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Established Cells: [Human] HeLa, U937,

Riji, Jurkat, Hybridoma 4G10.X.X.E10,
Hybridomas JLA20, E7, M18/2.a.12.7,

HEK293, THP-1, Mono Mac 6, HL-60, Daudi,

M1/70.15.11.5.2. [Rodent] RAW264.7, CHO,

Mouse: 1B7 hybridoma (AKA HB-10500),

[plasmids]): GFP/RFP, YFP, GFP,
GFP/mCherry, CFP, GFP/RFP/CFP,
CFP/RFP, 2FYVE GFP, 2FYVE RFP, GFP
actin, pEF6 mcherry actin, AKTPH GFP,
AKTPH RFP, AKT wt, Amphipathic helix

CD9, CD81, CD16a (AKA FCGR3A) ,
CD16b (AKA FCGR3B)
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As the Principal Investigator, I have ensured 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.shs.uwo.ca/workplace/newposition.htm

Signature of Permit Holder: 744 W \)03/7 '5‘, % f3

Current Classification: mem Containment Level for Added Biohazards: 1

Date of Last Biohazardous Agents Registry Form: Aug 16, 2011
Date of Last Modification (if applicable): Oct 23, 2012

BioSafety Officer(s)*:

*For work being performed at Institutions affiliated with Western University, the Safety Officer for the
Institution where experiments will take place must sign the form prior to its being sent to Western
University Biosafety Officer.

Chair, Biohazards Subcommittee: ] S Date:
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January 2013 Modification Dr. Bryan Heit's BAARF.
Permit BIO-UWO-0262

One project in the Heit lab is assessing the molecular mechanisms by which macrophages generate the
forces required to phagocytose (internalize) and destroy bacteria. This requires that we ectopically
express known phagocytic receptors. The plasmids CD16A and CD16B, which respectively express the
FcGR3a and FcGR3b phagocytic receptors, enable the ectopic expression of two well-characterized
human Fc receptors on murine macrophages. These receptors will be selectively activated using the 1B7
antibody, produced by the 1B7 hybridoma (AKA HB-10500). Together, these reagents will enable us to
study the generation of phagocytic forces without the confounding effect of endogenously expressed
murine Fc receptors.

A second project in the lab is investigating the role of proteins termed tetraspanins in controlling the
clustering and diffusion of proteins on the cell surface. As part of this project we must generate and
express mutant forms of two tetraspanins — CD9 and CD81 — in order to break-up the interactions
mediated by the non-mutant forms of these proteins. The CD9 and CD81 genetic vectors will be used to
form the mutant proteins.

All of the above reagents require level 1 containment. None represent a risk to humans or animals, none
are toxic if introduced into a living organism, and none are known to function as oncogenes or have
other transforming/hazardous effects when expressed in vivo.

Product Information & MSDS's:

e (CD16A, CD16B and CD81: http://plasmid.med.harvard.edu/PLASMID/Home.jsp

o 1B7 hybridoma:
http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/tabid/452/Default.aspx?ATC
CNum=HB-10500&Template=cellBiology

e (CD9:
http://www.thermoscientifichio.com/EktronTemplates/ProductLayout.aspx?id=17179927331&t
erm=CD9&sourceld=ING:8sr&productld=416CB003-5022-4263-B1C6-293625B70CE1
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Cell Biology
$551.00 (for-profit list price)
$459.17 (non-profit list
ATCC® Nurber: HB-10500™ [ Order this ltem | Price: price)
Log In with customer # to
see your price
Designations: T529-15D3-18-1A3-1B7 [1B7, CTCC 10752] Related Links »
Depositors: Chiron Corp. NCBI Entrez Search
[sotype: IgG1; kappa light chain Make a Deposit
Biosafety Level. 1 Frequently Asked Questions
Shipped: frozen Material Transfer Agreement
Medium & Serum:  See Propagation New!
Growth Properties:  suspension Technical Support
. Mus musculus (B cell); Mus musculus (myeloma) deposited as Related Cell Culture
Organism:
mouse (B cell); mouse (myeloma) Products
Morphology: kst
BioProducts
Source: Cell Type: hybridoma: B lymphocyte;
mmunoglobulin; monoclonal antibody; agamst the human Fc Cell, microbial and
Cellular Products: ~ gamma receptor III (hF¢ gamma IIIR) and the multi-drug molecular genomics
resistance antigen, P-glycoprotein products for the life
In addition to the MTA mentioned above, other ATCC and/or ® scences
regulatory permits may be required for the transfer of this ATCC
R material. Anyone purchasing ATCC material is ultimately BisSsrvicss

responsible for obtaining the permits. Please click here for
information regarding the specific requirements for shipment to your
location.

The hybrid hybridoma cell lines 1B7 and 1 A7 produce bispecific
antibodies that recognize both the human Fc gamma receptor I11
(hFc gamma IIIR) and the multi-drug resistance antigen, P-
glycoprotein.

The 1B7 and the 1A7 antibodies are capable of binding to both the
Fc receptors of cytotoxic cells, and tumor cells exhibiting multi-drug
resistance phenotype, wherein the tumor cells over-express P-
glycoproteins as compared to normal cells.

These bispecific antibodies are useful in killing cancer cells.

Bio-materials
management; basic
repository to complex
partnership-leve]

® gservices

Applications:

The hybrid hybridoma cell lines 1B7 (ATCC HB-10500) and 1A7
(ATCC HB-10501) were formed by the fusion of the 15D3
(ATCC HB-11342) and 3G8 hybridoma cell lines. [56195]

The murine hybridoma 15D3 recognizes the human multi-drug

recictance anticen P-olveanrotein
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Comments:

Propagation:

Subculturing:

Preservation:

Related Products:

References:
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The murine hybridoma 3G8 recognizes the human Fc¢ gamima
receptor III.

The hybrid hybridoma cell lines 1B7 and 1A7 produce bispecific
antibodies that recognize both the human Fc¢ gamma receptor [11
(hFc gamma I1IR) and the multi-drug resistance antigen, P-
glycoprotein. [56196]

The 1B7 and the | A7 antibodies are capable of binding to both the
Fe receptors of cytotoxic cells, and tumor cells exhibiting multi-drug
resistance phenotype, wherein the tumor cells over-express P-
glycoproteins as compared to normal cells. [56196]

These bispecific antibodies are useful in killing cancer cells. [56196]

ATCC complete growth medium: Iscove's modified Dulbecco's
medium with 4 mM L-glutamine adjusted to contain 1.5 g/L sodium
bicarbonate supplemented with 1% OPI (0.15 mg/ml oxaloacetate,
0.05 mg/ml pyruvate, 0.0082 mg/ml bovine insulin), 90%; heat-
mactivated fetal bovine serum, 10%

Temperature: 37.0°C

Medium Renewal: Add fresh medium every 2 to 3 days
(depending on cell density)

Cultures can be maintained by the addition of fiesh medium or
replacement of medium. Alternatively, cultures can be established by
centrifugation with subsequent resuspension at 1 to 2 X 10 exp5
viable cells/ml

Maintain cell density between 1 X 10 expS5 and | X 10 exp6 viable
cells/ml.

culture medium 95%; DMSO, 5%

Recommended medum (without the additional supplements or
serum described under ATCC Medium):ATCC 30-2005
parental cell Ine:ATCC HB-11342

56193: Ring D, Shi TX. Monoclonal anti-multiple drug resistance
antibody, methods of production and uses thereof. US Patent
6,143,873 dated Nov 7 2000

56195: Ring D, Shi TX. Bispecific antibodies, methods of
production and uses thereof. US Patent 5,959,084 dated Sep 28
1999

56196: Ring D, Shi TX. Bispecific antbodies, methods of
production and uses thereof. US Patent 6,106,833 dated Aug 22
2000
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Thermo Scientific (http://www.thermoscientificbio.com)

Home ( | Molecular Biology ( /molecular-vioiogy/) | Gene Expression (cDNAs and ORFs) ( /molscular-biolegy /gene-exprassion-cdna-orf) |
Mammalian cONAS ( /gene-expression-cdnas-orfs/mammalian-cdnas) l Mammalian Gene Collection (MGC) Clones ( /gene-expression-cdnas-
orfs/mammalian-cdnas/mammalian-gene-collection-mge-ciones) | MGC cDNAs

MCC cDNAs

Fully-sequenced human, mouse, rat, and bovine cDNAs from the Mammalian Gene Collection (MGC)

other CcDS CD9 molecule

Synonyms BTCC-1, CD9, CD9 ANTIGEN, cd9a, cd9b, cd9l, DKEY-224K5.1, DRAP-27, 1b13e10, 1b82b11,
FLJ99568, GIGZ... More ¢

EG-ID Human (928), Mouse (12527), Rat (24936), Zebra Fish (322455), Zebra Fish (406737)

SwissProt P21926, Q56CY1, P40240, P40241, Q6NWG7, Q1L9G9, Q6IQH7, Q1L9HO, Q1L9G6, Q1L9GS,
ID Q72ZUH9, Q1L9G7

Summary This gene encodes a member of the transmembrane 4 superfamily, also known as the tetraspanin

family. Tetraspanins are cell surface glycoproteins with four transmembrane domains that form
multimeric complexes with other cell surface proteins. The encoded protein functions in many
cellular processes ... More 0

Click and expand to view the product.

MGC Fully Sequenced Human CD9 cDNA

MGC Human CD9 cDNA

Accession: BC011988.1 MHS1010-74423 glycerol stock - $110.00
(http Shwww nebinlm.nih.gov/inucest/BC011988.1)

Clone ID: 3860667, i

MGC Fully Sequenced Mouse Cd9 cDNA

MGC Mouse Cd9 cDNA

Accession: BC070474.1 MMM1013-9498115 glycerol stock - $110.00

(http://wwrw.nebinlmonih . gov/nucest/BC 070474 1)

Clone ID: 30634238, )

Description

Thermo Scientific MGC cDNAs are fully sequenced cDNAs obtained from the Mammalian Gene Collection (MGC)
thito imac nei ain gow ). Developed by the National Institutes of Health (NIH), this collection contains the most edensive,
rigorously sequenced collection of mammalian cDNA clones available.

Highlights

¢ Insertis fully sequenced and guaranteed to match corresponding BC accession number
* Shipped as a live bacterial culture to provide a renewable resource
* Genome-scale coverage for human, mouse, rat, and cow

Human Mouse Rat Bovine
Total MGC Full ORF Clones 29,818 27,285 6,763 9,104
Non-redundant genes 17,592 17,701 6,486 8,724

Custom cDNA Libraries

Custom libraries are available. Please email requests fo Technical Support (maito ts moltio@tharmofisner som), or call 1-800-235-
9880. International customers, please call 303-604-9499 or your local Sales Representative.

About the MGC

The goal of the Mammalian Gene Collection (MGC), a frans-NIH initiative, is to provide researchers with unrestricted
access to sequence-validated full-length protein-coding (FL-CDS) cDNA clones for human, mouse, and rat genes. In 2005,



the project added the cow ¢cDNAs generated by Genome Canada.

MGC clones initially were obtained by random EST-screening of cDNA libraries. Starting in 2004, MGC used franscript-
specific RT-PCR cloning to isolate cDNAs for genes not represented in MGC. Finally, between 2006 and 2009, MGC
employed DNA synthesis metheds to provide FL-CDS clones for human and mouse genes still absent from the collection.

All MGC sequences are deposited in GenBank, and the clones can be purchased from Thermo Fisher Scientific. You can
use "A Guide o Finding Mammalian Gene Cellection (MGC) Clones and Evaluating Their Sequence”

{http /fmgs nci nih gov/files/GuideToF indingEvalualing_MGC_Glones.pdf} to assist in determining whether MGC cDNA clones fer human,
mouse, or rat genes and transcripts of interest are available for purchase or sequence investigation.

With the conclusion of the MGC project in March 2009, the GenBank records of MGC sequences were frozen, without
further updates. Since the definition of what constitutes a full-length coding region for seme of the genes and transcripts
for which we have MGC clones will likely change in the future, users planning fo order MGC clones wili need to menitor for
these changes. Users can make use of genome browsers and gene-specific databases, such as the UCSC Gencme
browser, NCBI's Map Viewer, and Enirez Gene, fo view the relevant regions of the genome (browsers) or gene-related
information (Entrez Gene).



PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOLOGICAL AGENTS.
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[Established Cells: [Human] HeLa, U937,

|HEK293, THP-1, Mono Mac 6, HL-60, Daudi,
|Riji, Jurkat, Hybridoma 4G10.X.X.E10.
[[Rodent] RAW264.7, CHO, J774, BV-2

[Hybridomas: JLA20, E7, M18/2.a.12.7,
M1/70.15.11.5.2

[plasmids): GFP/RFP, YFP, GFP,
'GFP/mCherry, CFP, GFP/RFP/CFP,
CFP/RFP, 2FYVE GFP, 2FYVE RFP, GFP
\actin, pEF6 mcherry actin, AKTPH GFP,
'AKTPH RFP, AKT wt, Amphipathic helix

|Plasmids: gelsolin, cofilin, moesin,
|JMY, RelA/p65/NFKB, ezrin, NFAT1
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As the Principal Investigator, I have ensured 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.shs.uwo.ca/workplace/newposition.htm

Signature of Permit Holder:

Current Classification: 2 __ Containment Level for Added Biohazards: 1

Date of Last Biohazardous Agents Registry Form: Aug 16, 2011
Date of Last Modification (if applicable): Nov 24, 2011
BioSafety Officer): | Sfanlee, (Ot I$/12

T 1] ¥

*For work being performed at Institutions affiliated with Western University, the Safety Officer for the
Institution where experiments will take place must sign the form prior to its being sent to Western
University Biosafety Officer.

Chair, Biohazards Subcommittee: t//j’///é/ _ Date: (". _ l.{
r
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Work being performed with the new reagents:

Cofilin and Gelsolin are proteins which disassemble polymerized actin into actin monomers. Biologically, this is
done to modify the cytoskeleton that provides shape and rigidity to our cells. Moesin and ezrin anchor
cytosolic proteins to the plasma membrane. JMY induces actin polymerization. These proteins are being used
to control actin dynamics in macrophages, through creating inducible forms that we can ectopicaily express in
RAW macrophages.

NFkB (AKA p65 or RelA) and NFAT1 are transcription factors activated upon immune cell activity. We are using
these constructs to create Bi molecaulr fiuorescence complementation (BiFC) reporters of NFkB/NFAT activity,
for expression in macrophages, B cells and T cells, to study their trans-activation of each other.

The hybridomas JLA20 and E7 respectively produce antibodies which bind to actin and tubulin, two
components of the cell cytoskeleton. The hybridomas M1/70 & M18/2 produce antibodies that recognize the
alpha and beta subunits of the integrin Mac-1. These antibodies are going to be used for a range of
methodologies (immunoblotting, loading controls, immunostaining, etc), and are being purchased as a cost-
savings measure,

Safety/Sequence Information:
Gelsolin:
* AddGene product information: http://www.addgene.org/37262/
¢ AddGene information on backbone: http://www.addgene.org/vector-database/2689/

Cofilin:
¢ Addgene product information: http://www.addgene.org/31843/
¢ Addgene information on backbone: http://www.addgene.org/vector-database/3975/

Moesin:
* Addgene product information: www.addgene.org/20679/
* Addgene backbone information: www.addgene.org/vector-database/2491/

Ezrin:
¢ Addgene product information: http://www.addgene.org/20681/
¢ Addgene backbone information: www.addgene.org/vector-database/2491/

JMY:
* Gene is being requested from Mullins lab: www.ncbi.nlm.nih.gov/pubmed/19287377

RelA/p65/NFkB:
* Addgene product information: http://www.addgene.org/20012/
¢ Addgene backbone information: http://www.addgene.org/20012/

NFAT:
¢ Addgene product information: http://www.addgene.org/11100/
* Addgene backbone information: http://www.addgene.org/vector-database/1454/

Hybridomas (MSDS information available in ‘data sheet’ download at the following links:
e JLAZ0: http://dshb.biclogy.uiowa.edu/actin
e E7: http://dshb.biology.uiowa.edu/tubulin-beta-_2
* M1/70.15.11.5.2: http://dshb.biology.uiowa.edu/CD11b-Mac-1
e M18/2.a.12.7: http://dshb.biology.uiowa.edu/CD18-beta-subunit-of-CD11-a-b-c
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A better way to share plasmids

Browse > lkuo Wada > Nagaya et al > Ch-gelsolN

Plasmid 37262: Ch-gelsolN

Genefinsert name: gelsolin
Insert size: 1144
Species: H. sapiens (human)
Entrez Gene: (GSN (RP11-477J21.1, ADF, AGEL)
Fusion protein or tag: mCherry
Terminal: C terminal on insert
Mutation: deleted amino acids 380-731
Vector backbone: EYFP-N1 _
(Search Vectar Datahase)
Backbone manufacturer:  Clontech
Vector type: Mammalian Expression
Bacterial resistance(s) Kanamycin
Growth strain(s) XL1 Blue
Growth temperature (°C): 37
High or low copy: High Copy
Selectable markers: Neomycin
Sequence: Viewsequences {2)
Principal Investigator:  lkuo Wada
Terms and Licenses: MTA

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.

gelsolin

mCherry

Article:

m. Nagaya et al (J Cell
Biol. 2008 Jan 14;180(1):129-43. PuhMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 37262" in your Materials and Methods section.
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A better way to share plasmids

Browse > David Drubin > Okreglak et al > pRS316-GFP-COF1

Plasmid 31843: pRS316-GFP-COF1

Genel/insert name:
Alt name:

Alt name:

Species:

Entrez Gene:

Fusion protein or tag:
Vector backbone:

Backbone manufacturer:
Vector type:

Backbone size w/o insert (bp):
Promoter:

Cloning site 5"

Site destroyed during cloning:
Cloning site 3":

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
High or low copy:

Sequence:

Principal Investigator:

Terms and Licenses:

Comments: The GFP-cofilin construct has S65T-GFP and a 12—amino acid linker (GHGTGSTGSGSS) inserted in between amino acids N74

and G75 of cofilin. Note that the GFP is NOT N-terminal.

A missense mutation was detected by the lab in sequencing: converting the third glycine in the 5' GFP linker into an arginine. This was the

construct used in the paper.

Addgene has sequenced a portion of this plasmid for verification. Click here

Cofilin

Cofip

COFA1

S. cerevisiae (budding yeast)
COEF1 (YLLO50C)

GFP (S65T)

pRS316

(Search Vector Datahase)
ATCC

Yeast Expression

4887

T7

None

Unknown

None

Unknown

T3 List of Sequencing Primers
T7

Ampicillin

DH5alpha

37

High Copy

View sequences (4)

David Drubin

MTA

1e sequencing result.



None
Cofilin
None

pRS316-GFP-COF1

Article: Cofilin recruitment and function during actin-mediated endocytosis dictated by actin nucleotide state Okreglak et al (J Cell Biol. 2007
Sep 24;178(7):1251-64. Epub 2007 Sep 17. PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 31843" in your Materials and Methods section.



€ >addgene

A better way to share plasmids

Browse > Stephen Shaw > Hao et al > pHJ386

Genelinsert name:
Alt name:

Insert size:

Species:

GenBank ID:

Entrez Gene:

Fusion protein or tag:
Terminal:

Mutation:

Vector backbone:

Vector type:

Backbone size w/o insert (bp):
Cloning site 5"

Site destroyed during clening:
Cloning site 3':

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
Growth instructions:

High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

Plasmid 20679: pHJ386

Moesin

MSN

1731

H. sapiens (human)
NM_002444

MSN ()

GFP

C terminal on backbone

Changed Lys 253, 254, 262, 263 to Asn; Changed Thr 558 to Asp

pEGFP-N1
(Search Vector Database)
Mammalian Expression
4700

EcoRlI

No

Sall

No
GTGCATAAGTCTGGCTAC List of Sequencing Primers
GATGAGCAGGATGAGAAT
Kanamycin

DHb5alpha

37

DH5a

High Copy

Neomycin

View sequences (2)
Stephen Shaw

MTA

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.



EcoRI

Moesin
pHJ 386
Sall
GFP
Article: Phospholipase i i 3 i ane_ Hao et al (J Cell Biol. 2009 Feb 9.
184(3):451-62. PuhMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 20679" in your Materials and Methods section.
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A better way to share plasmids

Browse > Stephen Shaw > Hao et al > pHJ423

Genelinsert name:
Alt name:

Insert size:

Species:

GenBank ID:

Entrez Gene:

Fusion protein or tag:
Terminal:

Mutation:

Vector backbone:

Vector type:

Backbone size w/o insert (bp):
Cloning site 5"

Site destroyed during cloning:
Cloning site 3"

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

Plasmid 20681: pHJ423

Ezrin

EZR

1758

H. sapiens (human)
NM_003379

EZR (CVIL, CVL, VIL2)
GFP

C terminal on backbone
Changed Thr 567 to Asp
pEGFP-N1
{Search Vector Database)
Mammalian Expression
1758

EcoRI

No

Sall

No
GTGCACAAGTCTGGGTAC List of Sequencing Primers
GTGAGCTACCATGTCCAG
Kanamycin

DH5alpha

37

High Copy

Neomycin

View sequences (1)
Stephen Shaw

MTA

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.



EcoRI

Ezrin

Hao et al (J Cell Biol. 2009 Feb 9.

184(3):451-62. PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 20681" in your Materials and Methods section.
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Published in final edited form as:
Nat Cell Biol. 2009 April ; 11(4): 451-459. doi:10.1038/ncb1852.

p53-cofactor JMY is a Multifunctional Actin Nucleation Factor

J. Bradley Zuchero!, Amanda S. Coutts2, Margot E. Quinlan?, Nicholas B. La Thangue?, and
R. Dyche Mullins’

Cellular and Molecular Pharmacology, University of California, San Francisco, California, 94158

2 aboratory of Cancer Biology, Division of Medical Sciences, University of Oxford, Oxford, OX3
9DU, UK

3Chemistry and Biochemistry, University of California, Los Angeles, California, 90095

Abstract

Many cellular structures are assembled from networks of actin filaments and the architecture of
these networks depends on the mechanism by which the filaments are formed. Several classes of
proteins are known to assemble new filaments, including the Arp2/3 complex, which creates
branched filament networks, and Spire, which creates unbranched filamentsl- 2. We find that
JMY, a vertebrate protein first identified as a transcriptional co-activator of p53, combines these
two nucleating activities by both activating Arp2/3 and assembling filaments directly using a
Spire-like mechanism. Increased levels of JMY expression enhance motility while loss of IMY
slows cell migration. When slowly migrating HL-60 cells are differentiated into highly motile
neutrophil-like cells, IMY moves from the nucleus to the cytoplasm, and is concentrated at the
leading edge. Thus, IMY represents a new class of multifunctional actin assembly factor whose
activity is regulated, at least in part, by sequestration in the nucleus.

By searching genome databases for sequences related to the WASp Homology 2 (WH2)
domain we discovered a potential Arp2/3-activating sequence, WWWCA, in the vertebrate
protein IMY (Fig. 1a). This sequence is composed of three tandem repeats of the actin
monomer-binding WH2 domain (WWW); an actin- and Arp2/3-binding central domain (C);
and an Arp2/3-binding acidic domain (A). These sequence elements, first identified in
WASp-family proteins1- 3, collaborate in activating Arp2/3. The identification of these
elements in JMY was surprising, since IMY localizes primarily to the nucleus and was
originally discovered as a binding partner of p300, a coactivator for many transcription
factors, including the tumour-suppressor p534. In fibroblasts IMY accumulates in the
nucleus in response to DNA damage, where it enhances p53-dependent transcription of pro-
apoptotic genes4: 5.

To determine whether JMY also plays a role in assembly of the actin cytoskeleton we tested
the effect of JMY expression on actin organization 7z vivo. Overexpression of JIMY in
human U20S cells induces formation of elongated actin filament structures that colocalize
with JMY (Fig. 1b), similar to overexpression of WASp-family proteins and the actin
nucleation factor Spire 2> 6. Truncation mutants demonstrate that the WH2 cluster is
required for this effect but, curiously, the Arp2/3-binding CA domain is not (Supplementary
Fig. S1). Expression of the C-terminal region of IMY fused to GFP (GFP-PWWWCA)

Correspondence should be addressed to R.D.M. dyche@mullinslab.ucst.edu.

Author contributions
1.B.Z, A.S.C, and M.E.Q conducted the experiments and analyzed the results. J.B.Z, A.S.C, M.E.Q, N.B.T, and R.D.M. conceived the
experiments and wrote the manuscript.



€ >addgene

A better way to share plasmids

Browse > Stephen Smale > Sanjabi et al > RelA cFlag pcDNA3

Plasmid 20012: RelA cFlag pcDNA3

Genelinsert name:
Alt name:

Insert size:

Species:

GenBank ID:

Entrez Gene:

Fusion protein or tag:
Terminal:

Vector backbone:

Backbone manufacturer:
Vector type:

Backbone size w/o insert (bp):
Cloning site 5":

Site destroyed during cloning:
Cloning site 3"

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
Growth instructions:

High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

RelA

P65

1650

M. musculus (mouse)
NM_009045

Rela (p65)

Flag

C terminal on backbone
cFlag pcDNA3

(Search Vector Datahase)
Invitrogen

Mammalian Expression
5400

HindlIl

No

Xhol

No

T7 List of Sequencing Primers
SP6

Ampicillin

DHb5alpha

37

DH5-alpha

High Copy

Neomycin

View sequences (4)
Stephen Smale

MTA

Comments: See cFlag pcDNA plasmid for backbone information. 5' insert restriction site flanked by kozak/start site (CCACCATG).

Addgene has sequenced a portion of this plasmid for verification. Click here

1e sequencing result.



Hindlll

RelA

RelA cFlag pcDNA3

Xhol
Flag

Article: Ac-Rel subdomain responsible for enhanced DNA-hinding affinity and selective gene activation. Sanjabi et al (Genes Dev. 2005 Sep
15. 19(18):2138-51. PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 20012" in your Materials and Methods section,



€ >addgene

A better way to share plasmids

Browse > Anjana Rao > Manticelli et al. > WT NFAT1

Plasmid 11100: WT NFAT1

Genelinsert name: NFAT1
Insert size: 2800
Species: M. musculus (mouse)
Entrez Gene: Nfatc?2 (RP23-156E17.2, AlIB07462, NF-ATc2, NFAT1, NFAT1-D, Nfatp)
Fusion protein or tag:  3xHA
Terminal: N terminal on insert
Fusion protein or tag: GFP
Vector backbone: GFP-RV-DV
(Search Vector Datahase)
Backbone manufacturer: Genetics Institute
Vector type: Mammalian Expression, Retroviral
5' sequencing primer; IRES-R List of Sequencing Primers
Bacterial resistance(s) Ampicillin
Growth strain(s) DHb5alpha
Growth temperature (°C): 37
High or low copy: High Copy
Sequence: Viewsequences (2)
Principal Investigator:  Anjana Rao
Terms and Licenses: MTA

Addgene has sequenced a portion of this plasmid for verification. Click hete for the sequencing result.

3xHA

NFAT1

WT NFAT1

Article: NEAT1 and NEFAT?2 are positive regulators of Il -4 gene transcription. Monticelli et al (Eur J Immunol. 2002 Oct . 32(10):2971-8.
PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 11100" in your Materials and Methods section.



JLA20

INVESTIGATOR
Name Jim Jung-Ching Lin
Address Department of Biological Sciences, University of [owa, lowa City, 1A 52242
Phone 319-335-1075

IMMUNOGEN
Substance
Name
Origin
Chemical Composition cytoskeletal proteins from chicken gizzards
Developmental Stage not applicable

IMMUNIZATION PROTOCOL
Donor Animal

Species mouse
Strain BALB/c
Sex female
Organ and tissue spleen cells
Immunization
Dates immunized Ist i.p. injection; 3 weeks later i.p. boost; 1 more week later i.v. injection; 3 days after
Amount of antigen i.v., sacrificed mouse and took spleen out for fusion
Route of immunization
Adjuvant complete and incomplete Freund's adjuvant
FUSION
Date 71980
Myeloma cell line
Species mouse
Designation NSI
MONOCLONAL ANTIBODY
Isotype IgM

Specificity
Cell binding

Immunohistology
Antibody competition
Species Specificity broad species-specificity (chicken, rat)
ANTIGEN
Chemical properties actin
Molecular weight 43 kDa
Characterization
Immunoprecipitation yes
Immunoblotting yes

Purification
Amino acid sequence analysis
Functional effects not applicable

Immunohistochemistry

PUBLICATIONS :

Lin, J.J.-C. (1981). Monoclonal antibodies against myofibrillar components of rat skeletal muscle decorate the intermediate filaments
of cultured cells. Proc. Natl, Acad. Sci. 78, 2335-2339.

Tang, X., Lancelle, S.A., and Hepler, P.K. (1989). Fluorescence microscopic localization of actin in pollen tubes: comparison of
actin antibody and phalloidin staining. Cell Motil. Cytoskeleton 12, 216-224.

Maier, A., and Zak, R. (1990). Arrangement of cytoskeletal filaments at the equator of chicken intrafusal muscle fibers. Histochem.
93, 423-428.

Young, H.E., Sippel, J., Putnam, L..S., Lucas, P.A., and Morrison, D.C. (1992). Enzyme-linked immuno-culture assay. J. Tiss. Cult.
Meth. 14, 31-36.

Fahrni, J.F. (1992). Actin in the ciliated protozoan Climacostomum virens: purification by DNAse I affinity chromatography,
electrophoretic characterization, and immunological analysis. Cell Motil. Cytoskeleton 22(1), 62-71.

(Continued)



JLA20 (continued)

Alexandre, C., Lecourtois, M., and Vincent, J.-P. (1999), Wingless and hedgehog pattern Drosophila denticle belts by regulating the
production of short-range signals. Development 126, 5689-5698.

Davy, D.A., Ball, E.E., Matthaei, K.1., Campbell, H.D., and Crouch, M.F. (2000}. The flightless [ protein localizes to actin-based
structures during embryonic development. Immunol. Cell Biol. 78, 423-429.

Gundersen, C.B., Aguado, F., Sou, S., Mastrogiacomo, A, Coppola, T., Kornblum, H.I,, and Umbach, J.A. (2001). Cysteine string
proteins are associated with cortical granules of Xenopus laevis oocytes. Cell Tissue Res. 303, 211-219.

Stromblad, S., Fotedar, A., Brickner, H., Theesfeld, C., Aguilar de Diaz, E., Friedlander, M., and Cheresh, D.A. (2002). Loss of p53
compensates for o,~integrin function in retinal neovascularization. J. Biol. Chem. 277(16), 13371-13374,

Morot-Gaudry-Talarmain, Y., Rezaei, H., Guermonprez, L., Treguer, E., and Grosclaude, J. (2003). Selective prion protein binding
to synaptic components is modulated by oxidative and nitrosative changes induced by copper(Il) and peroxynitrite in cholinergic
synaptosomes, unveiling a role for calcineurin B and thioredoxin. J. Neurochem. 87, 1456-1470.

Fogel, AL, Akins, M.R., Krupp, A.J, Stagi, M., Stein, V., and Biederer, T. (2007). SynCAMs organize synapses through heterophilic
adhesion. J. Neurosci. 27(46), 12516-12530.

Robbins, E.M., Krupp, A.l., Perez de Arce, K., Ghosh, A K., Fogel, AL, Boucard, A,, Siidhof, T.C., Stein, V., and Biederer, T,
(2010), SynCAM adhesion dynamically regulates synapse number and impacts plasticity and learning. Neuron 68(5), 894-906.

ACKNOWLEDGMENTS STATEMENT

We have been asked by NICHD to ensure that all investigators include an acknowledgment in publications that benefit from the use of
the DSHB's products. We suggest that the following statement be used:

"The (hybridoma or monoclonal antibody) developed by [Investigator(s)] was obtained from the Developmental Studies
Hybridoma Bank developed under the auspices of the NICHD and maintained by The University of lowa, Department of Biology,
lowa City, [A 52242

Please send copies of all publications resulting from the use of Bank products to:

Developmental Studies Hybridoma Bank
Department of Biology

The University of lowa

028 Biology Building East

Towa City, IA 32242



E7
INVESTIGATOR
Name Michael Klymkowsky
Address Molecular, Cellular & Developmental Biology, University of Colorado, Boulder, CO, 80309-0347
Phone  (303) 492-8508

IMMUNOGEN
Substance beta-galactosidase/fiz protein fusion
Name
Origin E. coli

Chemical Composition
Developmental Stage

IMMUNIZATION PROTOCOL
Donor Animal

Species mouse

Strain BALB/c

Sex female

Organ and tissue spleen
Immunization

Dates immunized

Amount of antigen

Route of immunization intraperitoneal
Adjuvant Freund's

FUSION
Date
Myeloma cell line
Species mouse
Designation P3

MONOCLONAL ANTIBODY
Isotype [gG1
Specificity beta-tubulin
Cell binding
Immunohistology
Antibody competition
Species Specificity reacts with Chylamydomonas, Drosophila, Xenopus, mouse, kangaroo rat, human cells

ANTIGEN

Chemical properties

Molecular weight 55 kDa

Characterization
Immunoprecipitation +
Immunoblotting +
Purification
Amino acid sequence analysis

Functional effects binds to microtubules within the cell, but does not effect their functioning
Immunohistochemistry stains methanol fixed cells
PUBLICATIONS :

Chu, D.T.W., and Klymkowsky, M.W. (1987). Experimental analysis of cytoskeletal function in early Xenopus laevis embryos.
First International Symposium on the Cytoskeleton and Development 8, 140-142.

Chu, D.T.W., and Klymkowsky, M.W. (1989). The appearance of acetylated c-tubulin during early development and cellular
differentiation in Xenopus. Dev. Biol. 136, 104-117.

Punnonen, E.-L., Autio, S., Kaija, H., and Reunanen, H. (1993). Autophagic vacuoles fuse with the prelysosomal compartment in
cultured rat fibroblasts. Eur.J. Cell Biol. 61, 54-66.

Punnonen, E.-L., Marjomiki, V.S., and Reunanen, H. (1994). 3-Methyladenine inhibits transport from late endosomes to lysosomes
in cultured rat and mouse fibroblasts. Eur. J. Cell Biol. 65, 14-25.

Punnonen, E.-L., Ryhinen, K., and Marjomiki, V.S, (1998). At reduced temperature, endocytic membrane traffic is blocked in
multivesicular carrier endosomes in rat cardiac myocytes. Eur. J. Cell Biol. 75, 344-352.

{Continued)



E7 (Continued)

Prasannan, L., Misek, D.E., Hinderer, R., Michon, J., Geiger, J.D., and Hanash, S.M. {2000). ldentification of B-tubulin isoforms as
tumor antigens in neuroblastoma. Clin. Cancer Res. 6, 3949-3956.

Lou, P.-J., Chen, W.-P., Lin, C.-T., Chen, H.-C., and Wu, J.-C. (2000). Taxol reduces cytosolic E-cadherin and B-catenin levels in
nasopharyngeal carcinoma cell line TW-039: cross-talk between the microtubule- and actin-based cytoskeletons. J. Cell.
Biochem. 79, 542-556.

Hill, K.L., Hutchings, N.R., Grandgenett, P.M., and Donelson, J.E. (2000). T lymphocyte-triggering factor of African trypanosomes
is associated with the flagellar fraction of the cytoskeleton and represents a new family of proteins that are present in several
divergent eukaryotes. I. Biol. Chem. 275(50), 39369-39378,

Huot, M.-E., Mazroui, R., Leclerc, P., and Khandjian, E.-W. (2001). Developmental expression of the fragile X-related 1 proteins in
mouse testis: association with microtubule elements. Hum, Mol. Genet. 10(24), 2803-2811.

Mazroui, R., Huot, M.-E., Tremblay, S., Filion, C., Labelle, Y., and Khandjian, E.W. (2002). Trapping of messenger RNA by Fragile
X Mental Retardation protein into cytoplasmic granules induces translation repression. Hum. Mol. Genet. 11(24), 3007-3017.

Fuller, L..C., Cornelius, S.K., Murphy, C.W., and Wiens, D.J. (2002). Neural crest cell motility in valproic acid. Reprod. Toxicol.
5480, 1-15.

Barr, S.D., and Gedamu, L. (2003). Role of peroxidoxins in Leishmania chagasi survival. Evidence of an enzymatic defense against
nitrosative stress. J. Biol. Chem. 278(12), 10816-10823.

Lum, L., Zhang, C., Oh, S., Mann, R.K., von Kessler, D.P,, Taipale, J., Weis-Garcia, F., Gong, R., Wang, B., and Beachy, P.A.
(2003). Hedgehop signal transduction via smoothened association with a cytoplasmic complex scaffolded by the atypical kinesin,
costal-2, Mole. Cell 12, 1261-1274,

Caretti, G., Di Padova, M., Micales, B., Lyens, G.E., and Sartorelli, V. (2004). The polycomb Ezh2 methyltransferase regulates
muscle gene expression and skeletal muscle differentiation. Genes Dev. 18, 2627-2638.

Chen, H.-H., Wang, Y .-C., and Fann, M.-]I. (2006). Identification and characterization of the CDK12/Cyclin L1 complex involved in
alternative splicing regulation. Mole. Cell. Biol. 26, 2736-2745.

Banerjee, S., Joshi, R., Venkiteswaran, G., Agrawal, N., Srikanth, S., Alam, F., and Hasan, G. (2006). Compensation of Inositol
1,4,5-trisphosphate receptor function by altering sarco-endoplasmic reticulum calcium ATPase activity in the Drosophila flight
circuit. J. Neurosci. 26(32), 8278-8288.

Laramee, M., Chabot, C., Cloutier, M., Stenne, R., Holgado-Madruga, M., Wong, A.L, and Royal, 1. (2007). The scaffolding adaptet
Gabl mediates VEGF signaling and is required for endothelial ce!l migration and capillary formation. . Biol. Chem. 282, 4458-
7769.

Marquez, B., Ignotz, G., and Suarez, $.S. (2007). Contributions of extracellular and intracellular Ca to regulation of sperm motility:
Release of intracellular stores can hyperactivate CatSperl and CatSper2 null sperm. Dev. Biol. 3031}, 214-221.

Meyer, NP, and Seaver, E.C. (2009). Neurogenesis in an annelid: Characterization of brain neural precursors in the polychaete
Capitelia sp. I. Dev. Biol. 335, 237-252.

Wong, Y .-H., Lu, A -C., Wang, Y.-C., Cheng, H.-C., Chang, C., Chen, P.-H., Yu, ].-Y., and Fann M.-J. (2010). Protogenin defines a
transition stage during embryonic neurogenesis and prevents precocious neuronal differentiation. . Neurosci. 30(12), 4428-4439.

Wakatsuki, S., Saitoh, F., and Araki, T. (2011). ZNRF1 promotes Wallerian degeneration by degrading AKT to induce GSK3B-
dependent CRMP2 phosphorylation. Nat. Cell Biol. 13(12), 1415-1423.

ACKNOWLEDGMENTS STATEMENT

We have been asked by NICHD to ensure that all investigators include an acknowiedgment in publications that benefit from the use of
the DSHB's products. We suggest that the following statement be used:

"The (hybridoma or monoclona! antibody) developed by [Investigator(s)] was obtained from the Developmental Studies
Hybridoma Bank developed under the auspices of the NICHD and maintained by The University of lowa, Department of Biology,
fowa City, [A 522427

Please send copies of all publications resulting from the use of Bank products to:

Developmental Studies Hybridoma Bank
Department of Biology

The University of lowa

028 Biology Building East

lowa City, [A 52242



M1/70.15.11.5.2
INVESTIGATOR
Name Timothy A. Springer, Ph.D.
Address Center for Blood Research, 800 Huntington Ave., Boston, MA 02115
Phone (617) 731-6470

IMMUNOGEN
Substance
Name murine spleen cells
Origin
Chemical Composition
Developmental Stage

IMMUNIZATION PROTOCOL
Donor Animal

Species rat

Strain Wistar-Furth

Sex female

Organ and tissue spleen
Immunization

Dates immunized
Amount of antigen
Route of immunization
Adjuvant

FUSION
Date
Myeloma cell line
Species mouse
Designation NS1 or P3X63Ag8.6.5.3

MONOCLONAL ANTIBODY
Isotype lgG2a, kappa light chain
Specificitymouse Mac-1 o subunit
Cell binding
Immunohistology
Antibody competition

Species Specificity cross reacts with human antigen
ANTIGEN
Chemical properties CD11b (murine)
Molecular weight 170 kDa
Characterization
Immunoprecipitation yes
Immunoblotting no
Purification yes
Amino acid sequence analysis yes
Functional effects blocks iC3B rosetting
Immunohistochemistry on granulocytes, monocytes, macrophages, hairy cell leukemia cells, CD5+ human B cells
PUBLICATIONS :

Springer, T., Galfre, G., Secher, D.S., and Milstein, C. (1978). Monoclonal xenogenic antibodies to murine cell surface antigens:
Identification of novel leukocyte differentiation antigens. Eur. J. Immunol. 8, 539-551.

Springer, T., Galfte, G., Secher, D.S., Milstein, C. (1979). Mac-1: A macrophage differentiation antigen identified by monoclonal
antibody. Eur. J. Immunol. 9, 301-306.

Shibasaki, K., Suzuki, M., Mizuno, A., and Tominaga, M. (2007). Effects of body temperature on neural activity in the
hippocampus: regulation of resting membrane potentials by transient receptor potential vanilloid 4. J. Neurosci. 27(7), 1566-1575.



ACKNOWLEDGMENTS STATEMENT

We have been asked by NICHD to ensure that all investigators include an acknowledgment in publications that benefit from the use
of the DSHB's products. We suggest that the following statement be used:

"The (hybridoma or monoclonal antibody) developed by [Investigator(s}) was obtained from the Developmental Studies
Hybridoma Bank developed under the auspices of the NICHD and maintained by The University of [owa, Department of Biology,
lowa City, 1A 52242

Please send copies of all publications resulting from the use of Bank products to:

Developmental Studies Hybridoma Bank
Department of Biology

The University of lowa

028 Biology Building East

lowa City, IA 52242



M18/2.a.12.7
INVESTIGATOR
Name Timothy A. Springer, Ph.D.
Address Center for Blood Research, 800 Huntington Ave., Boston, MA 02115
Phone (617) 731-6470

IMMUNOGEN
Substance
Name membrane glycoproteins of cytotoxic T-lymphocytes
Origin
Chemical Composition
Developmental Stage

IMMUNIZATION PROTOCOL
Donor Animal

Species rat

Strain Wistar-Furth
Sex female
Organ and tissue spleen

Immunization
Dates immunized
Amount of antigen
Route of immunization
Adjuvant

FUSION
Date
Myeloma cell line
Species mouse
Designation P3X63Ag8.6.5.3

MONOCLONAL ANTIBODY
Isotype 1gG2a, kappa light chain
Specificitymouse LFA-1 and Mac-1 [ subunit
Cell binding
Immunohistology
Antibody competition
Species Specificity does not cross react with human antigen

ANTIGEN

Chemical properties murine CDI18

Molecular weight 95 kDa
Characterization

Immunoprecipitation yes
Immunoblotting yes (non-reducing conditions)
Purification
Amino acid sequence analysis no
Functional effects

Immunohistochemistry on all leukocytes

PUBLICATIONS :

Sanchez-Madrid, F., Simon, P., Thompson, S., and Springer, T.A. (1983). Mapping of antigenic and functional epitopes on the
alpha and beta subunits of two related glycoproteins involved in cell interactions, LFA-1 and Mac-1. J. Exp. Med. 158, 586-

602.

Stokes, R.W., Thorson, L.M., and Speert, D.P. (1998). Nonopsonic and opsonic association of mycobacterium tuberculosis with
resident alveolar macrophages is inefficient. J. Immunol. 160, 5514-5521.
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"The (hybridoma or monoclonal antibody) developed by [Investigator(s)] was obtained from the Developmental Studies
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lowa City, 1A 522427

Please send copies of all publications resulting from the use of Bank products to:
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The University of lowa
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€ >addgene

A better way to share plasmids

Browse > Stephen Shaw > Hao et al > pHJ421

Genefinsert name:
Alt name:

Insert size:

Species:

GenBank ID:

Entrez Gene:

Fusion protein or tag:
Terminal:

Vector backbone:

Vector type:

Backbone size w/o insert (bp):
Cloning site 5"

Site destroyed during cloning:
Cloning site 3"

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

Plasmid 20680: pHJ421

Ezrin

EZR

1758

H. sapiens (human)
NM_003379

EZR (CVIL, CVL, VIL2)
GFP

C terminal on backbone
pEGFP-N1

(Search Vector Datahase)
Mammalian Expression
4700

EcoRI

No

Sall

No
GTGCACAAGTCTGGGTAC List of Sequencing Primers
GTGAGCTACCATGTCCAG
Kanamycin

DH5alpha

37

High Copy

Neomycin

View sequences (2)
Stephen Shaw

MTA

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.



EcoRl

Ezrin

Sall
GFP

Article; Phosphaolipase C-mediated hydrolysis of PIP2 releases ERM proteins from lymphocyte memhrane Hao et al (J Cell Biol. 2009 Feb 9.
184(3):451-62. PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
“"Addgene plasmid 20680" in your Materials and Methods section.



€ >addgene

A better way to share plasmids

Browse > Stephen Shaw > Hao et al > pHJ320

Genelinsert name:
Alt name:

Insert size:

Species:

GenBank ID:

Entrez Gene:

Fusion protein or tag:
Terminal:

Vector backbone:

Vector type:

Backbone size w/o insert (bp):
Cloning site 5":

Site destroyed during cloning:
Cloning site 3":

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):
Growth instructions:

High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

Plasmid 20671: pHJ320

Moesin

MSN

1731

H. sapiens (human)
NM_002444

MSN ()

GFP

C terminal on backbone
pEGFP-N1
(Search Vector Datahase)
Mammalian Expression
4700

EcoRl

No

Sall

No
GTGCATAAGTCTGGCTAC List of Sequencing Primers
GATGAGCAGGATGAGAAT
Kanamycin

DHb5alpha

37

DH5a

High Copy

Neomycin

View sequences (1)
Stephen Shaw

MTA

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.



Moesin

sall
GFP

Article: Phaspholipa

Hao et al (J Cell Biol. 2009 Feb 9.
184(3):451-62. PubMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 20671" in your Materials and Methods section.



€ >addgene

A better way to share plasmids

Browse > Christien Merrifield > Taylor et al > Cofilin-pmCherryC1

Plasmid 27687: Cofilin-pmCherryC1

Genefinsert name:
Insert size:

Species:

Entrez Gene:

Fusion protein or tag:
Terminal:

Vector backbone:

Backbone manufacturer:
Vector type:

Backbone size wio insert (bp):
Cloning site 5"

Site destroyed during cloning:
Cloning site 3"

Site destroyed during cloning:
5' sequencing primer:

3' sequencing primer:
Bacterial resistance(s)
Growth strain(s)

Growth temperature (°C):

High or low copy:

Selectable markers:
Sequence:

Principal Investigator:

Terms and Licenses:

Cofilin

500

M. musculus (mouse)
Cfl1 (AA959946, Cof)
mCherry

N terminal on insert
pmCherry-C1

(Search Vector Database)
Clontech

Mammalian Expression
4722

Balll

No

EcoRl

No

mCherry-F §'-ccccgtaatgcagaagaaga List of Sequencing Primers
SV40pA-R

Kanamycin

DH5alpha

37

Unknown

Neomycin

View sequences (1)
Christien Merrifield

MTA

- 0 ’

Comments: Gene PCR from cDNA library from mouse brain

Addgene has sequenced a portion of this plasmid for verification. Click here for the sequencing result.



Baglll
mCherry
Cofilin

EcoRI

Cofilin-pmCherryC1

Avrticle: A high precision i ia i ia is. Taylor et al (PLoS Biol. 2011 Mar .
9(3):e1000604. PuhMed)

Please acknowledge the principal investigator and cite this article if you use this plasmid in a publication. Also, please include the text
"Addgene plasmid 27687" in your Materials and Methods section.
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of Animals

Approved Biological
Toxin(s)

Approved Gene
Therapy

Approved Plants and
Insects

Tuesday, Novermber 15, 2011

(Please stroke out any personnel to be removed) (Please list additional personnel here)
Please stroke out any approved Write additional Biological Agent(s)
Biological Agent(s) to be removed for approval below, Give the full
name
Microorganisms
Approved Primary Established Cells: [Human] HelLa, U937, q(n\(o‘ X X & IO

HEK293, THP-1, Mono Mac 6, HL-60, Daudi,
Riji, Jurkat. {Rodent} RAW264.7, CHO, J774,
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CFP, GFP/RFP/CFP, CFP/RFP
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* PLEASE ATTACH A MATERIAL SAFETY DATA SHEET OR EQUIVALENT FOR NEW BIOLOGICAL AGENTS.
¥* PLEASE ATTACH A BRIEF DESCRIPTION OF THE WORK THAT EXPLAINS THE BIOLOGICAL AGENTS USED AND HOW THEY
WILL BE STORED, USED AND DISPOSED OF..

As the Principal Investigator, I have ensured 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 i

http://www.shs.uwo.ca/workplace/newposition.htm
Signature of Permit Holder: /)A/M
/ ¥

Current Classification: 2 Cq}éinment Level for Added Biohazards: l

Date of Last Biohazardous Agents Registry Form: Aug 16, 2011

Date of Last Modification (if applicable): /Vf,é}v

BioSafety Officer(s): ‘_\' Stuonde N LY i‘ L

v 9
Chair, Biohazards Subcommittee: %Eﬁ/ Datetlﬁ{/'/}L
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------- Original Message --------
Subject:Re: Fwd: Modification Form: Heit
Date:Thu, 17 Nov 2011 11:51:14 -0500
From:Dr. Bryan Heit <bheit@uwo.ca>
To:Jennifer Stanley <jstanle2 @uwo.ca>

Sorry, I forgot. The new cells are a hybridoma which produces an antibody called
"4G10". This antibody binds to phosphorylated proteins, and we use it to identify and
purify these proteins. This is used for the purpose of phospho-protein mass spectrometry,
immunoblotting and immunofluorescence.

Bryan

Dr. Bryan Heit, Assistant Professor

Department of Microbiology & Immunoclogy

Dental Sciences Building, Dock 15

University of Western Ontario

London, Ontario, Canada, N6A 5C1

P: (519) 661-3407 F: (519) 661-3499
http://www.uwo.ca/mni/research/web_pages/heit.html




ATCC MATERIAL SAFETY DATA SHEET

MSDS FOR ANIMAL CELL CULTURES (Biosafety Level 1 or 2)

MATERIAL SAFETY DATA SHEET

| SECTION1 - SUBSTANCE IDENTITY AND COMPANY INFORMATION

Product Name: Various Animal Cell Cultures at Biosafety Level 1 or 2
ATCC Catalog #: Various

COMPANY INFORMATION:  AMERICAN TYPE CULTURE COLLECTION
PO BOX 1549
MANASSAS, VA 20108

FOR INFORMATION CALL:  800-638-6597 or 703-365-2700
AFTER-HOURS CONTACT.  703-365-2710
CHEMTREC EMERGENCY:  800-424-9300 or 703-527-3887

| SECTION 2 - COMPOSITION/INFORMATION ON INGREDIENTS |

Either frozen or growing cells shipped in liquid cell culture medium (a mixture of components that may include,
but is not limited to: inorganic salts, vitamins, amino acids, carbohydrates and other nutrients dissolved in
water). Frozen Cultures may also contain a 5%-10% solution of Dimethy! sulfoxide as a cryoprotectant.

| SECTION 3 - HAZARD IDENTIFICATION
HMIS Rating:  Health: 0 Flammability: O Reactivity:0
NFPA Rating: Health:0 Flammability:0 Reactivity:0

This substance is not hazardous as defined by OSHA 29CFR 1910.1200 however this product should be

handled according to good lab practices, with proper personal protective equipment, proper engineering controls
and within the parameters of the purchaser’s safety program.

Health Hazards

For Biosafety Level 1 Cell Cultures

Handle as a potentially biohazardous material under at least Biosafety Level 1 containment.

This cell line is not known to cause disease in healthy adult humans. These cells have NOT been screened
for Hepatitis B, human immunodeficiency viruses or other adventitious agents, unless otherwise reported on
the Certificate of Analysis. Regardless of results reported on the Certificate of Analysis Universal

Precautions according to 29 CFR 1910.1030 should be followed at all times when manipulating these cell
lines.

See next page for Biosafety Level 2 cell cultures.

T e R

American Type Culture Collection Emergency Telephone: (703) 365-2710 (24 hours)

P.0O. Box 1549 Information Telephone; (703) 365-2700 Ext.2303
Manassas, VA 20108
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MATERIAL SAFETY DATA SHEET

| SECTION 6 - ACCIDENTAL RELEASE MEASURES 1

Procedure(s) of Personal Precaution(s): At a minimum use PPE listed in Section 8. Wear laboratory
coat, gloves and eye protection. Avoid all contact,

Methods for Cleaning Up

Patient/Victim: Wash with soap and water. Work clothes should be laundered separately. Launder
contaminated clothing before re-use. Do not take clothing home.

Equipment/Environment: Allow aerosols to settle; wearing protective clothing, gently cover spill with paper
towel and apply 1% sodium hypochlorite, starting at perimeter and working towards the center; allow sufficient
contact time before clean up (30 min).

Note: The use of additional PPE may be necessary for cleaning solutions.

| SECTION 7 - HANDLING AND STORAGE

Handle and store according to instructions on product information sheet and label.
Special Requirements:

Follow established laboratory procedures when handling material.

| SECTION 8 - EXPOSURE CONTROLS/PERSONAL PROTECTION

Use Personal Protective Equipment: Including Eye Protection, Chemical Resistant Gloves, and appropriate
clothing to prevent skin exposure. [n addition, a Respiratory protection program that complies with OSHA 29
CFR 1910.134 and ANS| Z88.2 requirements or European Standard EN 149 must be followed whenever
workplace conditions warrant respirator use.

Engineering Controls: The use and storage of this material requires user to maintain and make available
appropriate eyewash and safety shower facilities. Use fume hood or other appropriate ventilation method to
keep airborne concentrations a low as possible.

Exposure Limits: No exposure limits for this material have been established by ACGIH, NIOSH, or OSHA.

| SECTION 9 - PHYSICAL AND CHEMICAL PROPERTIES |

Data Not Available

[ SECTION 10 - STABILITY AND REACTIVITY |

Hazardous polymerization will not occur,

I SECTION 11 - TOXICOLOGICAL INFORMATION

Route of Exposure
L T T T TR —-—————

American Type Culture Collection Emergency Telephone: (703} 365-2710 (24 hours)

P.O. Box 1549 Information Telephone: (703) 365-2700 Ext.2303
Manassas, VA 20108
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THE INFORMATION PRESENTED IN THIS DOCUMENT IS BELIEVED TO BE CORRECT BASED UPON
DATA AVAILABLE TO ATCC. USERS SHOULD MAKE AN INDEPENDENT DECISION REGARDING THE
ACCURACY OF THIS INFORMATION BASED ON THEIR NEEDS AND DATA AVAILABLE TO THEM. ALL
SUBSTANCES AND MIXTURES MAY PRESENT UNKNOWN HAZARDS AND ALL NECESSARY SAFETY

PRECAUTIONS SHOULD BE TAKEN. ATCC ASSUMES NO LIABILITY RESULTING FROM USING OR
COMING IN CONTACT WITH THIS SUBSTANCE.

American Type Culture Collection Emergency Telephone: (703) 365-2710 (24 hours)

P.O. Box 1549 Information Telephone: (703} 365-2700 Ext.2303
Manassas, VA 20108
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THE UNIVERSITY OF WESTERN ONTARIO
BIOLOGICAL AGENTS REGISTRY FORM
Approved Biohazards Subcommittee: 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 proposed
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 biological 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).

Completed 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 Bryan Heit

DEPARTMENT Microbiology & Immunology
ADDRESS Room H320, Health Sciences Addition
PHONE NUMBER 519-661-3407 (internal: x83407)
EMERGENCY PHONE NUMBER(S) 226-374-1574 (cell)

EMAIL bheit@uwo.ca

Location of experimental work to be carried out: Building(s) Health Sciences Addition Room(s): H316, H310

*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:HSFC (applied), NSERC (applied), UWO startup funding (received)
GRANT TITLE(S): Molecular mechanisms regulating apoptotic body phagocytosis, and its impact on
atherosclerosis, inflammation and antigen presentation.

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

Name UWO E-mail Address Date of Biosafety Training

[ [ ]

Page 1 of 10



Please explain the biological agents and/or biohazardous substances used and how they will be
stored, used and disposed of. Projects without this description will not be reviewed.

Mammalian Cell Lines:

My lab will use several common cell lines which originated from mammalian sources, including humans. In all
cases these cell lines are considered BSL2 biohazards. These cells will be cultured using a biosafety hood
and HEPA-filtered CO2 incubator, by users following standard BSL2 safety procedures. For long-term
storage these cells will be cryofrozen, and kept in a liquid nitrogen doer. All cell culture procedures and liquid
nitrogen storage will be in room H310. Some experimental procedures (fixing, staining for microscopy/FACS,
western blotting) will take place in room H316. Used/unneeded cells will be destroyed through the addition of
a minimum of 5% v/v bleach before disposal.

The following human cell lines will be used:
*Hela *UJ937 *HEK293 *THP-1 *Mono Mac 6 *HL-60

*Daudi *Riji «Jurkat T-cell

The following cell lines will be used, with the source species indicated in [square brackets]
*RAW264.7 [mouse] *CHO [hamster] +J774 [mouse] *BV-2 [mouse]

Bacterial Cells Carrying Plasmids

My laboratory will frequently culture bacteria for the purpose of producing, propagating and storing DNA
constructs, and for production of recombinant proteins. The DH5a strain of Escherichia coli will be used for
production/propagation of DNA constructs, while the BL21 strain of Escherichia coli will be used for the
production of recombinant proteins. Both of these Escherichia coli strains are BLS1 organisms, and will be
handled using standard BSL1 handling protocols. Culturing of these organisms will take place in room H316
and in the common-baeterial-eulture-facility located-in-room-{xyz)-of the dental sciences building. Purification
of DNA constructs and proteins will be performed in room H318. Bacterial cultures will be stored as glycerol
stocks, in a -80C freezer located in room H310. Liquid bacterial waste will be sanitized by autoclaving before

disposal. Bacteria on agar plates will be disposed of <xyz>. o
P 9are J d Sheore d Lesel A (a0, Fu)r\d .
25,004E

Tissue Culture Media:
My laboratory will use tissue culture media, some types which contain between 5% and 10% fetal bovine
serum (FBS). FBS is a potential biohazard. To minimize the risk associated with FBS, all FBS-containing
media will be prepared and aliquoted in a biosafety hood. All FBS-containing liquid waste will either be
autoclaved or sanitized using 5% v/v bleach before disposal. All solid waste that has contacted FBS will be
autocalved prior to disposal. FBS and FBC containing materials will be handled in rooms H310 and H316.

Recombinant Proteins:

On occasion my laboratory will have recombinant proteins, produced either in-lab, or purchased from
commercial sources. Recombinant proteins will be stored in frozen aliquots at either -20C or -80C until
needed. Fluids containing these proteins will be autoclaved or sanitized using 5% v/v bleach before disposal.
All solid waste that has contacted these proteins will be autocalved prior to disposal. These materials will be
handled in rooms H310 and H316.

ok
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]

Please include a one page research summary or teaching protocol.

Apoptosis, the controlled demolition of old, unneeded, infected or damaged cells, is fundamental to
homeostasis and immunity. Each day billions of cells in our body undergo apoptosis, wherein the cellular
contents of dying cells are degraded and packaged into membrane bound vesicles termed apoptotic bodies.
Apoptotic bodies serve a dual purpose: they prevent the spillage of cellular contents into the extracellular
milieu, while simultancously packaging cell contents into particles small enough to be internalized by
professional phagocytes. The clearance of apoptotic bodies by phagocytes — termed efferocytosis — is required
for tissue homeostasis, with failure to clear these particles leading to inflammation, autoimmunity and
neurodegenerative diseases. If not cleared promptly, apoptotic bodies rupture and release their contents in a
process termed secondary necrosis. Because these intracellular contents include pro-inflammatory substances
such as nucleotides (ATP, UTP), secondary necrosis promotes inflammation. Indeed, the defective removal of
apoptotic cells is an initiating event in inflammatory disorders such as atherosclerosis and neurodegenerative
diseases such as Alzhimers. While it is unclear if secondary necrosis drives autoimmunity, it is well
established that the presentation of antigens derived from apoptotic cells plays a central role in maintaining
self-tolerance, with failures in this system leading to autoimmunity. The regulation of apoptosis and
subsequent clearance of apoptotic cells also contributes to immunity against infectious agents such as viruses
and intracellular bacteria. Efferocytosis of apoptotic bodies released by infected cells allows for the processing
and presentation of intracellular pathogen-derived antigens by professional phagocytes. These phagocytes then
transport these normally sequestered antigens to lymphatic tissues, where the antigens are the presented on
MHC 11, thus driving the formation of adaptive immunity. Despite the obvious importance of efferocytosis,
little is known about the process itself. Efferocytosis is a three step process, consisting of an initial recognition
of the apoptotic body, internalization of the apoptotic body by a phagocyte, and finally, destruction of the
apoptotic body. My research program will aim to understand the signalling which regulates these processes,
with a focus on the receptors that bind apoptotic bodies and the signalling these receptors induce. This
research is being conducted using two human diseases as model of the efferocytic process.

While the initial aims in my proposal are intended to identify the ligands, receptors and signalling underlying
efferocytosis, the long-term goals of my research program will be to understand the role of efferocytosis in
antigen presentation and atherosclerosis. To this end I have developed two long term projects which build
upon my initial three aims. The first of these projects will seek to understand how phagocytes “decide”
between presenting efferosome-derived antigens in an immunostimulatory verses tolerogenic fashion. Despite
the fact that the same efferocytic process takes up apoptotic bodies derived from uninfected cells and cells
containing intracellular pathogens, the antigens contained in those efferosomes must be presented to the
adaptive immune system in vastly different manners; with immunogenic antigen presentation being required to
produce immunity against an intracellular pathogen, but leading to autoimmunity in the case of non-infected
cells. My second long-term goal is to understand why efferocytosis is defective in atherosclerosis. The failure
to clear apoptotic cells from the vascular intima is considered to be a major initiating factor in the formation of
atherosclerotic lesions. New targets for clinical intervention may be identified through understanding how the
atherogenic environment impairs efferocytosis. This later study is of particular interest, as similar efferocytic
defects are observed in several other chronic inflammatory disorders, including neurodegenerative disorders
such as Alzheimer’s, inflammatory disorders such as IBD, and autoimmune disorders such as lupus.
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1.0 Microorganisms

1.1 Does your work involve the use of biological agents? X 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 X 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 compiete the table below:

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

Biological tobea fo be an tobea 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 O Yes O Yes O Yes Dr. Sergio X1 02

DH5a X No X No X No 1.0L Grinstein 02+03

E. coli O Yes O Yes O Yes Dr. Sergio X1 02

BL21 X No X No X No 1.0L Grinstein Q2+03
O Yes O Yes O Yes 01 02
O No O No O No 02+03
O Yes O Yes O Yes 01 02
O No O No O No 02+03

*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? XYES 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 culture:
Cell Type Is this cell type used Source of Primary Cell AUS Protocol Number
in your work? Culture Tissue
Human OYes ©ONo Not applicable
iy
Rodent OYes "GNo {
fi
Non-human primate OYes GNo 0N G
i
Other (specify) OYes B No :
foll
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2.3 Please indicate the type of established cells that will be grown in culture in:

Cell Type [s this cell type Specific cell line(sy* | Containment Level | Supplier / Source
used in your work? of each cell line of cell line(s)
Hurman X Yes QO No Hela, U837, All lines: 2 All but Mono Mac
HEK293, THP-1, 6: ATCC
Mono Mac 6, HL-60, Mono Mac 6:
Daudi, Riji, Jurkat ‘ MOQT pH
Rodent XYes ONo RAW264.7, CHO, [ Altlinesz2" | euk§ATCC
J774, BV-2 W A1
Non-human primate | O Yes '@No [ p
Other (specify) O Yes R‘No ";)H

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

2.4 For above named cell types(s) indicate PHAC or CFIA containment level required X1 X2 02+ O3

3.0 Use of Human Source Materials

3.1 Does your work involve the use of human source materials? O YES X NO

If no, please proceed to Section 4.0

3.2 Indicate in the table below the Hurman 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/UNKNOWN

Human Blood (whole) or O Yes 01 G2

other Body Fluid O Unknown 02+ O3

Human Blood (fraction) O Yes 01 02

or other Body Fluid O Unknown 02+03

Human Organs or O Yes 1 02

Tissues (unpreserved) QO Unknown 02+03

'Ii_'{i:rsnuaens(();;?:slsr\?; d) 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? X YES O NO If no, please proceed to Section 5.0

4.2 Will genetic modification{s) involving plasmids be done? O YES, complete table below O NO

Bacteria Used for | Plasmid(s) ** Source of Plasmid | Gene Transfected | Describe the change
Cloning * that results from
transformation or
tranfection
E.Coli DH5a Please see Please see Please see Please see appendix
appendix appendix appendix

* 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?
O YES, complete table below X 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?

¢ HIV O YES, please specify ¥ NO

¢ HTLV 1 or 2 or genes from any Level 1 or Level 2 pathogens O YES, specify  NO

+ SV 40 Large T antigen O YES @ NO

+ E1A oncogene . ‘ ; | }ﬁYEﬁ . Z@-NO-—
+ Known oncogenes (?LYES, please specify el QAN X O NO

+ Other human or animal pathogen and or their toxins O YES, please %f)ecify SNO
4.5 Will virus be replication defective? O YES H NO

4.6 Will virus be infectious to humans or animals? O YES ® NO 9 /71
4.7 Will this be expected to increase the containment level required? QO YES &NO

5.0 Human Gene Therapy Trials

5.1 Will human clinical trials be conducted involving a biological agent? O YES X 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 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 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? O YES, number: O NO O PENDING

6.0 Animal Experiments

6.1 Will live animals be used? O YES X NO If no, please proceed to section 7.0

6.2 Name of animal species to be used

6.3 AUS protocol #

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

6.5 Will the agent(s) be shed by the animal: O YES O 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

be used (see list below)? O YES X No If no, please proceed to section 8.0

7.2 Will live animals be used? QO YES O No

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

+ Pound source dogs O YES O NO
¢+ Pound source cats O YES O NO
¢+ Cattle, sheep orgoats O YES, please specify species O NO
¢ Non-human primates QO YES, please specify species O NO
+ Wild caught animals O YES, please specify species & colony # O NO
¢+ Birds O YES, please specify species O NO
+ Others (wild or domestic} O YES, please specify O 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? X YES O NO If no, please proceed to Section 9.0

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

8.3 What is the LDs, (specify species) of the toxin Unknown, thought to be non-toxic (see MSDS)

8.4 How much of the toxin is handled at one time*? 1-10ul of a Tma/ml solution

8.5 How much of the toxin is stored*? 0.5mg, in a 1mg/ml solution at -80°C

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

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

9.0 Insects
9.1 Do you use insects? OYES XNO If no, please proceed to Section 10.0

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

9.3 What is the origin of the insect?

9.4 What is the life stage of the insect?

9.5 What is your intention? O Initiate and maintain colony, give location:
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? O YES O NO
If YES, Please attach the CFIA permit & describe any CFIA permit conditions:

10.0 Plants
10.1 Do you use plants? O YES X 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, seediing, plant, tree...)?

10.5 What is your intention? QO Grow and maintain a crop Q “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 s the CFIA permit attached? O YES O 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? X YES, please give country of origin: USA ONO
If no, please proceed to Section 12.0

11.2 Has an Import Permit been obtained from HC for human pathogens? QO YES X NO
11.3 Has an import permit been obtained from CF!A for animal or plant pathogens? O YES X NO

1}‘4 Has t?e lmport{)errpot been sent to OHS’? O YES, please prowde perm|

NO
* A 12/ rerm 4 Ef’\’( @: Gl N e
g\Tralmng Requirements for Pgrsonnef Namf!i,on ng{ ' f) i ‘ﬁ U(J ~

AII 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 biclogical agents in Sections 1.0 to 9.0 have been trained.

Uk
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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. 01 X2 02+ O3

13.2 Has the facility been certified by OHS for this level of containment?

O YES, date of most recent biosafety inspection:
X NO, please certify DS Bopodk
O NOT REQUIRED for Level 1 containment

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

14.0 Procedures to be Followed

21 Please describe additional risk reduction measures will be taken beyond containment level 1, 2, 2+ or 3
measures, that are unique to this agent.
None.

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:
Follow standard UWO/BSL2 protocols appropriate for the reagent.

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.ca/

SIGNATURE Date: August 8, 2011.

15.0 Approvals )

1) UWO Biohazards Subcommittee: SIGNATURE: M/% ;7

Date: il //J/as’;/ /!

2) Safety Officer for the University of Western Ontario

SIGNATURE:

Date:

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

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

SIGNATURE:__| Sizun iy
Date: (i (.{c} [, 2NN
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Special Conditions of Approval:
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ATCC | | MATERIAL SAFETY DATA SHEET

MSDS FOR ANIMAL CELL CULTURES (Biosafety Level 1 or 2)

MATERIAL SAFETY DATA SHEET

SECTION 1 - SUBSTANCE IDENTITY AND COMPANY INFORMATION j

Product Name: Various Animai Cell Cultures at Biosafety Level 1 or 2
ATCC Catalog #: Various

COMPANY INFORMATION:  AMERICAN TYPE CULTURE COLLECTION
PO BOX 1549
MANASSAS, VA 20108

FOR INFORMATION CALL:  800-838-6597 or 703-365-2700
AFTER-HOURS CONTACT:  703-365-2710
CHEMTREC EMERGENCY:  800-424-9300 or 703-527-3887

1 SECTION 2 - COMPOSITIONANFORMATION ON INGREDIENTS J

Either frozen or growing celis shipped in liquid cell culture medium (a mixture of components that may include,
but is not limited to: inorganic salts, vitamins, amino acids, carbohydrates and other nutrients dissolved in
water). Frozen Cultures may also contain a 5%-10% solution of Dimethyl sulfoxide as a cryoprotectant.

| SECTION 3 - HAZARD IDENTIFICATION
HMIS Rating: Health: 0 Flammability: 0 Reactivity:0
NFPA Rating: Health:0 Flammabitly:0 Reactivity:0

This substance is not hazardous as defined by OSHA 29CFR 1910.1200 however this product should be
handled according to good lab practices, with proper personal protective equipment, proper engineering controls
and within the parameters of the purchaser’s safety program.

Heaith Hazards

For Biosafety Level 1 Cell Cultures

Handle as a potentiaily biohazardous material under at least Biosafety Level 1 containment.

This cell line is not known to cause disease in healthy adult humans. These cells have NOT been screened
for Hepatitis B, human immunodeficiency viruses or other adventitious agents, unless otharwise reported on
the Certificate of Analysis. Regardless of resuits reported on the Certificate of Analysis Universal
Precautions according to 29 CFR 1910.103C should be followed at all times when manipulating these cell
lines.

See next page for Biosafety Level 2 cell cultures.

American Type Culture Collection Emergency Telephone: (703) 385-2710 (24 hours}
P.O Box 1549 Information Telephone: {703} 365-2700 Ext.2303
Manassas, VA 20108

July 2010 1 Chemtrec (800) 424-9300



ATCC MATERIAL SAFETY DATA SHEET

For Biosafety Level 2 Cell Cultures

Handle as a potentiaily biohazardous material under at least Biosafety Levei 2 containment.

These cell lines are associated with human disease, hazards include: percutanecus injury, ingestion,
mucous membrane exposure (U.S. Government Publication Biosafety in Microbiological and Biomedical
Lahoratories). These cells have NOT been screened for Hepatitis B, human immunodeficiency viruses or
other adventitious agents, unless otherwise reported on the Certificate of Analysis. Regardless of results
reported on the Certificate of Analysis Universal Precautions according to 29 CFR 1910.1030 shoutd be
followed at all times when manipulating these cell lings.

’ SECTION 4 - FIRST AID MEASURES

Report to your Safety Office and Seek Medical Attention as Soon as Possibie

Ingestion: if person is unconscious seek emergency medical attention; never give anything by mouth to an
unconscious person. If the person is conscious wash meuth out with copious amounts of water and call a
physician then administer three cupfuls of water. Do not induce vomiting unless directed to do so by a physician.

Inhalation: if person is unconscious seek emergency medical attention, if person is conscious remove (o frash
air and call a physician.

Dermal exposure: iImmediately wash skin with copious amounts of water followed by washing with soap and
copious amounts of water, Remove ail contaminated clothing.

Eye exposures: Flush eyes with copious amounts of water for at least 15 minutes with eyelids separated and
call a physician.

'SECTION 5 - FIRE FIGHTING MEASURES ]

Flammability: Data not available

Suitable Extinguishing Media: Water spray, carbon dioxide, dry chemical powder, Halon (where regulations
permit), or appropriate foam.

Protective Equipment: Wear self-contained breathing apparatus and protective clothing to prevent inhalation,
ingestion, skin and eye contact.

Specific Hazard(s): Respenders should take into consideration the biohazard risk associated with responding
to a fire in the area where the material may be stored or handled.

American Type Culture Collection Emergency Telephone: (703} 365-2710 {24 hours)
P.O. Box 1549 Information Telephone: {703) 365-2700 Ext.2303
Manassas, VA 20108

July 2010 2 Chemtrec (800) 424-9300
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| SECTION 6 - ACCIDENTAL RELEASE MEASURES ]

Procedure(s) of Personal Precaution(s): At a minimum use PPE listed in Section 8, Wear laboratory
coat, gloves and eye protection. Avoid ali contact.

Methods for Cleaning Up
Patient/Victim: Wash with soap and water. Work clothes should be laundered separately. Launder
contaminated clothing before re-use. Do not take clothing hame.
Equipment/Environment: Allow aerosols to settle; wearing protective clothing, gently cover spill with paper
towel and apply 1% sodium hypochlorite, starting at perimeter and working towards the center; aliow sufficient
contact time before clean up (30 min).
Note: The use of additional PPE may be necessary for cleaning solutions.

"SECTION 7 - HANDLING AND STORAGE ]

Handle and store according to instructions on product information sheet and label.
Special Requirements:
Follow established laboratory procedures when handling material.

| SECTION 8 - EXPOSURE CONTROLS/PERSONAL PROTECTION

Use Personal Protective Equipment: Including Eye Protection, Chemical Resistant Gloves, and appropriate
clothing to prevent skin exposure. In addition, a Respiratory protection program that complies with OSHA 29
CFR 1910.134 and ANSI Z88.2 requirements or European Standard EN 149 must be followed whenever
workplace conditions warrant respirator use.

Engineering Controls: The use and storage of this material requires user to maintain and make available
appropriate eyewash and safety shower facilities. Use fume hood or other appropriate ventilation method to
keep airborne concentrations a low as possible.

Exposure Limits: No exposure {imits for this material have been established by ACGIH, NIOSH, or GSHA.

| SECTION 9 - PHYSICAL AND CHEMICAL PROPERTIES |

Data Not Available

[ SECTION 10 - STABILITY AND REACTIVITY |

Hazardous polymerization will not occur,

SECTION 11 - TOXICOLOGICAL INFORMATION

Route of Exposure

American Type Culture Collection Emergency Telephone: (703) 365-2710 (24 hours)
P.O. Box 1549 Information Telephone: {703) 365-2700 Ext.2303

Manassas, VA 20108
July 2010 3 Chemtrac (800) 424-9300
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Eye Contact: Data not available. Avoid eye contact.
Skin Contact: Data not available. Avoid skin contact.
Skin Absorption: Data not available. Avoid skin absorption.
Inhalation: Data not available. Avoid inhalation.
Ingestion: Data not available. Avoid ingestion.

Parenteral Exposure: Data not available. Avoid parenteral exposure.

Sensitization
Skin: Data not available
Respiratory: Data not availabie

Target Organ(s) or System{s): Data not available

Signs and Symptoms of Exposure

Skin and Mucous Membranes: Data not available
Respiratory: Data not available
Gastrointestinal: Data not available

Toxicity Data: Data not available

Effects of Long Term or Repeated Exposure: Data not avaitable
Chronic Exposure-Teratogen: Data not available

Chronic Exposure-Mutagen: Data not available

Chronic Exposure~Reproductive Hazard: Data not available

| SECTION 12 - ECOLOGICAL INFORMATION |

No ecological information available.

[ SECTION 13 - DISPOSAL CONSIDERATIONS |

Decontaminate all wastes before disposal (steam sterilization. chemical disinfection, and/for incineration).

Dispose of in accordance with applicable regutations.

[SECTION 14 - TRANSPORT INFORMATION |

Contact ATCC for transport information.

[ SECTION 15 - REGULATORY INFORMATION \

Contact ATCC for regulatory information.

[ SECTION 16 - OTHER INFORMATION ]
American Type Culture Collection Emergency Telephone: (703) 385-2710 (24 hours)
P.O. Box 1548 Information Telephone: (703) 365-2700 Ext.2303

Manassas, VA 20108
July 2010 4 Chemtrec (800) 424-9300



ATCC ~ MATERIAL SAFETY DATA SHEET

THE INFORMATION PRESENTED IN THIS DOCUMENT IS BELIEVED TO BE CORRECT BASED UPON
DATA AVAILABLE TO ATCC. USERS SHOULD MAKE AN INDEPENDENT DECISION REGARDING THE
ACCURACY OF THIS INFORMATION BASED ON THEIR NEEDS AND DATA AVAILABLE TO THEM. ALL
SUBSTANCES AND MIXTURES MAY PRESENT UNKNOWN HAZARDS AND ALL NECESSARY SAFETY
PRECAUTIONS SHOULD BE TAKEN. ATCC ASSUMES NO LIABILITY RESULTING FROM USING OR
COMING IN CONTACT WITH THIS SUBSTANCE.

American Type Culture Collection Emeargency Telephone: {703) 3565-2710 (24 hours)
P.C. Box 1549 Information Telaphone: (703) 365-2700 Ext.2303

Manassas, VA 20108
July 2010 5 Chemtrac (800) 424-9300



1 of 3

Cell Biology

ATCC'E Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Formes:

Applications:

Virus Susceptibility:

DNA Profile (STR):

http://www .atcc.org/ATCCAdvancedCatalogSearch/ ProductDetails/ta...

CCL-2™ Order this ltem

HeLa

WF Scherer

2 [Cells contain human papilloma virus |
frozen

See Propagation

adherent

Homo sapiens (human)
epithelial

IHOTR,

Organ: cervix
Disease: adenocarcinoma
Cell Type: epithelial

keratin

Lysophosphatidylcholine (lyso-PC) induces AP-1 activity

Price: $279.00

Related Links »
NCBI Entrez Search

Cell Micrograph

Make a Deposit

Frequently Asked
Questions

Material Transfer
Agreement
Technical Support
Related Cell Culture
Products

Login Required »

Product Information
Sheet

and c-jun N-terminal kinase activity (JNK1) by a protein

kinase C-independent pathway [26623]

BioProducts

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.

Cell, microbial
and molecular
genomics
products for the

transfection host ( [21491] Nucleofection technology from =

LLonza
Roche Transtection Reagents)

screening for Escherichia coli strains with invasive potential

[21447] [21491]

Human adenovirus 3
Encephalomyocarditis virus
Human poliovirus 1

Human poliovirus 2

Human poliovirus 3

Amelogenin: X
CSFIPO: 9,10
D138317: 12,13.3
D16S539: 9,10
D5S818: 11,12
D7S820: 8,12
THO1: 7

TPOX: 8,12
vWA: 16,18

BioServices

Bio-materials

management;

basic repository

to complex

partnership-level
® services

8/8/2011 2:25 PM
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ATCC® Number:

CRL-1593.2™ Order this Item

http://www atcc.org/ ATCCAdvancedCatalogSearch/ ProductDetails/ta...

$279.00

Designations: U-937 Related Links »
Depositors: H Koren NCBI Entrez Search
Biosafety Level: | Make a Deposit
Shipped: frozen Frequently Asked
Medium & Serum:  See Propagation Questions
Growth Properties: suspension Material Transter
Organism: Homo sapiens (human) Agreement
Technical Support
Morphologyi " Related CellCulur
Source: Disease: histiocytic lymphoma Products

lysozyme; beta-2-microglobulin (beta 2 microglobulin); Login Required »

tumor necrosis factor (TNF), also known as tumor necrosis

Product Information
factor alpha (TNF-alpha, TNF alpha), after stimulation with e R

Cellular Products:

Sheet
phorbol myristic acid (PMA) "
In addition to the MTA mentioned above, other ATCC and/or
regulatory permits may be required for the transfer of this .
N BioProducts

ATCC material. Anyone purchasing ATCC material is

Remmis Forms: ultimately responsible for obtaining the permits. Please click . ) :
here for information regarding the specific requirements for Cell. microbial
shipment to your location. and molecular

genomics
The original U-937 cell line was established by Dr. K. Nilsson's products for the
laboratory in 1974 and he has requested the following: (1) In all « Mfesclenges
papers reporting any use of this cell line or any derivatives S
thereof a direct reference should be made to Sundstrom and

Restrictions: Nilsson (Int. J. Cancer 17: 565-577, 1976). (2) Any proposed BioServices

' commercial use of the cells should be negotiated with Professor

Kenneth Nilsson, Rudbeck Laboratory, SE-751 85 Uppsala, - ——

Sweden. (3) No distribution of any of the cells or sublines man?cme:_n_

derived therefrom should be made to third parties; (4) The cells Lacto ltﬁm

should be used for non-clinical, non-commercial research only. o ompl .
[solation: Isolation date: 1974 partne.rship—level
Applications: transfection host (Nucleofection technology from Lonza * services

) Roche Transfection Reagents)

Receptors: complement (C3) )

. BioStandards
Amelogenin: X S
CSFIPO; 12 b
DI3S317: 10,12 Biological
D16S539: 12 Reference

Material and
Consensus
Standards for

DNA Profile (STR): D5S818: 12
D78820: 9,11

THO1: 6, 9.3 e
TPOX: 8,11 lLl e S(:lt.llLt
vWA: 14, 15 * community

8/8/2011 2:25 PM
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ATCC® Number:
Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:

Organism:

Morphology:

Source:

Permits/Forms:

Restrictions:

Applications:

Receptors:
Tumorigenic:

DNA Profile (STR):

| of 5

http:/fwww.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/ta...

CRL-1573™ Order this Item Price:
293 [HEK-293]
FL Graham
2 [CELLS CONTAIN ADENOVIRUS ]
frozen

See Propagation

adherent
Homo sapiens (human)
epithelial

.E’EIQJ

Organ: embryonic kidney

Cell Type: transformed with adenovirus 5 DNA

In addition to the MTA mentioned above, other ATCC and/or
reoulatory permits may be required for the transfer of this
ATCC material. Anyone purchasing ATCC material is
ultimately responsible for obtaining the permits. Please click

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 (Nucleofection technology from Lonza

Roche Transfection Reagents)

viruscide testing [92579]

vitronectin, expressed

YES

Amelogenin: X
CSFIPO: 11,12
D13S317: 12,14
D16S539: 9,13
D5S818: 8,9
D7S820: 11,12
THOI:7,9.3
TPOX: 11
vWA: 16,19

$279.00

Related Links »
NCBI Entrez Search

Cell Micrograph
Make a Deposit
Frequently Asked
Questions
Material Transfer
Agreement
Technical Support

Related Cell Culture
Products

Login Required »

Product [nformation

BioProducts

Cell, microbial
and molecular
genomics
products for the

BioServices

Bio-materials
management;
basic repository
to complex
partnership-level

° services

8/8/2011 2:26 PM
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Cell Biology

ATCC® Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:

Antigen Expression:

DNA Profile (STR):

Age:
Gender:

Comments:

http://www.atce.org/ ATCCAdvancedCatalogSearch/ ProductDetails/ta...

TIB-202™

THP-1

S Tsuchiya
|

frozen

Order this Item Price:

See Propagation
suspension

Homo sapiens (human)
monocyte

Pt

Organ: peripheral blood

Disease: acute monocytic leukemia

Cell Type: monocyte;

lysozyme [58053]

In addition to the MTA mentioned above, other ATCC and/or
reeulatory 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.

transfection host (Nucleofection technology from Lonza
Roche Transfection Reagents)

complement (C3), expressed [58033]

Fc, expressed

HLA A2, A9, B5, DRwl, DRw2 [58053]

Amelogenin: X,Y
CSF1PO: 11,13

“DI138317: 13

D16S539: 11,12
D5S818: 11,12
D7S820: 10
THOLI: 8,9.3
TPOX: 8,11
vWA: 16

| year infant

male

The cells are phagocytic (for both latex beads and sensitized
erythrocytes) and lack surface and cytoplasmic
immunoglobulin. [58053]

Monocytic differentiation can be induced with the phorbol ester
[2-O-tetradecanoylphorbol-13-acetate (TPA). [22193]

$279.00

Related Links »
NCBI Entrez Search

Cell Micrograph

Make a Deposit
Frequently Asked
Questions
Material Transfer
Agreement

Technical Support

Related Cell Culture
Products

Login Required »

Product [nformation
Sheet

BioProducts

and molecular
genomics
products for the

BioServices
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basic repository

to complex
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Cell Biology

ATCC® Number:

Designations:
Depositors:

Shipped:

Medium & Serum:
Growth Properties:

Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:

Tumorigenic:
Oncogene:

DNA Profile (STR):

Cytogenetic
Analysis:

http://www.atcc.org/ATCCAdvancedCatalogSearcwProductDetﬂiIs/ta...

CCL-240™

HL-60
RC Gallo
|

frozen

Order this ltem Price:

See Propagation
suspension

Homo sapiens (human)
myeloblastic

#aT0,

Organ: peripheral blood

Disease: acute promyelocytic leukemia

Cell Type: promyeloblast;

tumor necrosis factor (TNF), also known as tumor necrosis
factor alpha (TNF-alpha, TNF alpha), after stimulation with
phorbol myristic acid [23403]

In addition to the MTA mentioned above, other ATCC and/or
reculatory 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.

transfection host (Nucleofection technology from Lonza
Roche Transfection Reagents)

complement, expressed [1050]
Fe, expressed [1050]
Yes

myc +

Amelogenin: X
CSF1PO: 13,14
D13S317: 8,11
D16S539: 11
D5S818: 12
D7S820: 11,12
THOL!: 7,8

TPOX: 8,11

vWA: 16

The stemline chromosome number is pseudodiploid with the 25
component occurring at 6.2%. Five markers (M2 through M6)
were common to most S metaphases. DM's, which varied in
numbers per cell, occurred in all metaphases karyotyped. HSR
chromosomes were not detected.

$279.00

Related Links »
NCBI Entrez Search

Cell Micrograph

Make a Deposit

Frequently Asked

Questions

Material Transfer

Agreement

Technical Support

Related Cell Culture

Products

Login Required »

Product Information

Sheet

BioProducts

Cell, microbial
and molecular

genomics

products for the
e life sciences

BioServices

management.
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to complex
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® services
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Cell Biology

ATCC™ Number:
Designations:
Depositors:
[sotype:

Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Permits/Forms:

Isolation:
Applications:

Receptors:

Tumorigenic:

DNA Profile (STR):

Cytogenetic
Analysis:
[soenzymes:
Age:
Gender:
Ethnicity:

CCL-213™ Order this Item

Daudi
G Klein
[gM

2 [Cells Contain HERPESVIRUS |

frozen

See Propagation
suspension

Homo sapiens (human)
lymphoblast

Organ: peripheral blood
Disease: Burkitt's lymphoma
Cell Type: B lymphoblast;

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.

Isolation date: May, 1967

transfection host (Roche Transfection Reagents)

complement, expressed
Fc, expressed
Yes

Amelogenin: X,Y
CSF1PO: 12
D138317: 11,12
D16S539: 10,12
D5S818: 8,13
D7S820: 8,10
THOL1: 6,7
TPOX: 8,11
vWA: 15,17

Male human karyotype with stemline number of 46. The
karyotype is diploid in 66% of the cells and is stable within the

stemline.
G6PD, B
16 years
male
Black

http://www .atcc.org/ATCCAdvancedCatalogSearc hProductDetails/ta...

$279.00

Related Links »
NCBI Entrez Search
Make a Deposit

Frequently Asked
Material Transfer
Agreement
Technical Support
Related Cell Culture
Products

Login Required »

Product Information
Sheet

BioProducts

and molecular

genomics

products for the
e |ife sciences

BioServices

Bio-materials

managemen [:

basic repository

to complex

partnership-level
e services

BioStandards

Biological
Reference
Material and
Consensus

the life science
e community
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Cell Biology

ATCC"® Number:
Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:
Antigen Expression:

DNA Profile (STR):

Cytogenetic
Analysis:

Gender:

TIB-152™

Jurkat, Clone E6-1
A Weiss

1

frozen

See Propagation

suspension

Homo sapiens (human)

lymphoblast

LI,

Disease: acute T cell leukemia

Cell Type: T lymphocyte;

interleukin-2 (interleukin 2, 1L-2) [1609]

In addition to the MTA mentioned above, other ATCC and/or

Order this ltem Price:

http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetails/ta...

$279.00

Related Links b
NCBI Entrez Search

Cell Micrograph

Make a Deposit
Frequently Asked
Questions
Material Transfer
Agreement

Technical Support

Related Cell Culture
Products

Login Required »

Product Information
Sheet

reculatory permits may be required for the transfer of this
ATCC material. Anyone purchasing ATCC material is

here for information regarding the specific requirements for
shipment to your location.

transfection host (Nucleofection technology from Lonza

BioProducts

Cell, microbial

Roche Transfection Reagents)

T cell antigen receptor, expressed
CD3; Homo sapiens, expressed

Amelogenin: X,Y
CSFIPO: 11,12
D13S317: 8,12
D16S539: 11
D5S818: 9
D78820: 8,12
THO1:6,9.3
TPOX: 8,10
vWA: 18

This is a pseudodiploid human cell line. The modal chromosome

and molecular

genomics

products for the
e life sciences

BioServices

Bio-materials

management:

basic repository

to complex

partnership-level
° services

number is 46, occurring in 74% with polyploidy at 5.3%. The
karyotype is 46,XY,-2,-18,del(2) (p2p23),del(18) (p11.2).
Most cells had normal X and Y chromosomes.

male

8/8/2011 2:28 PM
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Cell Biology

ATCC® Number:
Designations:
Depositors:

Biosafety Level:

Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:

Antigen Expression:
Age:

Gender:

Comments:

http://www .atcc.org/ ATCCAdvancedCatalogSearch/ProductDetails/ta...

TIB-71™

RAW 264.7
WC Raschke
2

frozen

Order this Iltem Price:

See Propagation

adherent
Mus musculus (mouse)
monocyte/macrophage

SHOIQ

Tissue: ascites

Strain: BALB/c

Disease: Abelson murine leukemia virus-induced tumor
Cell Type: macrophage; Abelson murine leukemia virus
transformed

lysozyme [1207]
In addition to the MTA mentioned above, other ATCC and/or

b o d X

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.

Biological response [92560]
transfection host (Roche Transfection Reagents)

complement (C3) [1207]
H-2d
adult
male

This line was established from a tumor induced by Abelson
murine leukemia virus. They are negative for surface
immunoglobulin (slg-), [a (Ia-) and Thy-1.2 (Thy-1.2)This line
does not secrete detectable virus particles and is negative in the
XC plaque formation assay. The cells will pinocytose neutral
red and will phagocytose latex beads and zymosan. They are
capable of antibody dependent lysis of sheep erythrocytes and
tumor cell targets. LPS or PPD treatment for 2 days stimulates
lysis of erythrocytes but not tumor cell targets.Data
communicated in Feb. 2007 by Dr Janet W. Hartley, indicates
the expression of infectious ecotropic MuLV closely related, if
not identical, to the Moloney MuL.V helper virus used in the
original virus inoculum. The cells also express polytropic
Mul.V, unsurprisingly based on the mouse passage history of
the virus stocks [ PubMed 18177500].

$279.00

Related Links ¢
NCBI Entrez Search

Cell Micrograph
Make a Deposit
Frequently Asked
Questions

Material Transfer
Agreement
Technical Support
Related Cell Culture
Products

Login Required »

Product [nformation
Sheet

BioProducts

Cell, microbial

genomics

products for the
o life sciences

Bio-materials

management;
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to complex

partnership-level
° services
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ATCC® Number:
Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

CCL-61™

CHO-K

TT Puck

1

frozen

See Propagation
adherent

Cricetulus griseus (hamster, Chinese)

epithelial-like

......

Organ: ovary

Order this Item Price:

http://www .atcc.org/ ATCCAdvancedCatalogSearch/ProductDetails/ta...

$279.00

Related Links »
NCBI Entrez Search

Cell Micrograph

Make a Deposit
Frequently Asked
Questions
Material Transfer
Agreement

Technical Support

Related Cell Culture
Products

Permits/Forms:

[solation:

Applications:

Virus Resistance:

Cytogenetic
Analysis:
Gender:

Comments:

Propagation:

1 of 4

[n 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.

Isolation date: 1957

transfection host (Nucleofection technology from Lonza
Roche Transfection Reagents)

poliovirus 2; modoc virus; Button Willow virus

Chromosome Frequency Distribution 50 Cells: 2n = 22.
Stemline number is hypodiploid.

female
The CHO-K 1 cell line was derived as a subclone from the

parental CHO cell line initiated from a biopsy of an ovary of an

adult Chinese hamster by T. T. Puck in 1957. [22224]
The cells require proline in the medium for growth. [25976]

ATCC complete growth medium: The base medium for this
cell line is ATCC-formulated F-12K Medium, Catalog No.
30-2004. To make the complete growth medium, add the
following components to the base medium: fetal bovine serum
to a final concentration of 10%.

Temperature: 37.0°C

Login Required »

Product Information

BioProducts

Cell, microbial
and molecular
genomics
products for the
life sciences

BioServices

management:
basic repository

to complex
partnership-level

e services

8/8/2011 2:29 PM
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Cell Biology

ATCC B Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:

Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

[solation:
Applications:

Receptors:

Age:
Gender:

Comments:

Propagation:

http://www atcc.org/ ATCCAdvancedCatalogSearch/ProductDetails/ta...

TIB-67™

J774A.1
P Ralph
1

frozen

Order this Item Price:

See Propagation
adherent

Mus musculus (mouse)
macrophage

SHo10,

Tissue: ascites

Strain: BALB/cN

Disease: reticulum cell sarcoma

Cell Type: monocyte/macrophage macrophage;

interleukin | beta

lysozyme [1080]

In addition to the MTA mentioned above, other ATCC and/or
reculatory 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.

La Jolla California, United States

Isolation date: 1968

Biological response [92560]

transfection host (Roche Transfection Reagents)

complement (C3), expressed [1135]

Fc receptor, IgG, high affinity I (Fegrl), expressed [13710]
adult

female

J774A.1 cells are active in antibody dependent phagocytosis
[Pubmed: 1101071]. Their growth is inhibited by dextran

sulfate, PPD and LPS [Pubmed: 318922]. They synthesize large

amounts of lysozyme and exhibits minor cytolysis but
predominantly antibody-dependent phagocytosis. Interleukin 1
beta (I11b) is synthesized continuously by this line.

ATCC complete growth medium: The base medium for this
cell line is ATCC-formulated Dulbecco's Modified Eagle's
Medium, Catalog No. 30-2002. To make the complete growth
medium, add the following components to the base medium:
fetal bovine serum to a final concentration of 10%.
Atmosphere: air, 95%; carbon dioxide (CO2), 5%
Temperature: 37.0°C

$279.00
Related Links »

Cell Micrograph

Make a Deposit

Frequently Asked
Questions

Material Transfer
Agreement
Technical Support
Related Cell Culture
Products

Login Required »

Sheet

BioProducts

genomics

products for the
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Section Y

Appendix to Biological Agents Registry Forms: Genetically Modified Cell Lines
My work will make extensive use of cells transiently transfected with plasmids carrying transgenes which
either:

a) Demark a subcellular structure

b) Indicate the activity of a signaling pathway

c) Maodify cellular behavior or signaling pathway

All of these plasmids are non-integrating plasmids which lack a mammalian replication site. As such
they represent a minimal risk to individuals in the lab as they persist in cells for only short periods of
time. Regardless, some plasmids have a potential risk in that they carry genes which may be
oncogenic, or otherwise alter cellular function. These are listed below, categorized by the theoretical
impact they may have on cells.

ONCOGENES AND GENES AFFECTING CELL SURVIVAL OR REPLICATION:
These constructs, when expressed in cells, have the potential to reduce control over cell division, or
alter the cells response to survival/apoptosis signals.

Transgene | Label* Effect on Cell

CLBD GFP/RFP Inhibition of apoptosis

PTEN YFP Tumor suppressor, overexpression suppresses cell
division and cell survival

PDKA1 GFP Increased cell-survival signaling

Cyci GFP/mCherry | Increased susceptibility to apoptosis

AKT None** Increases cell survival

Rac1 GFP/RFP Potential oncogene

Rac2 CFP Potential oncogene

Rac3 CFP Potential oncogene

CDC42 GFP/RFP/CFP | Potential oncogene

TC10 CFP Known oncogenic enhancer

Bad GFP/mCherry | Overexpression enhances sensitivity to apoptosis

Bax GFP/mCherry | Overexpression enhances sensitivity to apoptosis

Bid/tBid GFP/mCherry | Overexpression enhances sensitivity to apoptosis

Caspase 8 | GFP/mCherry | Overexpression enhances sensitivity to apoptosis

Ran CFP Potential oncogene, controls DNA replication

HRas GFP/RFP Known oncogene

KRas GFP/RFP Known oncogene

NRas GFP/RFP Known oncogene

Src GFP/RFP Known proto-oncogene

Syk GFP Known proto-oncogene

Pak1 GFP/YFP/Myc | Known oncogene

* All plasmids are in the pEGFP vectors, or a variant thereof where the EGFP is replaced with another

fluorescent protein.
** in pEGFP-N1, with stop codon imposed between Akt and eGFP.




Name

Cyci-mCherry

PIPKlgamma KD GFP

2FYVE GFP

Human Cycl1 MGC 23492

PKCdelta (C1) GFP

2FYVE RFP

GFP Crk2 wi

2PH PLC GFP ({tandem)

GFP actin

EEA1 myc

PLCdeltaPH GFP

pEF6 mcherry actin

EEA1 Rab5 bd GFP

PLCdeltaPH RFP

AKTPH GFP

EK8+ GFP

PM GFP

AKTPH RFP

Fc gamma R2a GFP

PM PA GFP

AKT wit

Fc gamma R2a RFP

PM red

Amphipathic helix GFP

Fc ERIG (Fc gamma)

PM RFP

Amphipathic helix Red

FV FYVE GFP

GFP-APPL1

FYVE dsRED2

pCDNA3 PTEN C1245 A6
YFP

PEGFPN3-Arf6 wt

eGFP C1

pcDNA3 PTEN wt YFP

PEGFPN3-Arf6 Q67L

eGFP N1

Rab1 A

pEGFPN3-Arf6 T27N

GT46 GFP

Rab1 B

Arg K-Ras Red

HA-C1

Rabaptins

Arp3 GFP

HA-N1

Rab GAP5 GFP

Bad GFP

IMS GFP

Rab5 eGFP

Bad mCherry

IMS mCherry

Rabba-eGFP

Bax GFP

Kdel GFP

Rab5 DN GFP

Bax-mCherry

KR mRFP

Rab5 CA GFP

Bcl2 mCherry

Lifeact mRFP

Rab7 DN myc

Bcl2 GFP

Matrix GFP

Rab7 GFP

Bid GFP

Matrix mCherry

Rab7Q67L YFP

Human Bid

mito mRFP

Rab11 bp GST

Murine tBid

EGFP-OCRL

wt Rab34 EGFP

Bid®*E GFP

OCRL mRuby

Rac1 CA GFP

i GFP

PH OSH 2 GFP

Rac1 DN GFP

PA GFP C1

Rac1 GFP wt

Bid°>*€ GFP His

PA GFP N1

Rac2 GFP wt

8id®**F mCherry

Pak1 (H83, 86L, K299R})
myc

Tail H-Ras GFP

Tail H-Ras RFP

Caspase 8

Pak1 PBD myc

Tail K pre RFP

CD36-C

Pak1 PBD YFP

Tail K-Ras GFP

cdc42 DN GFP

Pak1 wt GFP

Tail K-Ras Red

CD63 GFP

Pak1 wt myc

RFP-APPL1

pmCherry-C1

PBD YFP

DN RhoA GFP

CKMT GFP

GFP PDK1 wt

RhoA CA GFP

CKMT C-term GFP

GFP PH(PDKdelta)

RhoA wt GFP

CKMT GFP His 6

Pl4K II1A GFP

pBabe RhoA Biosensor

CKMT mCherry

Pl4K 1IB GFP

pTriEX RhoA Biosensor

CLBD GFP

pIFP N1

Rpre RFP

CLBD mCherry

plfP C1

Syk GFP

CLBD'" GFP His

PIPSK CFP (IRAB)

Syk K369R GFP

CLBD"'° GFP His6

PIPKlalpha YFP

Talin GFP

Human Cox 7A1 MGC

PIPKlbeta YFP

TC10 wt HA

Cyct GFP

PIPKlgamma GFP

GFP TC10 wt




Tom70-Chex-FKBP3
Dapi 2/ Tyro BP
eGFP-Vps11
eGFP-Vpsi16
eGFP-Vps18
eGFP-Vps33a
pEGFP VPS 34 wt
WAVE eGFP

WAVEZ wt GFP
Kdel GFP

Note: All plasmids are in the
pEGFP vectors, or a variant
thereof where the EGFP is
replaced with another
fluorescent protein.



pEGFP-N1 Vector Information PT3027-5

GenBank Accession #U55762 Asel Catalog #6085-1

SnaB |

Apal | (3411

14362 MCS

{591-671}

pUC PCMV IE

' A oEGFP-NT
4.7kb

Eco0109 |
(3856)

Bsi3111389)

Neot a2
Xbal* na1y

Kan'/

Aff I 16400

Dratll1879)

Stul
12579)

591 a0t 511 521 & Rl 351 361 3n
EGFP

& CTA GCG CTA £6G GAG TCAGAT CTC GAG €T AAG CTT CGA ATT GTG GAG T6G ACG GTA CC5 CGG BCC GGG BAT CCA CCG GTC GCC ASC ATG 6T6

Nhel Ecodl Bglll Xhol _\  Hid M EeoRI Pstl Sail  Kpnl Apal _ BanM| Agel
Sacl Acci Aspri3l \ Bsp1201 Xmal
Ecffi Nl Sacll Smal

Restriction Map and Multiple Cloning Site (MC8) of pEGFP-N1 Vector. (Unique restriction sites are in bold.) The Notl
site follows the EGFP stop codon, The Xball site (*) is methylated in the CNA provided by CLONTECH. If you wish to digasl
the vector with this enzyme, you will need to transform the vector into a dam~ and make fresh DNA.

Description:

pEGFP-N1 encodes a red-shifted variant of wild-type GFP (1-3) which has been optimized for
brighter fluorescence and higher expression in mammalian cells. (Excitation maximum = 488 nm;
emission maximum = 507 nm.) pEGFP-N1 encodes the GFPmutt variant (4) which contains the
double-amine-acid substitution of Phe-64 to Leu and Ser-85 to Thr. The coding sequance of the
EGFP gene contains more than 180 silent base changes which correspond to human codon-usage
preferences (5). Sequences flanking EGFP have been converted o a Kozak consensus translation
initiation site (6) to further increase the translation efficiency in eukaryolic celis. The MCS in
pEGFP-N1 is between the immediate early promoter of CMV (P, ) and the EGFP coding
sequences. Genes cloned into the MCS will be expressed as fusions to the N-terminus of EGFP if
they are in the same reading frame as EGFP and there are no intervening stop codons. SV40
polyadenylation signals downstream of the EGFP gene direct proper processing of the 3' end of the
EGFP mRNA. The vector backbone also contains an SV40 arigin for replication in mammalian cells
expressing the SV40 T antigen. A neomycin-resistance cassette (Neo'), consisting of the SV40 early
promoter, the neomycin/kanamycin resistance gene of Tnb, and polyadenylation signals frem the
Herpes simplex virus thymidine kinase (H8V TK) gene, allows stably transfected eukaryoticcells te
be selected using G418. A bacterial promoter upstream of this cassetlte expresses kanamycin
resistance in £ coli. The pEGFP-N1 backbone also provides a pUC origin of replication for
propagation in £. coli and an f1 origin for single-stranded DNA production.

{PR93634; published 18 March 1999)



pEGFP-N1 Vector lnformatien

Use:

Fusions to the N terminus of EGFP retain the fluorescent properties of the native protein allowing the localization of
the fusion protein in vivo . The target gene should be cloned into pEGFP-N1 so that it is in frame with the EGFP coding
sequences, with nointervening in-frame stop codons. The inserted gene should include the initiating ATG codon. The
recombinant EGFP vector can be transfected into mammalian cells using any standard transfection method. If
required, stable transformants can be selected using G418 (7). pEGFP-N1 can also be used simply to express EGFP
in a celi line of interest (e.g., as a transfection marker).

Location of features:
+ Human cytomegalovirus (CMV) immediate early promoter: 1-589
Enhancer region:59-465; TATA box: 554-560
Transcription start point: 583
C-—-G mutation to remove Sac | site: 569
« MCS: 591-871
+ Enhanced green fluorescent protein (EGFP) gene
Kozak consensus translation initiation site: 672-682
Start codon (ATG): 679-681; Stop codon: 1396-1398
Insertion of Val at position 2: 682-684
GFPmutt chromophore mutations (Phe-64 to Leu; Ser-65 to Thr): 871-876
His-231 to Leu mutation (A—T): 1373
» 3V40 early mRNA polyadenylation signal
Polyadenylation signals: 1552-1557 & 1581-1586; mRNA 3' ends: 1590 & 1602
+ {1 single-strand DNA origin: 1649-2104 (Packages the noncoding strand of EGFP.)
+ Bacterial promoterfor expression of Kan® gene:
-35 region: 2166-2171; —10 region: 2189--2194
Transcription start point: 2201
+ 5V40 origin of replication: 2445--2580
+ SV40 early promoter
Enhancer (72-bp tandem repeats): 2278-2349 & 2350--2421
21-bp repeats: 2425--2445, 2446-2466 & 24682488
Early promoter element: 2501-2507
Major transcription start points: 2497, 2535, 2541 & 2546
« Kanamycin/neomycin resistance gene
Necmycin phosphotransferase coding sequences: start codon (ATG): 2629-2631; stop codon: 34213423
G—A mutation to remove Pstl site: 2811
C->A (Arg to Ser) mutation to remove BssH |l site: 3157
+ Herpes simplex virus {HSV) thymidine kinase (TK) polyadenylation signal
Pclyadenylation signals: 3659-3664 & 3672-3677
« pUC plasmid replication origin: 4005-4651

Primer Locations:
« EGFP-N Sequencing Primer (#6479-1): 745-724
+ EGFP-C Sequencing Primer (#6478-1): 1332-1353

Propagation in E. coli:

+ Suitable host strains: DH5a, HB 101 and other general purpose strains. Single-stranded DNA production requires
a host containing an F plasmid such as JM101 or XL1-Blue.,

Selectable marker: ptasmid confers resistance to kanamycin (30 ug/ml}to £ coli hosts.

E. colireplication origin: pUC

Copy number: =500

Plasmid incompatibility group: pMB1/ColE1

¢« & o+ =
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pEGFP-N1 Vector Information

Notice to Purchaser

Use of CLONTEGCHs Living Colors® products containing DNA sequences coding for mutant Aequorea victoria green fluerescent protein (GFP)
variants or proteins thereof requires a license from Aurora Biosciences Corporation under U.S. Patent Nos. 5.625.048 and 5,777,079 and other
pending U.S. and foreign patent applications. in addition, cerlain CLONTEGCH products are made under U.S. Patent No. 5,804,387 licensed
from Stanford Univarsity.

Not-For-Profit researchinstitutes or entities are granted an automalic license with the purchase of this product for use in non-commercial internal
research purposes. the terms of which are disclosed in dslail in the license that accompanies the shipment of this product. Such license
spacifically excludes the right to sell or otherwise transfer this preduct or its components to third parties.

For-Profit research inslitutes or entities that wish to use this product in non-commercial applications are required to obtain a license from
CLONTECH prior to purchasing these reagents or using them for any purpose. For information on the terms of this ficense. or to oblain
information on approved applications. you can download a copy of the license agreement, without payment terms, at hitp://gfp.clontech.com/
license/.

Any For-Profit research institute that wishes to use this product for commercial applicalions musl obltain a license from Aurora Biosciences
Corporalion. For commercial license information only contact: Court Turner at 619-404-8418 or Fax 619-404-6743 or www aurorabio.com.
Please contact CLONTECH directly for any other assistance, including purchasing and technical support.

All cempanies and institutions purchasing Living Colors” products will be included in a quarterly report to Aurora Biosciences Corporalion, as
required by the CLONTECH/Aurora license agreament.

The attached sequence file has been compiled from information in Lhe sequence databases, published literature, and other sources, together
with partial sequences ohlainac by CLONTECH. This vector has not begn complately sequenced.

This productis intended to be used for research purposas orly. Itis not to be used for drug or diagnostic purposes nor is it intended for human
use. CLONTECH products may not be resoid, modified for resale. or used lo manufacture commercial products without written approval of
CLONTECH.

1999, CLONTECH Laboralories. Inc.

Protocol # PT3027-5 INTERNET: www.clantech.com CLONTEGH Lahoratories, Inc.
Version # PROIGI4 3



TOXIN USE RISK ASSESSMENT

Name of Toxin: Cholera toxin

Proposed Use Dose: 10 ug

Proposed Storage Dose: 500 pg

LD 5, (species): 250 pg

Calculation:

250 pgrkg X 50 kg/person
Dose per person based on LD 5yin pg = 12500
LDs, per person with safety factor of 10 based on LDs, in pg = 1250

Comments/Recommendations:




