. The rate of cells with higher ploidies was 4.2
%. The der(1)t(1;15) (g42;q13), der(19)t(3;19) (q912;q13), der(12)t
(8;12) (g22;p13), and four other marker chromosomes were common to
most cells. Five other markers occurred in some cells only. The marker der
(1) and M8 (or Xg+) were often paired. There were four copies of N17 and
N22. Noticeably in addition to three copies of X chromosomes, there were
paired Xg+, and a single Xp+ in most cells.

fetus

Price:
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$256.00
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