THE UNIVERSITY OF WESTERN ONTARIO
BIOLOGICAL AGENTS REGISTRY FORM
Approved Biohazards Subcommitiee: October 14, 2010
Biosafety Website: www.uwo.ca/humanresources/biosafety/

This form must be completed by each Principal Investigator holding a grant administered by the University of
Western Ontario (UWO) or in charge of a laboratory/facility where the use of Level 1, 2 or 3 biological agents is
described in the laboratory or animal work proposed. The form must also be completed if any work is preposed
involving animals carrying zoonotic agents infectious to humans or involving plants, fungi, or insects that require
Public Health Agency of Canada (PHAC) or Canadian Food Inspection Agency (CFIA) permits.

This form must be updated at least every 3 years or when there are changes to the hiological agents being used.

Containment Levels will be established in accordance with Laboratory Biosafety Guidelines, 3rd edition, 2004,
Public Health Agency of Canada (PHAC) or Containment Standards for Veterinary Facilities, 1% edition 1996,
Canadian Food Inspection Agency (CFIA).

Compteted forms are to be returned to Occupational Health and Safety, (OHS), (Support Services Building,
Room 4190) for distribution to the Biohazards Subcommittee. For questions regarding this form, please contact
the Biosafety Officer at extension 81135 or biosafety@uwo.ca. If there are changes to the information on this
form (excluding grant title and funding agencies), contact Occupational Health and Safety for a modification form.
See website: www.uwo. ca/humanresources/biosafety

PRINCIPAL INVESTIGATOR Wing-Yiu Choy

DEPARTMENT Biochemistry

ADDRESS Medical Sciences Building Room 302

PHONE NUMBER x83161

EMERGENCY PHONE NUMBER(S) 519-697-3888

EMAIL jchoyd@uwo.ca

Location of experimental work to be carried out: Building(s) MSB Room(s) 314, 314B

*For work being performed at Institutions affiliated with the University of Western Ontario, the Safety Officer for
the Institution where experiments will take place must sign the form prior to its being sent to the University of
Western Ontario Biosafety Officer (See Section 15.0, Approvals).

FUNDING AGENCY/AGENCIES: CIHR
GRANT TITLE(S): Structural studies of intrinsically disordered proteins

List all personnel working under Principal Investigators supervision in this location:

Name UWO E-mail Address Date of Biosafety Training
Anne Brickenden abricken@@uwo.ca 09-May-2008
Elio Cino ecino@uwo.ca 02-Oct-2008
Halema Khan hk2010@uwo.ca - 02-0ct-2008
Andrzej Maciejewski amaciej@uwo.ca 24-May-2008
Sarah Skinner sskinn@uwo.ca 21-Sept-2010
Jennifer Brock jorock26@uwo.ca 27-Sept-2010
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Please explain the biological agents and/or bichazardous substances used and how they will be
stored, used and disposed of. Projects without this description will not be reviewed.

Bacteria: g.coli for recombinant protein preduction.

Stored @ 4°C, -20°C, -80°C.

Growth in incubators in M314, M314B.

Liquid waste and growth vessels treated with Wescodyne® bactericidal detergent before flushing to drain.
Solid waste treated by autoclaving before garbage disposal.

cPrP protein:

Stored @ 4°C, -20°C, in M314 and -80°C in M365.

Liquid waste is Bleach treated before flushing to drain.

Solid waste and glassware is Bleach treated before flushing to drain or autoclaving and garbage disposal.
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Please include a one page research summary or teaching protocol.

The focus of this project is on the structural characterization, and dynamic studies ot 1DPs. Due to their
structural plasticity, and the ability to interact with multiple targets. IDPs are frequently found to be involved
in signal transduction and transcription regulation. The goal of our research is to understand the molecutar
mechanisms by which IDPs interact with targets, and carry out their functions. Currently, we are investigating
the structure-function relationships ot several disease-associated 1DPs. TC-1, and Chibby are two 1DPs
involved in the Wnt signaling pathway. NMR, and other biophysical techniques are used to dissect the
molecular mechanism by which TC-1 interacts with Cby, and to establish the mechanism used by TC-1 and B-
catenin for competitive binding to Cby. The result will provide insights into the regulation of cancer-associated
genes in the Wnt/p-catenin signaling pathway.

Another IDP that we are investigating is ProTa. It is a small, acidic protein with multiple functions. [t plays an
essential role in cell proliferation, apoptosis. and is involved in transcriptional regulation of oxidative stress-
protecting genes. Structural characterization of ProTa demonstrates that this protein is largely unstructured
under physiological conditions but undergoes partial folding upon binding to zine, We have proposed that this
metal-binding property acts as an “entropic switch” for its interaction with the protein target Keapl in the
oxidative stress response. Extensive structural, and dynamic studies are carried out in our lab to elucidate the
mode of binding between ProTa and Keapl, and the mechanism by which zinc mediates the interaction of
these two proteins.

We are also interested in the macromolecular crowding effects on the stability and dynamics of proteins, with
the focus particularly on IDPs. Effects of molecular crowding on protein folding, and stability are usually
studied by conventional spectroscopic techniques such as circular dichroism, or fluorescence spectroscopy.,
Even though these methods can be used to detect global structural changes of proteins under different
environments, detailed structural and dynamic information at atomic level cannot be obtained. By including
multiple disordered proteins with unique structural characteristics in this study. more general effects of
molecular crowding on protein disordered state ensembles can be derived. Crowding agents with different
structural properties are used to extensively investigate the crowding effects on the conformational
propensities and dynamics of these proteins.
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1.0 Microorganisms

1.1 Does your work involve the use of biological agents? v YES O NO
(non-pathogenic and pathogenic biological agents 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

Do you use microorganisms that require a permit from the CFIA? O YES v'"NO
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 quantity to Supplier CFIA
Agent(s)* (Be | human animal zoonotic be cultured Containment
specific) pathogen? | pathogen? | agent? at one time? Level
YES/NO YES/NO YES/NO (in Litres)
e.coli Yes Yes Yes 4L Novagen Vi1 2
v’ No v No v No (Merck) 2+ 3
i 2
2+ 3
1 2
2r 3
1 2
. . : 2+ 3
*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? YES v 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 culture:

Cell Type Is this cell type used Source of Primary Cell AUS Protocol Number
in your work? Culture Tissue

Human Yes No Not applicable

Rodent Yes No

Non-human primate Yes No

Other (specify) Yes No
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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 Specific cell line(s)* | Containment Level | Supplier / Source
used in your work? of each cell line of cell line(s)

Human Yes No

Rodent Yes No

Non-human primate Yes No

Other (specify) Yes No

*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 1 2 2t

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? ¥YES v 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 ICompany Name | Material Infected Infectious Containment
With An Infectious Agent (If Level (Select
Agent? applicable) one)
YES/UNKNOWN

Human Blood (whole) or Yes 01 02

other Body Fluid Unknown 2+ O3

Human Blood (fraction) Yes o1 Q2

or other Body Fluid Unknown 2+ 03

Human Organs or Yes 01 02

Tissues (unpreserved) Unknown 2+ 03

Human Organs or
Tissues (preserved)

Not Applicable

Not Applicable

4.0 Genetically Modified Organisms and Cell lines

4.1 Will genetic modifications be made to the microorganisms, biological agents, or cells described in Sections

1.0 and 2.07

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

¥ YES NO

If no, please proceed to Section 5.0

v YES, complete table below

Bacteria Used for
Cloning *

Plasmid(s) **

Source of Plasmid

Gene Transfected

Describe the change
that results from
transformation or
tranfection

See attachments

* Please attach a Material Data Sheet or equivalent if available.
** Please attach a plasmid map.
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4.3 Will genetic modification(s) of bacteria and/or cells involving viral vectors be made?
YES, complete table below v NO

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

* Please attach a Material Safety Data Sheet or equivalent.

4.4 Will genetic sequences from the following be involved?

4 HIV YES, please specify v NO
¢ HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify ____ v NO
¢ SV 40 Large T antigen YES v'NO
¢ E1A oncogene YES v NO
¢ Known oncogenes YES, please specify v NO
¢ Other human or animal pathogen and or their toxins  YES, please specify v'NO
4.5 Will virus be replication defective? YES v NO
4.6 Will virus be infectious to humans or animals? YES v NO
4.7 Will this be expected to increase the containment level required? YES v NO

5.0 Human Gene Therapy Trials

5.1 Will human clinical trials be conducted involving a biological agent? YES v NO
(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 HYES, 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? YES NO

5.3 How will the biological 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? YES, number: NO PENDING

6.0 Animal Experiments

6.1 Will live animals be used? YES v NO if no, please proceed to section 7.0

6.2 Name of animal species to be used

6.3 AUS protocol #

6.4 Wili any of the agents listed in section 4.0 be used in live animals YES, specify: NO

6.5 Will the agent(s) be shed by the animal: YES NO, please justify:
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7.0 Use of Animal species with Zoonotic Hazards

7.1 Will any animals with zoonotic hazards or their organs, tissues, lavages or other body fluids including blood

he used (see list below)? YES v No If no, please proceed to section 8.0

7.2 Will live animals be used? YES No

7.3 If yes, please specify the animal(s) used:

¢ Pound source dogs YES NO
¢ Pound source cats YES NO
¢ Cattle, sheep or goats YES, please specify species NO
¢ Non-human primates YES, please specify species NO
¢  Wild caught animals YES, please specify species & colony # NO
¢ Birds YES, please specify species NO
¢ Others (wild or domestic)  YES, please specify NO

7.4 If no live animals are used, please specify the source of the specimens:

8.0 Biological Toxins

8.1 Will toxins of biological origin be used? YES v  NQ If no, please proceed to Section 8.0

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 LDsq (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?  YES, Please provide details: NO

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

9.0 Insects

9.1 Do you use insects? YES v NO If no, please proceed to Section 10.0

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

8.3 What is the origin of the insect?

9.4 What is the life stage of the insect?

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

9.6 Please describe the risk (if any) of escape and how this will be mitigated:
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9.7 Do you use insects that require a permit from the CFIA permit?  YES NO
If YES, Please attach the CFIA permit & describe any CFIA permit conditions:

10.0 Plants

10.1 Do you use plants? YES v NO 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? Grow and maintain a crap 0O “One-time” use

10.6 Do you do any modifications to the plant? YES 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? YES NO
If YES, Please attach the CFIA permit & describe any CFIA permit conditions:

11.0 Import Requirements

11.1 Will any of the above agents be imported? YES, please give country of origin v NO
if no, please proceed to Section 12.0

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

4 Biosafety
¢ Laboratory and Environmental/Waste Management Safety

¢ WHMIS (Western or equivalent)
¢ Employee Health and Safety Orientation

As the Principal Investigator, | have ensured hat all of the personnel named on the form who will be using any of
the biological agents in Sections 1.0 to 9}) ave been trained.

" \
SIGNATURE / W?
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13.0 Containment Levels

13.1 For the work described in sections 1.0 to 9.0, please indicate the highest
HC or CFIA Containment Level required. v 1 2 24 3

13.2 Has the facility been certified by OHS for this level of containment?
v' YES, date of most recent biosafety inspection;
NO, please certify
NOT REQUIRED for Level 1 containment

13.3 Please indicate permit number (not applicable for first time applicants).

14.0 Procedures to he Followed

141 Please describe additional risk reduction measures will be taken beyond containment level 1, 2, 2+ or 3
measures, that are unigue to this agent.

> Bieach treatment of cPrP Protein and vessels is considered beyond the requirement.

14.2 Please outline what will be done if there is an exposure to the biological agents listed,
such as a needlestick injury or an accidental splash:

Agent exposure would be treated by topical decontamination with bactericidal soap, foltowed by flushing

with tap water. Bench surfaces used for bacterial work are protected by bench paper and are changed
weekly. Small spills on other surfaces are dealt with immediately treating with Wescodyne© or 70% Isopropanol in
water. Larger spills are deall with a lab “Spill kit” containing gloves, spill pillows, autoclave bags and 1756mL of
Roccal disinfectant.

14.3  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.cal

v —
SIGNATURE c ;/(/(”/f// Date: /e/é o3 S 20

15.0 Approvals

1) UWQO Biohazards Subcommittee: SIGNATURE:
Date:

2) Safety Officer for the University of Western Ontario
SIGNATURE:

Date:

3) Safety Officer for Institution where experiments will take place (if not UWO):
SIGNATURE:

Date:

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

Special Conditions of Approval:
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Agence cansdienna
dinspaciion des alimens

Cffice of Bichazard Cortainment and Safety Bureau du confinement des biorisques et sacunte

Science Branch, CFIA Direction genérale des sciences, ACA
53 Camnefot Crive, Cliawa, Ontario K1AGYD 339 promenace Camelot, Oilzaa, Ontano KA 0YS

Tel: {613) 221-7068 Fax (613) 2288129 Te: (613) 221-7058 Taiéc: (613) 286129
Errail: IroorZoopein@inspection go.ca Coumd: ImportZonpath@inspecion.ge.c2

Cctober 20", 2009

Ms. Shamila Survery / Mr. Michael Decosimo
Cedarlane Lasoratories Lid

4410 Paletta Court

Burlington, Ontario  L7L 5R2

By Facsimile:  (289) 283-0020

SUBJECT: Importation of Escherichia coli strains

Dear Ms. Survery / Mr. Decosima:

Qur office received your query about the importation of Escherichia coli from the American Type Culture
Coilection {ATCC) located in Manassas, Virginia, United States. The following Escherichia colr strains are
consider to te level 1 animal pathcgens:

+ 5K « CIEBS - J52 « MC4100 (MuLac) - U5/41

+ 58 - DH1 -+ J53 + MG1655 + W208

+ 58-161 + DH10 GOLD + JC3272 - MM294 + W45

+ 679 « DH108 « JC7861 = MS107 + W1485

+ 1532 - DH5 - JCO9387 * NC-7 + W3104

+ AB284 » DH5-alpha - JF1504 - Nissle 1917 + W3110

- AB311 = DP30 « JF1508 + One Shot STBL3 « WAT704

« AB1157 + DY145 - JF1509 = OP50 - WP2

+ AB1205 - DY380 + JJO55 - P678 « X1854

- AG1 - E11 - JM83 + PA3CY + X2160T

+ B - EJ183 » JM101 - PK-5 - X2541

+ BB4 + EL250 - JM109 + PMC103 « X2547T

+ BD792 + EMG2 - K12 - PR13 + XL1-BLUE
« BL21 » EPI 300 + KC8 * Rri « XL1-BLUE-MRF
+ BL21 (DE3) « EZ10 « KAB02 + RV308 « XLOLR

+ BM25.8 - FDA Seattle 1946 + KAM32 » S17-1A-PIR + Y10

-C » Fusion-Blue » KAM32 + SC81 « Y1090 (1090)
« C-1a + H1443 ' - KAM43 » SMR10 + YN2980

+ C-30C0 « HF4714 - LE450 + SOLR + W3110

+ C25 * HB101 + LE451 + SuperchargeEZ10 « WG1

. C41 (DER) - HS(PFAMP)R - LE452 « SURE - WG439

+ C43 (DE3) « Hfr3000 + MB408 + TOP10 « W(3E443

+ C600 « Hfr3000 X74 « MBX1828 - TG + W(G445

+ Cavalli Hir + HMS174 « MC1061

The Office of Bichazard Containment and Safety (8CS) of the Canadizn Food Inspection Agency (CFIA)
only issues import permits for microorganisms that are pathogenic to animals, or parts of microorganisms
that are pathogenic to animais. As the products listed above are not considered pathogenic to animals, the
Ofice of BCS does not have any regulatory requirements for their impartation.

Please note that other legislation may apply. You may wish to centact the Public Health Agency of
Canada's (PHAC) Office of Labora:ory Security at (613) 957-1779.

Note: Microorganisms pathogenic to animals and veterinary biologics require an import permit from tre
CFiA,

Sincerely,

ifz/‘ ‘/%'-’- L5 ("L 22D e

Cinthia Labrie .
Head, Animal Pathogen importation Program Canada
Office of Biohazard Containment & Safety



Re: Biological Agents Registry Form (Choy)

Subject: Re: Biological Agents Registry Form (Choy)
From: James Choy <jchoy4@uwo.ca>

Date: Tue, 29 Mar 2011 15:18:48 -0400

To: Jennifer Stanley <jstanle2@uwo.ca>

Hi Jennifer,

Sorry that | missed your call. The E. coli strains that we use are BL21, DH5-alpha, and
Rosetta (they are all E. coli).
Regards,

James Choy

1 afl 3/29/2011 3:26 PM



-------- Original Message --------
Subject:Re: Containment Level Request
Date:Tue, 29 Mar 2011 16:10:51 -0400
From:Permit-Permis <permitpermis@phac-aspc.gc.ca>
To:Jennifer Stanley <jstanle2@uwo.ca>

Dear Jennifer Stanley,

Our classification for E. coli Rosetta (strain B) is Risk Group 1.

However, is you intent to introduce a gene coding for a toxin, the recombinant bacteria
would be consider as Risk Group 2.

Best

Normand Labbé

Pathogen Regulation Directorate / Direction de la réglementation des agents
pathogénes

Public Health Agency of Canada/ Agence de santé publique du Canada

100 ch. Colonnade Rd. AL: 6201 A Ottawa, Ontario, Canada, K1A 0K9
Tel: (613) 957-1779/ Fax: (613)941-0596
http://www.phac-aspc.ge.ca/lab-bio/index-eng.php

The Pathogen Regulation Directorate turnaround time from receipt of a complete
application or checklist to permit or compliance letter is on the order of 20
business days.



[PLASMID NAME

SOURCE OF PLASMID

GENE

| ON TRANSFORMATION

pcDNA3 Apaf-1

G Nunez, Ann Arbor USA

Human Apaf-1

Ampicillin Resistance

PDEST 14

J. Forman-Kay, Toronto

Ampicillin Resistance

pDEST 15 Neh2 Choy Lab Construction Human Neh2 Ampicillin Resistance
pDEST 15 TC-1 Choy Lab Construction Human TC-1 Ampicillin Resistance
pDEST 17 J. Forman-Kay, Toronto Ampicillin Resistance
pDEST 17 mKelch Choy Lab Construction Mouse Kelch Ampicillin Resistance
pDEST 17 Neh2 Choy Lab Construction Human Neh2 Ampicillin Resistance
pDEST 17 Nif2 Choy Lab Construction Human Nrf2 Ampicillin Resistance
pDEST 17 P8 Choy Lab Construction Human P8 Ampicillin Resistance
pDEST 17 TPR1 Choy Lab Construction Mouse TPR1 domain of STI-1 Ampicillin Resistance
pDEST 17 TPR2a Choy Lab Construction Mouse TPR2a domain of STI-1 Ampicillin Resistance
pDEST 17 TPR2a delta Choy Lab Construction Mouse TPR2a delta Ampicillin Resistance

pDEST 17 14.3.3

Choy Lab Construction

Human 14.3.3

Ampicillin Resistance

pDEST 17 b-Catenin

Choy Lab Construction

Human b-Catenin

Ampicillin Resistance

pDEST 17 Chibby

Choy Lab Construction

Human Chibby

Ampicillin Resistance

pDEST 24

J. Forman-Kay, Toronto

Ampicillin Resistance

pDEST 42

J. Forman-Kay, Toronto

Ampicillin Resistance

pDEST His MBP

Addgene

Ampicillin Resistance

pDEST His MBP N-term Chibby

Choy Lab Construction

Human Chibby

Ampicillin Resistance

pDEST His MBP TC-1 Choy Lab Construction Human TC-1 Ampicillin Resistance
pDONR 201 J. Forman-Kay, Toronto Kanamycin Resistance
pENTR J. Forman-Kay, Toronto Kanamycin Resistance
pENTR 221 14.3.3 GeneCopoeia Human 14.33 Kanamycin Resistance
pENTR 221 b-Catenin Invitrogen Human b-Catenin Kanamycin Resistance
pENTR 221 Nrf2 Invitrogen Human NRF2 Kanamycin Resistance
pET 11a Novagen Ampicillin Resistance
pET 11a TC-1 Human TC-1 Ampicillin Resistance
pET 15h hKelch C. Eberle, MO USA Human Kelch Ampicillin Resistance
pET 15b TC-1 M. Sunde, U of Sydney, Austrailia |Human TC-1 Ampicillin Resistance
pET 17b ING Y. Bai, NIH USA Human ING Ampicillin Resistance
pGEX 4T B. Sanwal Lab, Canada ) Ampicillin Resistance
PGEX 4T AANAT J. Boutin, France Sheep N-acetyltransferase Ampicillin Resistance

pGEX 4T1 b-Cat 3

Choy Lab Construction

Ampicillin Resistance

pGEX 4T-1 TEV

S. Li Lab, Canada

TEV Protease

Ampicillin Resistance

pGEX 4T1 TEV Chibby

Choy Lab Construction

Human Chibby

Ampicillin Resistance

pHP12a Prothymosin Alpha

A. Vartapetian, Moscow Russia

Human Prothymosin Alpha

Ampicillin Resistance

pReceiver BO3y P8

GeneCopoeia

Human P8

Ampicillin Resistance

pRK793 His TEV

G. Shaw Lab, Canada

TEV Protease

Ampicillin Resistance

pRSETA mPrP 23-231 K. Wuthrich, Switzerland Mouse cPrP Ampicillin Resistance
pRSETA mPrP 90-232 K. Wuthrich, Switzerland Mouse cPrP Ampicillin Resistance
pT7-7 alpha-Synuclein M Volles, Harvard USA Human alpha-Synuclein Ampicillin Resistance
pTrc His STI-1 Prado Lab, Canada Mouse STI-1 Ampicillin Resistance
pTre His STI-1 delta Prado Lab, Canada Mouse STI-1 delta Ampicillin Resistance
pYX-Asc mKelch ATCC, USA Mouse Kelch Ampicillin Resistance

Section Y




Comments for pENTR™221 (no insert)
2546 nucleotides

rrnB T2 transcription termination sequence: bases 268-295
B T1 transcription termination sequence: bases 427-470
M13 forward (-20) priming site: bases 537-552

attl.1: bases 569-667 (complementary strand)

OREF insertion site: bases 668-669

attL2: bases 671-770

M13 reverse priming site: bases 811-827

Kanamycin resistance gene: bases 940-1749

pUC origin: bases 1870-2543

L

¢) Invitrogen

life technologies
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PGEX_3_primer Apal 642
MceI 7403 EceRY 881
Hpal 937
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M13_plC_fud_primer ST?I 3313
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attil
attRz
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pET-11a-d Vectors

Cat. No.
pET-11a DNA 69436-3
pET-11b DNA 69437-3
pET-11c DNA 69438-3
pET-11d DNA 69439-3
pET-11a sequence landmarks
T7 promoter 432-448

T7 transcription start 431

T7+Tag coding sequence 328-360
T7 terminator 213-259
lacI coding sequence 835-1914
pBR322 origin 3851

bla coding sequence 4612-5469

The maps for pET-11b, pET-11c and pET-
11d are the same as pET-11a (shown) with
the following exceptions: pET-11bisa
5676bp plasmid; subtract 1bp from each site
beyond BamH Iat 319, pET-11c is a 5675bp
plasmid; subtract 2bp from each site beyond

BamH L at 319. pET-11d is a 5674bp plasmid;

the BamH 1 site is in the same reading frame
as in pET-11c. An Neo [ site is substituted
for the Nde I site with a net 1bp deletion at
position 359 of pET-11c. As a result, Nco
cuts pET-11d at 355. For the rest of the sites,
subtract 3bp from each site beyond position
360 in pET-11a, Nde I does not cut pET-11d.

TB042 12/98

The pET-11a-d vectors carry an N-terminal T7+Tag® sequence and BamH I cloning site. These [
vectors are the precursors to many pET family vectors; the pET-21a-d(+) series corresponds to
pET-11a-d but incorporates several additional features. Unique sites are shown on the circle map.
Note that the sequence is numbered by the pBR322 convention, so the T7 expression region is
reversed on the circular map. The cloning/expression region of the coding strand transcribed by
T7 RNA polymerase is shown below.

EcoR |(5675)
Cla I(24)
Hind 1lI(29)

Bpu1102 I(267)
BamH 1(319)
Nhe 1(352)
Nde [(359)
Xba 1(397)
Bagl l1(463)
SgrA I(504)
Sph 1(660)
EceN 1(720)

Aat [(5604)
Ssp (54886}

Sca I(5162)
Pvu 1(5052)

Pst 1(4927)

Bsa [(4743) Drd [1{908)

Eam1105 1{4682)

Miu I(1185)
Bel I(1199)

BstE 11(1366)
Bmg 1(1394)

AlwN 1(4205) Apa 1(1396)

P

(r161-cg8) ¥

BssH 11(1596)
Hpa 1(1691)

BspLU11 [(3789) ! BsaX |(1844)
Sap 1(3673)
Bst1107 1{3560)

BsaA 1(3541)
Tth111 1(3534)

PshA 1{2030)

BspM 1(2368)
Bsm 1(2673)

FetThrrClyGlyGinGIinMezGlvArgG

Bpu10 I(2895) Ava 1(2739)
Msc 1(2760)
T7 promoter primer #69348-3
Bglll T7 promoter lac operator Xba | rbs
AGATCTCOATLCCACOAAATTALTACGACTCACTATASGEGAAT TRTGAGCGRATAACAATTCCICTCTAGAAATAATTTTGTTTAACTT "AAGAAGCAGS =
Ndel Niel  T7+Tag PET TS gami 1 Bout102 |
TATACAY CATGACTGGTGGACAGCAAATGSGTLGLGRAT CTGCCALle

T7 terminator primer #69337-3

nIT-114

pEl-11b

oET-11c

IGCTGCCACCLOTCAGCAATAACTAGIATAA

AGCTEAGTTGGCTGL

sleuSerTrole

T7 terminator

CLICTIGAGGRICICTAAACGGITON 1GAGS

GETITTTTG

pET-11a-d cloning/expression region

Novagen * 0RDERING 800-526-7319 = TECHNICAL SUPRORT.800-207-0144



