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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: ('—/“k_‘—/\_/(/(

Current Classification: 2 ~ Containment Level for Added ﬁiohazards: *9\

Date of Last Biohazardous Agents Registry Form: Nov 24, 2011

Date of Last Modification (if applicable):

BioSafety Officer(s)*: /X)L\I‘Q%ﬁ,\ MW R .2 (, |lnl.

*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: Date:
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Botox is used for many medical indications including spastic bladder, migraines, eye
ticks and excessive sweating in the hands, feet and armpits. Currently, these
medical indications require multiple injections of botox, often at up to 20-30 sites.
For example, to treat spastic bladder syndrome, a catheter is inserted into the ureter
and multiple injections are made on the inside of the bladder wall. These
procedures are therefore often painful and require frequent injections (e.g. typically
every 3 months). We have developed a hyaluronan-phospholipid topical
formulation that both transports proteins across the skin and since this formulation
inserts onto cell membranes, increases retention of proteins within the applied site.
For example, we have delivered an 85kDa protein transdermally and also increased
skin penetration and retention of vaccine peptides. Since this formulation increases
retention of proteins by approximately 4 fold, it may offer advantages to injection in
addition bypassing the need for delivery by injection. We propose to determine if
labeled (FITC)-Botox is similarly transported across skin and retained in the muscle
and-dermal-skinlayers.— Wealso propose to develop a formulation that couldbe —————
applied by catheter to the inner wall of the bladder where botox would be released
slowly, negating the need to injection and prolonging the time required for re-
application.

We propose to initially apply botox formulated in hyaluronan-phospholipid
topically to the back shoulders of mice that have been shaved. Injections of botox
into the subcutaneous muscle layer of the skin will be used as a positive control. 5
units of botox will be applied or injected to each site. The areas of
application/injection will be marked with a water insoluble pen and then animals
will be euthanized at 24-96 hrs after application and the marked area will be
sampled with a biopsy punch. The harvested skin will be snap frozen, cryostat
tissue sections prepared and mounted then examined with a confocal microscope.
The amount of fluorescence will be quantified with image analyses programs.

This project is in collaboration with Dr. Arjang Yazdani, who is licensed to purchase
botox.



1. LD50: 0.1pug/kg (established in mice)=1MU

2. 0.1MU

3. 10 MU

4. Yes, the biological toxin will be administered to BL6 female mice (6mos to 1 yr age).
0.001MU will be mixed with a cream and applied to the shaved back. As controls, the
mice will also be injected with the same dosage of toxin.




ALLERGAN®
compie: (B00k)

“BOTOX COSMETIC®

Botulioun toxn type A for injaction Ph. Eur. » Closik type A
Sterile vacuum-dried concentrate powder for solution for injection

100 and 200 Allergan wnits per vial

NEUROMUSCULAR PARALYTIC AGENT

PART 1: HEALTH PROFESSIONAL MRORMATION
SUMMARY PROOUCT INFORMATION

,

,
Nursing Woman: _:m:u_Esiarisn.sw%awaaagsigasrgazz_asmﬂuﬂnaﬁszau_a%
CAHILON ShoLA DE ExeAcised wher BOTOK COSMETIC ks administared fo & nursing woman.
Pactiatrics (2-18 yours of age); _-'lua._.unnn.hzﬂ._nn nat recommended in chidren.
Gariatrics {> 55 pears of age): Suces speciically designed 1a determing e casa in elderly pationis hawve nat been periarmed.
Dosages for the siderty ate &5 for other adultz. Indtial dasing should begin 3t Tra lowes! feoommended dose for the SACie
EL?Eauﬂ% ic requiraments for laboralary lest menkoring whan patients are treated
with BOTX COSMETIC®.

ADVERSE REACTIONS.

Adverse Drug fleaction Overview: In ganeral, adverse feBCUONS OCDUM WHIN e 1t few tayd fallowing injection and while
Eﬁga&ﬁs‘ng&?z;gﬂaiﬂiga

Rourtn of Dirsagt: Form / Strength

._!_.,..__._ man)
povedar for soltion tor injacdien: For 3 COMplais isting 566 DOSIe oS,
100 and 200 Allsrgan unts pef vial Compasition and Pociayging saction. the cosmetic applcation.
any

of bertuinum oxin in musce tissue. However, woakness
akiaﬁ:gﬁsa sﬁ%ﬁi:ﬁii&gg_ﬁaﬁaﬂ .Ga...._ Mustie weakness rmate to the:
3He of injection and ather serious advarse effects {.0. dysuharia when injected imy the nack reguon) hava bean vary ranely repared
inthe.

INDICATIONS AND CLINICAL USE

gﬂgggﬁrgxiiﬂ indicated:

= for the treatmem of of upper faclal myides, mcuding forchoad, keteral canthus and giabellas Jines,

Genatrices (= ﬂi!igﬁﬂéiiiagzinﬂn!lgggsg
performed, Dosapes for th ekderty ere as for other adults. g shouid begin 3t the oosa fo
e SpacHis indicanon.

Pediatmis (< 16 yours of 2gef: Use of BOTOK COSMETHC® s ok recommended in children,

GONTRAINDICATIONS.

BOTOX® ks comraindicated (n;

~ BatnlS Wi are Rypersomsitive 1o botulnum toan type A of 1o any ingredient in tha foemulation or companent of the
container, For 2 complete listing, see the Dozage Forms, Compositio n Packaping Setlon of the praduct monograph.

* the presence of inlection a1 the praposed injecton sets).

Rsis Infection procedure, kocaltrad paln, inflammation, paresthesia, hypozesthesia, Tandemess, swelkingfosdema,
erythama, ocalized imfection, bleeding anduior Drursik] v been associated with ihe injection. Neatlle-ralzted pain and/or anxiety
have resuRed in vasovagal responses, i ﬁi_sggﬁgﬁ_sﬁg

clinica! Irials of anather diu. Advarsa drug resction seformation from Ginleal trials is usei for eatifeig drug-retated sdverse

midticenter, double-biing, placebc-contolied, parallel groug studles of isentical desipn o¢ the
traatment of glabaliar Ungs. (N=535) 405 in tha BOTCK COSMETIC®- eated group and 130 in tha placebo-trested group). The most
ggg-ﬂgiguﬁai headache (9.5% in the BOTOX COSMETIC*-traated group and 15.4% i
the placebo- COSMETIC™-tréated provp and 0% In the placeba-traeted group].

L with of BOTOX COSMETIC®, and may ba technique raiated.
Athviise events that wera reportéd as treatment-refaied and were reporied in 1-3% of BOTOX COSMENIC®-treated pabents ane
listad in decraasing order ¢l InciGence: RaCTion St painuMNgStinging (2.5%). face saln (2.25%), arythema {1.7%), local muscie
weaknes (1.7%), injection site edwma (1.5%), acchyrmosls (1,0%), skin tightnass (1.0%), parestheska (1.0%) and nauwsea {1.0%),

Sefious Wamnings and Frecsutions.
= The lerm “Allergan uai” upon which desing is baged, 15 8 Speciic MAgsUrement of tndn sctivity that i unique to
Allergan’s Foriutabion of boted um toxin typa A Therstors, the *Allsngan units" Lsad to dascroe BOTOX COSMETIC
acivity are ditferant frem those used to dascriba that of gther
BOTOX COSMETIC® acUvity a8 it sAFCRAngeable with aiher products.
+ BOTOX COSMEYIC® shoukd only ba piven by physicians whth the appropriate qualfications and experiance in the:
treatment and the use of required squipment
+ Follow the recommentsd oisage and [requency af edminestalion for BOTOX COSMETIC® (Sae WARRINGS AND
Genaral and DOSAGE AND

Ganerad; Lise BOTOX® ang BOT0X COSMETIC® contaln the same active
events obwerved with the use of BOTOX® also have b potemial 10 be associated with the use of BOTOX COSMETIC®.

Use BOTOX, COSMETIC® valy % (rected.

o not use dosKe racommandations and polency Unis applied 10 other botulinum min products whan using
BOTOX COSMETIC®.

Ther safe: 24k effeetiea use of BOTOX COSMETIC® (Boulinum toxin tyne A for injsction) depends Lpon proger storags of the
product, selection of the COMERE ese, and praper reconstiltion 2R AGMNSLLN EENGKUEL

Cairtion showd ba used when BOTOX COSMETIC® |5 1660 i She présence of inflammation at the propased Injection siteis)
of When excessies weakness or atrophy is present m the farget mustle.

Muscle weakness remale to the site of Injection and othar Berigus Bdverse eHaats (6.0 dysphagia whan injected into the
neck teQuon) have been very rarely reparted in the cosmet a; uaruw!
Fatienits or carmgh o adised 10 seek wmediele

Palients with 2 bistory of
00, Tho oty _Ss§§§§§Sﬁnguﬂsﬂﬁﬁegﬁgssﬂnu.ﬁaﬂagéi.ﬂnq?
beneti of tneaiment ls consiered io outwelgh the nsk,

Injaction infervals of BOTOX COSMETIC™ shookd e no mone frequent than evary two momhs. indiction spacific gocage and
e camiDihed ik (K -Cse: RSAme, T TRUOTAURT QLYY

dase shouM generakly nof exceed 6 Unite'g, up to @ maximun of 380 Ui, ina 3 menth intoresl.

QEEEAESEEQEEEEBEEBHESEEQREESREL mice, The
method uliized for performing the axxay s spatic 10 ANergan's praduct, BGTOX COSMETIC®, Due io spenitic detalls of this
assay such a5 the venicle, dRition scheme and kaboratory protoceis for the uanous moise LD, gﬁ.ﬁai-ﬁ

Eisaﬁgﬂgﬂg Thersiore, ditterences in specias senaithities 1 differant botulinum naum-
Towi Sendtypées praciudes i - uﬂwsa. Io human dosa estimates. The speciic activity
L] of neurgtmon gHotes
This. _u-oﬂ.ﬂgﬂtn_s..l:gn_!a:: E:%a—:e:ﬂ:!oon wﬂﬂ_g-a-nzi,!.!

A 45 ware 1iend. n o muicenter, open-lasel, repeat Injection
Sy, 315 paients wh had partipaied in one of the two double-bind studias and wha had gtabalb ina severity of a1 laasl mid
savertty 5t maimum frown receivert 2 additional treatmants of BSTOX COSMETIC®, 1n this study, adverse evenis wers comparalis
1 type, incidance, sevariy, snd 10 Tase feported In the bwo placebo-controlied, doubla-biind shudes,

ey goministered for the tragtment of forhead or DRrVBItal wrink|es, treatment-
with thase for giabaler es. Adverse ovens et wre reportsd 25 treatmant-reiated
aftyr trestment of nonzontal forenedd Knés wilh 16 U of B0TCX GOSMETIC® Include: headache (20%), bruising (10%), evelld swatlag
(15%), and aching or iching forshead {104%). njecing well about the Drow feduces e sk of plosis.

Treatment:felaled advarse events. axspciamd wih TRRITANLof peru il wrinkies nctade mikd bruising {4-25%) and headache
5.6%). these events ocouret ala gi_-:sw:__inﬂm?.nﬂan lde. In addlion, eyeid doop or Shape Change, and i Rave
besn reporied. Rase casss of diplogka and an 1 injection of major Irave been raparted, Thess
compheations. ¢ ba aviided with[adherence n the recommended Injection location (ses WARMNGS AND PRECAUTIONS AND
BOSAGE AND ADMIMSTRATION SECTIONS).

Abnormal K.—ngr Findi No spociik frends n abnormal hematakogic or cinical chamistry
T

Pocsi-Macket_Advewse_Tirug Reactions: BOTOX™ and S0TCX COSMETIC® contn the sama actve ingrediant in the sams
Tormutation. Therelore, sdverse: Qbserved with The Lse of BITOX COSMETIC™ alsa have the potential 1o ba associalgd with

botulinum tendn inciide rare SDDTGNGCUS Meporta of death, sometimes awaciated with
COMPRONRGE:, prieurmonis, andior other signdicant debility. There have aiso been rare rapons
aysiem, and myocardal irfanction, some vith fatal outcomes,
gaggﬁiuig_ggeg%g&g?aﬂggiaus
been roperied, typically in patients who are predisposad 0 experiencing thess pvanks, Ths sxact rkbonanip of Mase cvents 1o ihe
haieum tosin infsction has a1 baen e<tzbiished.
adverss everkn PO SIGH tha drug A bitn irarketed: abdomnal pain; dimhea, vemitng:
pyreis; anoren; ¥i5ion HUred; viEua eslurbance, fypoacusis; Egﬁié?_ﬂ.id.hnan_ﬁiauugxh%%
ypoaesthesia, malaise; fryscthenia gravis, DarEEsthasia: reaciion. line
it ﬁsissﬁsﬁ_siﬁ:ﬂ.r._:iﬁiaiaaﬂu aapeca., chudin usanﬁ
Thass re3ctons are reported voluntardy Trom a population of uncartain size, T
Toxin Is unknowsn,

DAG INTERACTIONS
Ovarviow: No apecstie imteractions have bean reported.
Drug-rug Intevattions

Tabla 2 Established or Potentiaf Orug-Omg

Kcamles
ggniﬂoﬁ:ﬁsg_ﬂsnﬁwﬂﬂiéig Enﬂﬂiﬁaaln_n_ wiral diseases or
CID have ever bean idemtifled for lumn,

Carclnogenasis and Mutspenesis: Saudis n ginvils have not been perarmed 10 svaiials ™e

BOTOX GOSMETIC®, BDTOX COSMETIC™ was not mutagenic n vt 3nd i winh Mutiganiclty studes, {See TOXICOLOGY
Section for more Information.}

Cardigvascutor: There have besn ram repants following administraton of batulinum toxin of aaverse ments i imwhving the
cutioeascular Systenn, incioading rhythmia and mryocardial inlarcion, some with fatal outcomes. Some of hese patiants.

Nl sk factors including privadsting candivastudar G:sese. The cxacl ralationshin of 1hess svents tb BOTOX
BOTOX® is unknown.
Iorvame: Formeatan of eulrilizing antibodies dn type A may
__.Bus.as. inactivating the dlological actvity of Ehe 200, The: e Enuvnua.ﬂieﬁ-ﬂ.n-goss&sg ot
::::::::::
asnaiinsqﬂﬁ%iig_eﬂusg%ﬁi?%sﬁég_gssi
minimized by Injecting it Whe knvest affoctive dosa given at he longes! feible iefvaEs betwen njectons,

prodict Proper name of drug AT Effect Clinical comment
Bl diseasds. A EOmUCA MK 06 ansmis- e oohe g anfiblotics or T Theocebeay.be  The eflect of batulinum toxin may be poterdiabed by
BOECUNNTIACN, o tiiher medicimal effect of bohudium  aminoglycaskde AmieGlics or SOBCHRIMYCN, OF Giner
products that interfere with 0o Typa A ey druge that Interiere with neuromuscutar ransmission
potomizl of 98 potentizted {85 frbocaaring-type mipscds recnants). Caution

{e.9. neuromusculas blocking agents, SOl 28 exercised when BOTOX COSMETICY s wsed
both dapotartzing (succinyicheiing) with amino glycasides (e.q. srplomycin, tooramygin,
and non-depotarizing (tubocuraning | Negmyein, gentarimydin, netimicin, kanamycin, amikacin),
darivatives), incosamaces, R}-..ﬁ . spectinomycin, polymndns, teacycins, lIngomycin
quinicire, O arly SHPET Anags: Mt fnterlers with neurmiscular
antichnlinagterases).

of BOTOX COSMETIC* Oifterert botulinum neurgioxi T Unknonm The s =an_u—§!§§—ni.=§!§ newe-
Seroypes

botulinum E!v:ﬁﬁnﬁ%o—aim:snﬁl

As with al Glologes products, an ocour, Necessary betaken

3 previously botukfium foin.

Should be available,
Ea&-ﬁ it a

been rarely reportad, a5
el i aithar ity Inchdin

sSaft tissue sdama, and dyspnea. Some of thesk neactions.
gggqigoﬁgiggqg:!;i_ In conjunction with ciher products assaciated
with simliar reactions. If such a reaction ocours. fwther Ination showd be discontinuad and apgropriats m medical thevagy
Immediately mstiiuted. Ore 13t case of armohyiaxis has been reporiad in which the patiet &ied ailer being injeced with
BOTOX COSMETIC diuted with § mi of 1% lidocaing. The causa) foie of BOTOX COSMETIC® , lidacsing, or both cannol ba
raliably determined.

Heurologic: Extreme raution shald be excrisag when admini inistering BOTOX COSMETIC® to individuals with penipheral
M newpathic diseases (2., amyotrophic tmeral sCenss, of Motor neuropathy} or neuromuscular junction disoraers:
(2.5, myasthania gravis or Lambert-Eaton syncrome). Petiants with neuromuscular function disniers may b at mcreased
ok of clinically significant systamic Sﬂwai_iggigiggigiga
BOTAX COSMETICR, There hiava baen rre casas of
neuremiscular unction disomders whare the nanusgniﬂ
doses. In seme of T .8.-3._-,853_& u-ﬂ_n_-a_.aaiii..

ua!-_gn

Legend: T = Theoretical

Deug-Food Imtevactions; IMsraChdns with 106d have not bean established,
Drug-Hesh Interactions; intaractians vith herbal products have not been sstablished.
Drug-labscatory Intevactions. Y Iests have not b

DOSAGE AND ADMINISTRARION

E.Eﬁ
+ For Intramustuter s Snly.
+ BOTOX COSMETIC* {Botulnum toxin type A lor Injection] shoukd only be Qiven by physicians with the aeperialn qualificalions
and experience in the resiment and the use 9f requirad equipment.

= The term "Allargan unit” ugon which dosing I 22560, 15 a peciic mezsursment of oxin activity that is unique o Allergan's
Ioemutation o1 botuNinum Limin typa A, Theralore, the "ANlergon units” isad to describg BOTOX COSMETIC® actvity are difterant
..Ssﬂn_.lnsﬁﬁi_.!gia DoRinem Kot 0OEQRKAIONS and the units representing BOTAY, COSMETIC® ectivity are

expidad Lo very high doses, patients with netsoiogic disorders, £.g., pediatric carebeal paicy or
s be at increased itk of cinicalty significant sysiemic effecre.

Ophehaimalogic: 1 order to reduce the compkicalions of plosis, 2w Insction near the levaor paipeteas sgﬂw
particularty in sna;!agggu_lﬂzié " injections shoukd ba pleced at feast 1 c
abowe tha bony sugragmital nidge. ﬂ.a_-:!ﬂgsvn!i
e bany orhit, not madial o the vertcal I hrough e lateral cantus. To reduce the occurence of Iy FIosis, injections.
should be ahave the ingerin o the Zygomalicus muscles.

Skinc As 15 eapected o any injction procedure, localized padn, infammation, paresthesia, hypoaesthesla, tendemass,
swellingietema, erythema, locafized infeclion, blasding and/or bruising have besn associied with the [njection, Needle-
relaled pain antvor afdety hene resufted in in yasovagal responses, Inciuding ransient symplomaiic hypotension and syncape,
Care should be taken when injecting nazr wulnerabit anatomsic SUCures.

Special Popusationr Prognant Wb There are no adequale and wel-contiolied studies of BOTOX COSMETIC®
minlgIration in pregnant women. Studies in znimals have shown niproductive toucity. The potemial nek, for Mumans
unkngwn, BOTOX COSMETIC® shoukd nat be wsad during pregnancy. 1 this dryg is i usad during pregrancy, or H the petiam

becames prgant while taking this drug, the patient shouid be appfised of the potential risks, incturing abortion or fetal
mallormations, which have bean observad in rabints

i aiher pepducts.

»_.R_auq_uisn__.ﬂasﬂgniﬁg is not rscommended because the product and diksenl do not contain
e "

. Dt ifialed 2t the lowest
10 the maximum recommandac thss, i feedod.
.Eun.s-:auawq—wo._dxna@.ﬂaog:Eigisag!-egaa.&ﬁ_aggaaaﬁ!-ni
Acininistralion recommendabons shoulc: be allowsd, bn 1NN adult patients, if combined with non-cosmetlc indicalions, me
maximum cumuatiee G058 generally not exceed § Unitsfg, up to 8 maximum of 350 Units, ina A manth wiarval,

Recommencdeil Doss #n
BOTOX COSWETIC® (s reconstituied bly with 0.9% steriia non-gressrved saling. Diutions zgaa 20U -7.0U per .1 ml, arg
generally reeommended. |

Sipbeilar Apes: 4 U shouid ba aurnistered intramuscularty using 8 30 gauge as 38_ In each of 5 sites, 2 in sach comugator
muscie and 5 In ?ﬂe&aﬁiﬁ. a total dose o 20 1.

In ordet [ reduoe the complicatien of plosis, Infaction near the levarior palpebras sUpSHons Shoud b2 dveided, particulary in
ﬁlﬂ;s;iz&l@.ﬁa—nlia;&eg:iﬂ.i.;ugasgd abowe the bany supr-

This dose ¢2n e gradudlly IncrEdsed i subsequanl lreatments

orbital ridge.



Fermtwead tingss 2461 should be injected aleachol 4 mjection Musche, evary 1-2 em along either DOSAGE FORMS, COMPOSITION AND PACKALING:
side of 2 dagp forehaad crease, 2-3 (i abévi the eyeiows, for 3 tot2l dose of up lo 24 U, BOTCX COSMETIC® & -Eﬁ_ss.ae!meois.sg_n wials ot Costridium bofulimum toxin Type Ain 2 vatuum-dried form

{rtsend canthus Sines Generslly, 2-5 U shouk! be Injeciad bilalerally at pach of 1-3 injection sifes 2t a 2-3 mm depth, latacni fothe  without a etheal doss (LD} kn mics using reconstituled
fateral oAl i, whers MGt Nes 3 $e0R When 2 SMiks is forced. lnjection should be at least T cm outaide tha bny oI ot 84955_3855%

‘medial to the vertical !gjﬁtsiﬁéﬁii%ssﬂsaﬁga?iei ™ oAt kv each via e Feled bekow:

A Injection of BOTOX 1.0 ML tuberculln Syringe an amount of the praperty diiuted cuantties reherds bal

o sggggu_ﬁégg?s__iigﬂ% the syringe banTi a8 cxpeiled and e syringe maybe  INGREMENTS 100 Allergan U Vial 200 Aliergan U Vial

attached 1 the BeoMyagrnic ifecion needie, preferbly 2 1.5 Inch, 27 gauge nesdie. injction volume in excess of ths Intendod LX08tiEAm bofutinur: o Type A neurgimdn compiex (BO0KD} ooy 200U

dose is expalied Hrough the needie intd an appropriale wasls containr 1o a530re patency of e Neadie 2nd 10 comfirm that there 1s FHuman Serum Aloymi

0.5 mg 1.0mg
iy Syringe- eI KEBKEDS. A hew steril neede and syrings shoukd be tsed 1o entar e via) o each occasion for dikition or remeval
o mSESuzmaqg Sochym Chionde 0.9 mg 1.8 mp
Lack af Bespanca: Ther are sevaral potential explanations fora Lack or ciminished responss o an individual treatment with BOTOX
anmzrlyﬂnikgﬁ iuﬂﬁﬁnﬁuu_.&! seloction of 22833 _una_ﬂ...ﬁas musces inaccessiile o PART H: CONSUMER IFORMATION

of muscle BOTOX COSMETIC®

gggaggésgg,ggngﬁi—ﬁi&ugée&i: (Botulinum toxin type A for "
%6 BotuRNUM 1oxin, A newrlizing amibody is defined a5 2n antibody thal Inactivates the biclogical activity of the taxin. However, thare This Sublished when BOTOX COSMETIC® wes a Ior sale in Canarda

have been patients who condinued to respond to therapy and demanstiaizd presence of neutraizing amtbodies: e proportion af

s wich o e ear i heragy and v demonstable evels o neutralzing aptibodies s small e it ?ﬁwﬁsﬂﬂﬂzﬂngﬂiw ey KB Yo Srying 2o SSTON EOSUETIC
‘The crilcal factors for IEquency ant dosa of Inaction, neutralizing Qegion
antibody Tormation, it sh :ii?gagggg ABOUT THIS METICATHIN
Troquent injocions 30 i D8 1SN, 33...3%55.!35?51:::& lnez for up I 120 days.  Wévar it by cosedt for: BOTOX COSMETIC® fg Laed to trenl upper Tacwal e, Including forchiend, crow's fact, and frown lnes.

A suggested course of XHon when atlems 4o nat respond (o BOTOX COSMENIC® Injections is: Wher it shoutd mol be used- 1 should not be used If;

T wait the usual ireatment intgrvalk = you are aliergic: or Senaitive oy any of the ingradients

2y censider reasons for lack of respensa lisied above: * you have an infechon m e muscies whare It would normally be injected.

3) more Lhan be considered before ot @ patiend &% a noM-rEspondar; * you have any muscls disorders i other parts of your Body, including myastnenia gravis, Exion Lambed Syndmme or
4) 1851 patient serum JoF newalizing amibody resance. AMYOTORTG: Ll seerosis.
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TOXIN USE RISK ASSESSMENT

Name of Toxin: Botulinum Toxin Type A
Proposed Use Dose: 0.01 ug
Proposed Storage Dose: 1 Hg
LD 5, (species): 0.1 ug
Calculation:
0.1 pg/kg X 50 kg/person
Dose per person based on LD 55 in ug = 5

LDs, per person with safety factor of 10 based on LD, in pug =

0.5

Comments/Recommendations:




THE UNIVERSITY OF WESTERN ONTARIO
BIOLOGICAL AGENTS REGISTRY FORM
Approved Biohazards Subcommittee: October 14, 2010
Biosafety Website: www.uwo.calhumanresourceslbiosafetyl

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 | nspection 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 Dr. Eva Turley

DEPARTMENT Oncology, Cancer Research lab, LRCP
ADDRESS 790 Commissioners Rd. E. Room A4-931
PHONE NUMBER 519-685-8500 Ex. 53677 Lab Ex.53280
EMERGENCY PHONE NUMBER(S) 519-685-8500 Ex. 53280

EMAIL Eva.Turley@lhsc.on.ca

Location of experimental work to be carried out: Building(s) LRCP building A Room(s)_A4-931, A4928, A4-824
*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: CBCF, NSERC, MITACS (Octoderma)

GRANT TITLE(S):

1. RHAMM / HMMR in Breast and Prostate Cancer progression
2. The role of RHAMM in wound repair.

3. Unconventional export and trafficking of RHAMM

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

Name UWO E-mail Address Date of Biosafety Training
Jenny Ma Jenny.Ma@lhsc.on.ca Jun 23, 2011
Conny Toelg Conny.Toelg@lhsc.on.ca Jun 24, 2011
Natalia Akentieva Natalia.Akentieve@lhsc.on.ca Jun 23, 2011
Pat Telmer Patrick. Telmer@Ihsc.on.ca Jun 24, 2011
R e
Siddika Pardhan spardha@uwo.ca Jun 23, 2011
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Sallie Elhayek selhayek@uwo.ca Jun 24 2011

[ | [ |

Please explain the biological agents and/or biohazardous substances used and how they will be

1. We use E.coli strain K12 bacteria for ropagation of protein expression plasmids and for roducin

. We use human cell lines including fibroblast, breast cancer, prostate cancer, and melanoma obtained

. We have several varieties of rodent cells which we use to assess the function and localization of

stored, used and disposed of. Projects without this description will not be reviewed.

recombinant RHAMM proteins. We use these proteins as reagents for producing polyclonal
antibodies, as function blockers of cell invasion/migration and proliferation in culture and in vivo, for
characterizing binding characteristics in vitro and for screening peptide mimetic/small chemical
libraries to identify Rhamm function blocking reagents.

All reagents for bacterial work are stored in labeled areas of the laboratory and cold room. Liquid
bacterial cultures are sterilized with bleach overnight before disposing. All bacterial plates and

contaminated pipettes are disposed of in Biohazardous waste containers in strict accordance with
London Health Sciences hazardous waste policies.

from ATCC for in culture and in vivo (immune compromised mice) experiments.

All cell culture reagents are disposed of Biohazardous waste containers in strict accordance with
London Health Sciences hazardous waste olicies. Liquid Media is decontaminated with bleach
overnight before disposal. Frozen cell lines are kept in -80, -150 freezers or liquid nitrogen tank that
are clearly labeled.

Rhamm and to characterize the effects of blockin Rhamm function on cell migration/proliferation. We
use murine fibroblast lines obtained from ATCC along with primary cultures which are prepared by our
lab. The primary cultures are muring emb onic fibroblasts, dermal fibroblasts, wound site fibroblasts
and bone marrow fibroblasts (stem cells). These are grown from explanted tissue and maintained in
culture for approximately 8 passages. We obtain these primary cells from wildtype BL6 mice, Rhamm
-/- BL6 mice, CD44-/- BL6 mice, and Rhamm-/-;CD44-/- BL6 mice.

All cell culture reagents are disposed of Biohazardous waste containers in strict accordance with
London Health Sciences hazardous waste policies. Liquid Media is decontaminated with bleach
overnight before disposal.
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Please include a one Page research summary or teaching protocol.

My research program currently focuses upon defining the mechanisms by which the polysaccharide
hyaluronan controls wound repair and the related process of tumour progression. Hyaluronan is a
large negatively charged glycosaminoglycan produced by hyaluronan synthases. It functions both to
organize the pericellular matrix and to activate signaling cascades that control cell migration and cell
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1.0 Microorganisms

1.1 Does your work involve the use of biofogical agents? O
(non-pathogenic an Pathogenio biofogicaf agents incfuding but not i fted to acterig gn Cther microorganisms,
viruses, Prions, Parasitag or Pathogeng of plant Or animay Originy? 0, please Proceeq o Section 2.0
Doy use microorg isms that fequire 5 PerMit from the CF IA?
Ifye » Please give th Me of the Specieg
What jg the origin '
leas ibe

xO NO




Please attach the CFIA permit.
Please describe any CFIA permit conditions:

1.2 Please complete the table below:

Name of Is it known | Is it known Is it known | Maximum Source/ PHAC or
Biological to be a to be an tobe a quantity to Supplier CFIA
Agent(s)* (Be | human animal zoonotic be cultured Containment ”\(é h I
specific) pathogen? | pathogen? | agent? at one time? Level r-w
YES/NO YES/NO YES/NO (in Litres)
E.Coli xO Yes Ox Yes Ox Yes 0.5L@0.70D | |y 0+ %QLQ), Grlb'\» Sa/h[\ﬂ
O No O No O No frozen stock é‘/" 2+ 03 (‘,{W\\_ﬂ
O Yes O Yes O Yes 01 \N‘ﬂ\
O No O No O No 02
02003 4]
O Yes O Yes O Yes 01 02 T*gﬂ
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? xO YES 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 xONo Not applicable
Rodent xO Yes O No mouse fibroblastic cells | 2009-060, 2009-051
Non-human primate OYes xONo
Other (specify) O Yes %ILNO
3

UUL
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2.3 Please indicate the type of established cells that will be grown in culture in:

Cell Type

Is this cell type
used in your work?

Specific cell line(s)*

Containment Level
of each cell line

Supplier / Source
of cell line(s)

Human

xO Yes O No

prostate stem cells, | 2
MDA-mb-231,
MCF7,

Melanoma
WM1552C, Ovarian
cancer SKOV3,
OVCAR

Dr. Jim
McCarthy's lab
Minnesota,

ATCC

Rodent

xO Yes O No

Rhamm-/-MEF, 2
CD44-/-MEF,
Rhamm-/-CD44-
/MEF, 10T1/2, C3

10T1/2, MEF
Rhamm+MEK,

rat dermal
fibroblasts, rat
mesenchymal stem

cells, Paw 24 F

Non-human primate

O Yes

xO No

Our mice,

ATCC

Leui 4

pe ATCC

Other (specify)

O Yes

xO No

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

www.atcc.org)

2.4 For above named cell types(s) indicate PHAC or CFIA containment level required O1 02 02+ O3

3.0 Use of Human Source Materials

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

If no, please proceed to Section 4.0

3.2 Indicate in the table below the Human Source Material to be used.

Human Source Source/Supplier | Is Human Source Name of PHAC or CFIA

Material /Company Name | Material Infected Infectious Containment
With An Infectious Agent (If Level (Select
Agent? applicable) one)
YES/UNKNOWN -

Human Blood (whole) or O Yes 01 0?2

other Body Fluid O Unknown 02+ 03

Human Blood (fraction) O Yes 01 @2

or other Body Fluid O Unknown 02+03

Human Organs or LRCP patients, Dr. | O Yes x0O1 02

Tissues (unpreserved) Trevor Shepherd xO Unknown 02+03

Human Organs or
Tissues (preserved)

Isu Abxis Accumax
tissue arrays

Not Applicable

Not Applicable

4.0 Genetically Modified Organisms and Cell lines

orey

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

1.0 and 2.0?

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

xO YES

ONO

If no, please proceed to Section 5.0
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Bacteria Plasmid(s) ** Source of Plasmid Gene Describe the
Used for Transfected | change that
Cloning * results from
transformation
or tranfection
pPCDNA3. 1 Parental Vector from INVITROGEN. conlaining -Alterations in
Inserts were generated in laboratory or | the following | cell motility
obtained from ATCC/NCBI inserts: - Transformation
-RHAMM of fibroblasts
cDNAs from | -Fluorescent
mouse and proteins for
human. visualization of
T T e -RHAMM protein
E.coli K12 QL R i fusion trafficking
Strains: protein
DH5 alpha vector
XL-1 Blue containing
BI21 4 RHAMM
HB101 p“%ﬁ’g é;- ") 6 fused to
TOP10 ZsGreen
coding
i:::es 1022-1039 sequence.
1ses 1028-1252 _Mutant =
Active MEK1
coding
sequence
from mouse.
-H-RAS from
All plasmids Mouse
are
propagated
in one of pH-Apr-1-Neo | Plasmid map attached. Plasmid -RHAMM -Alterations in
these generated by colleague referenced. cDNAs from | cell motility
strains Neo denotes Neomycin selection mouse and | -Transformation
pH-Apr-1- casselte and Hygro indicates Human of fibroblasts
Hygro Hygromyecin selection cassette
REFERENCE:

Gunning, P., J. Leavitt,
G. Muscat, 8. Y, Ng,
and L., Kedes. 1987. A
human

beta-actin expression
vector system directs
high-level accumulation
of antisense

transcripts. Proc. Natl.
Acad. Sci. USA 84:483 -
4835.
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-RHAMM
cDNAs from
mouse and
Human for
recombinant
protein
production in
E.coli strains
listed

-RHAMM
cDNAs from
mouse for
recombinant
protein
production in
E.coli strains
listed

None. Protein
production

None. Protein
production

* 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 xO 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 xO NO
¢ HTLV 1 0r 2 or genes from any Level 1 or Level 2 pathogens O YES, specify xO NO
¢ SV 40 Large T antigen O YES xO NO
¢ E1A oncogene O YES xO NO
¢ Known oncogenes XO YES, please specify: RHAMM/HMMR, RAS, MEK1

O NO
¢ Other human or animal pathogen and or their toxins O YES, please specify KNO
4.5 Will virus be replication defective? O YES NO j( :
4.6 Will virus be infectious to humans or animals? O YES NO
4.7 Will this be expected to increase the containment level required? OYES NO

5.0 Human Gene Therapy Trials

3.1 Will human clinical trials be conducted involving a biological agent? O YES xO 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

3.2 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: ONO O PENDING
6.0 Animal Experiments

6.1 Will live animals be used? xO YES ONO If no, please proceed to section 7.0
6.2 Name of animal species to be used Mus Musculus (Mouse)

6.3 AUS protocol # _2009-060, 2009-051

6.4 Will any of the agents listed in section 4.0 be used in live animals xO YES, specify: Fibroblasts stably
transfected with RHAMM cDNA will be used in Xenograft studies O NO
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6.5 Will the agent(s) be shed by the animal: O YES xO NO, please justify: Cells used in study may
form tumours in mammary fat pads, but these are not shed by the animal.
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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 XO No If no, please proceed to section 8.0

7.2 Will live animals be used? OYES O No

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

¢ Pound source dogs OYES O NO
¢ Pound source cats O YES O NO
¢+ Catlle, sheeporgoats O YES, please specify species O NO
¢ Non-human primates O YES, please specify species O NO
¢ Wild caught animals O YES, please specify species & colony # O NO
¢+ Birds O YES, please specify species ONO
¢ 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? O YES XONO If no, please proceed to Section 8.0

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

8.3 What is the LDs, (specify species) of the toxin

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

8.5 How much of the toxin is stored*?

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

*For information on biosecurity requirements, please see;
http:/lwww.uwo.ca/humanresources/docandformfdocs/healthandsafety/biosafety/Biosecurity_Requirements.pdf

9.0 Insects
9.1 Do you use insects? O YES xO NO If no, please proceed to Section 10.0

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

9.3 What is the origin of the insect?

9.4 What is the life stage of the insect?

9.5 Whatis 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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8.7 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 youuse plants? O YES XxO NO If no, please proceed to Section 11.0

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

10.3  What is the origin of the plant?

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

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

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

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

10.8 Is the CFIA permit attached? 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? O YES, please give country of origin x O NO
If no, please proceed to Section 12.0

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

12,0 Training Requirements for Personnel Named on Form

All personnel named on the above form who will be using any of the above named agents are required to attend
the following training courses given by OHS:

Biosafety

Laboratory and EnvironmentalAVaste 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 biological agents in Sections 1.0 ?ave been trained.

ol

SIGNATURE %" 2~

——

13.0 Containment Levels
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13.1 For the work described in sections 1.0 to 9.0, please indicate the highest
HC or CFIA Containment Level required. 01 x02 02+ 03

13.2 Has the facility been certified by OHS for this level of containment?
XO YES, date of most recent biosafety inspection: Bio-LRCC-006

O NO, please certify LeweD Alosal \M{)CC A

O NOT REQUIRED for Level 1 containment = ; A
. . . e . \O ZOLo %‘0,\
13.3 Please indicate permit number (not applicable for first time applicants): Dec -0 and
Bio-LRCC-0006

14.0 Procedures to be Followed

14.1  Please describe additional risk reduction measures will be taken beyond containment level 1, 2. 2+ or 3
measures, that are unique to this agent,
No specific measures beyond standard biosafety associated with levels 1 and 2

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:

* Seek first aid or emergent intervention if required (refer to MSDS for Infectious Substances, or Blood-
Borne Pathogen exposure protocol:
http://intra.sjhc.london.on.ca/policy/search res.php?polid=STF0088&live=1

* Immediately report injury, exposure to supervisor

* Notify Occupational Health and Safety Services (OHSS) ASAP.
Complete Workplace Occurrence Report:
http://appserver.lhsc.on.ca/policy/search res.php?polid=0OHS0118&live=1

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 UNO faculty, staff and students working in my laboratory have an up-to-date
Hazard Communication Form, found at http://www.wph.uwo.ca/

:;//):.2 ( Date: \u(l/»r\{. > cf'/ L

SIGNATURE =
D)

15.0 Approvals

1) UWO Biohazards Subcommittee: SIGNATURE: M/ér
Date: " ANy ol7

2) Safety Officer for the University of Western Ontario i
SIGNATURE:___\ Stun\ony
Date,___ O \€ | ]

3) Safety Officer for Institution where experiments will take place (if not UWO): - q Z
SIGNATURE: /ﬂ ar g

Date; _'T\AA_—\I‘ 7 ) 201t

Approval Number: BIO = UQC(,‘OOO b Expiry Date (3 years from Approval): _M()\/ &%/ | d‘l

Special Conditions of Approval:
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A Canadian Food Agence canadienne

33 irspectionAgency  dinspection des dimens

Cifice of Bichazard Containment and Safety Bureau du confinement des biorisques et sacurite
Saence Branch, CFIA Direction générale des sciences, ACIA.
53 Camelot Crive, Otiawa, Ontario K1A OY9 359 prorenade Camalot, Qitawa, Ontario K1A 0Y9

Tel: (613) 221-7068 Fax: (613) 2286129 Td: (613) 221-7068 Teléc: (613) 228-6129
Email: IrportZoopalh@nspection ge.ca Coumid: ImportZoopath@nspeciion.ge.c2

October 20", 2009

Ms. Shamila Survery / Mr. Michael Decosimo
Cedarlane Laboratories Ltd

4410 Paletta Court

Burlington, Ontario L7L 5R2

By Facsimile: (289) 288-0020

SUBJECT: Importation of Escherichia coli strains

Dear Ms. Survery / Mr. Decosimo:

Our office received your query about the importation of Escherichia coli from the American Type Culture
Collection (ATCC) located in Manassas, Virginia, United States. The following Escherichia coli strains are
consider to be level 1 animal pathogens:

+ 5K « CIE85 + J52 = MC4100 (MuLac) - U5/41

+ 58 - DH1 -+ J53 * MG1655 + W208

+ 58-161 *« DH10 GOLD + JC3272 » MM294 + W45

* 679 = DH10B « JC7661 + MS101 + \W1485

+ 1532 « DH5 - JC9387 = NC-7 + W3104

+ AB284 * DH5-alpha « JF1504 = Nissle 1917 * W3110

- AB311 - DP30 « JF1508 * One Shot STBL3 + WA704

* AB1157 » OY145 - JF1509 - OPS0 - WP2

« AB1206 « DY380 + JJO55 + PB78 - X1854

+ AG1 + E11 « JM83 * PA30C9 « X2160T

* B « EJ183 + JM101 - PK-5 « X2541

« BB4 « EL250 - JM109 » PMC103 + X2547T

» BD792 * EMG2 + K12 - PR13 « XL1-BLUE
- BL21 - EPI 300 « KC8 « Rri « XL1-BLUE-MRF
+ BL21 (DE3) -« EZ10 « KA802 + RV308 « XLOLR

- BM25.8 * FDA Seattle 1946 « KAM32 * 817-1\ -PIR = Y10

«C - Fusion-Blue + KAM33 + SCS1 + Y1090 (1080)
« C-1a + H1443 ’ + KAM43 + SMR10 * YN2980

+ C-3000 * HF4714 - LE450 *» SOLR * W3110

+ C25 + HB101 - LE451 * SuperchargeEZ10 « WG1

+ C41 {DE3) + HS(PFFAMP)R - LE452 + SURE » WG438

+ C43 (DE3) + Hfr3000 - MB408 » TOP10 + WG443

+ G600 « Hfr3000 X74 - MBX1928 + TGH + WG445

+ Cavalli Hfr « HMS174 - MC1061

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

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

Note: Microorganisms pathogenic to animals and veterinary biologics require an import permit from the
CFIA,

Sincerely,

Lt hia Lo

./ Cinthia Labrie

Head, Animal Pathogen Importation Program Canada
Office of Biohazard Containment & Safety
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ATCC Advanced Catalog Search » Product Details
Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement or, in certain cases, an MTA specified by the
depositing institution.

Customers in Europe, Auslralia, Canada, China, Hong Kong, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a local distributor
for pricing infermation and to place an order for ATCC cultures and products.

Print this Page

Cell Biology

ATCC® Number: HTB-26™  Order this Item Price: $279.00

Designations: MDA-MB-231 Related Links

Depositors: R Cailleau ’

Biosafety Level: 1

Shipped: frozen NCBI Entrez Search :
Medium & Serum: See Propagation Cell Microarah

Growth Properties: adherent

Organism: Homo sapiens (human) Make a Deposit

Morphology: epithelial Frequently Asked Questions

Material Transfer Agreement

Technical Support
Related Cell Culture Products

Login Required
Source: Organ: mammary gland; breast

Disease: adenocarcinoma 3

Derived from metastatic site: pleural effusion

Cell Type: epithelial
Product Information Sheet

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

Applications: transfection host (Nucleofection technology from Lonza
Roche FUGENE® Transfection Reagents) "

Receptors: epidermal growth factor {(EGF), expressed
transforming growth factor alpha (TGF alpha), expressed

Tumorigenic: Yes

DNA Profile (STR): Amelogenin: X
CSF1PO: 12,13
D138317: 13
D165539: 12
D585818: 12
D75820: 8,9
THO1: 7,9.3
TPOX: 8,9
vWA: 15,18

Cytogenetic Analysis: The cell line is aneuploid female (modal number = 64, range = 52 to
68), with chromosome counts in the near-triploid range. Normal
chromosomes N8 and N15 were absent. Eleven stable rearranged
marker chromosomes are noted as well as unassignable chromosomes
in addition to the majority of autosomes that are trisomic. Many of the
marker chromosomes are identical to those shown in the karyotype
reported by K.L. Satya-Prakash, et al.
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lsoenzymes:

Age:
Gender:
Ethnicity:

Comments:

Propagation:

Subculturing:

Preservation:

Reiated Products:

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

AK-1, 1
E8-D, 1
G6PD, B
GLO-, 2
Me-2, 1-2
PGM1, 1-2
PGM3, 1

51 years adult

female

Caucasian

The cells express the WNT7B oncogene [PubMed: 8168088).

ATCC complete growth medium: The base medium for this cell line
is ATCC-formulated Leibovitz's L-15 Medium, Catalog No. 30-2008. 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, 100%

Temperature: 37.0°C

Protocol;

1. Remove and discard culture medjum,

2. Briefly rinse the cell layer with 0.25% (w/v) Trypsin- 0.53 mM
EDTA solution to remove all traces of serum that contains
trypsin inhibitor.

3, Add 2.0 to 3.0 m of Trypsin-EDTA solution to flask and

cbserve cells under an inverted microscope until cell layer is
dispersed {usually within 5 to 15 minutes).
Note: To avoid clumping do not agitate the celis by hitting or
shaking the flask while wailing for the cells to detach. Celis that
are difficult to detach may be Placed at 37°C to facilitate
dispersal.

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

5. Add appropriate aliquots of the cell suspension to new culture
vessels,

6. Incubate cultures at 37°C without coz2.

Subcultivation Ratio: A subcullivation ratio of 1:2 to 14 is
recommended
Medium Renewal: 2 to 3 times per week

Freeze medium: Complete growth medium supplemented with 5%
(vfv) DMSO
Storage temperature: liquid nitregen vapor phase

Recommended medium {without the additional supplements or serum
described under ATCC Medium):ATCC 30-2008

recommended serumATCC 30-2020

purified DNA'ATCC 45518 .

purified DNA:ATCC 45519

purified DNAATCC HTB-26D

purified RNA:ATCC HTB-26R

6/22/2011 11:06 AM
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References: 1206: Brinktey BR, et al. Variations in cell form and cytoskeleton in
human breast carcinoma cells in vitro, Cancer Res, 40: 3118-3129,
1880. PubMed: 7000337
22182 Cruciger Q, et al, Morphological, biochemical and chromosomal
characterization of breast tumor fines from pleural effusions. In Vitro
12; 331, 1976.

22429: Siciliano MJ, et al. Mutually exclusive genetic signatures of
human breast tumor cell linas with a cemmon chromosemal marker.
Cancer Res. 39: 919-922, 1978. PubMed: 427779 .
22532: Cailleau R, et al. Breast tumor cell lines from pleural effusions.
J. Natt. Cancer Inst. 53: 661-674, 1874, PubMed: 4412247

22658: Cailleau R, et al. l.ong-term human breast carcinoma cell lines
of metastatic origin: preliminary characterization. In Vitro 14: 911-815,
1978. PubMed: 730202

22977: Bates SE, et al. Expression of the transforming growth factor-
alphafepidermal growth factor receptor pathway in normal human
breast epithelial cells. Endocrinology 126: 596-607, 1990, PubMed:
2294006

23010: Dickstein B, et al. Increased epidermal growth factor receptor in
an estrogen-responsive, adriamycin-resistant MCF-7 cell line. J. Cell.
Physiol. 157; 110-118, 1993. PubMed: 8408230

23113: Huguet EL, et al. Differential expression of human Wnt genes
2, 3, 4, and 7B in human breast cell lines and normal and disease
states of human breast tissue. Cancer Res. 54; 2615-2621, 1984.
PubMed: 8168088

26321: Satya-Prakash KL, et al, Cylogenetic analysis on eight human
breast tumor cell lines: high frequencies of 1q, 11q and Hela-like
marker chromosomes. Cancer Genet. Cytogenet. 3. 61-73, 1981,
PubMed: 7272986

32272: Katayose Y, et al Promoting apoptosis: a novel activity
associated with the Cyclin-dependent kinase inhibitor p27. Cancer Res.
57: 5441-5445, 1997. PubMed: 9407946

32275 Littlewood-Evans AJ, et al. The osteoclast-associated protease
cathepsin K is expressed in human breast carcinoma, Cancer Res. 57:
5386-5390, 1997. PubMed: 9393764 .
32341: Sheng S, et al. Maspin acts at the cell membrane to inhibit
invasion and motility of mammary and prostatic cancer cells. Proc.
Natl. Acad. Sci. USA 93: 11669-11674, 1008, PubMed: 8876194
32489: De Vincenzo R, et al. Antiproliferative aclivity of colchicine
analogues on MODR-positive and MDR-negative human cancer csll
lines. Anticancer Drug Des, 13: 19-33, 1998. PubMed: 9474240

33021: Soker S, et al. Characterization of novel vascular endothelial
growth factor (VEGF) receptors on tumor cells that bind VEGF165 via
its exon 7-endoded domain. J. Biol. Chem. 271: 5761-5767, 1996.
PubMed; 8621443

Return to Top

Notices and Disclaimers
ATCC products are intended for laboratory research purposes anly, unlass noted otherwise. Thay are not intended for use in humans.

While ATCC uses reasonable offorts to include accurate and up-to-date information on this site, ATCG makes no warrantias or representations as o its accuracy. Citations from
scientific literature ang patents are provided for informational purposes only. ATCG does not warrant thal such information has been confirmed to be accurate,

All prices are listed in U.5. dollars and are subject to change without notice. A discount off the current list price will ba applied to most cultures for nenprofit institutions in the United
States. Cuitures that are ordered as test tubes or flasks will carry an additfonat laboratory fee. Fees for permits, shipping. and handling may apply.
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and a

depositing institution,

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a local distributor

for pricing information and to place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:
Antigen Expression:
DNA Profile (STR):

Cytogenetic Analysis:

Print this Page

HTB-22™ Order this Item Price: $279.00
B Related Links
CM McGrath

b

1
frozen NCBI Entrez Search
See Propagation Cell Micrograph
adherent

Make a Deposit

epithelial Frequently Asked Questions
i Material Transfer Agreement
;

i Technical Support
Related Cell Culture Products

Homo sapiens (human)

Login Required
Organ: mammary gland; breast

Disease: adenocarcinoma 13

Derived from metastatic site: pleural effusion

Cell Type: epithelial

Product Information Sheet

insulin-like growth factor binding proteins (IGFBP) BP-2; BP-4; BP-5

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

transfection host (Nucleofection technology from Lonza
Roche FUGENE® Transfection Reagents)

estrogen receptor, expressed
Blood Type O; Rh+

Amelogenin: X
CSF1PO: 10
D13S8317: 11
D16S539: 11,12
D5S818: 11,12
D7S820: 8,9
THO1: 6
TPOX: 9,12
VWA: 14,15

modal number = 82; range = 66 to 87.

The stemline chromosome numbers ranged from hypertriploidy to
hypotetraploidy, with the 2S component occurring at 1%. There were
29 to 34 marker chromosomes per S metaphase; 24 to 28 markers
occurred in at least 30% of cells, and generally one large
submetacentric (M1) and 3 large subtelocentric (M2, M3, and M4)
markers were recognizable in over 80% of metaphases. No DM were
detected. Chromosome 20 was nullisomic and X was disomic.

6/22/2011 11:03 AM
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Isoenzymes:

Age:
Gender;
Ethnicity:

Comments:

Propagation:

Subculturing:

Preservation:

Doubling Time:

Reiated Products:

http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetailsit...

AK-1, 1
ES-D, 1-2
GBPD, B
GLO-, 1-2
PGM1, t-2
PGM3, 1

B9 years adult
female
Caucasian

The MCF7 line retains several characteristics of differentiated
mammary epithelium including  ability 1o process estradiol via
Cytoplasmic estrogen receptors and the capability of forming
domes.The cells express the WNT7B oncogene [PubMed: 8168088).
Growth of MCF7 cells is inhibited by tumor necrosis factor alpha (TNF
alpha).

Secretion of IGFBP's can be modulated by treatment  with
anti-estrogens.

ATCC compiete growth medium: The base medium for this cell line
is ATCC-formulated Eagle's Minimum Essential Medium, Catalog No.
30-2003. To make the complete growth medium, add the following
components to the base medium: 0.01 mg/ml bovine insulin; fetal
bovine serum 1o a final concentration of 10%

Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Temperature: 37.0°C

Protocol: Volumes used in this protocol are for 75 sq cm flasks;
proportionally reduce or increase armount of dissociation medium for
cullure vessels of other sizes.

Note: if floating cells are present, it is recommended that they be
transferred at the first two (2) subcultyres as described below. It is not
necessary to transfer floating cells for subsequent sybcultures,

1. Remove culture medium to a cenirifuge iube.

2. Briefly rinse the celf layer with 0.25% (wiv) Trypsin - 0.53 mM
EDTA solution to remove all traces of serum which coniains
trypsin inhibitor.

3. Add 20 to 3.0 m of Trypsin-EDTA solution to flask and

observe cells under an inveried microscope until cell layer is
dispersed (usually within 5 to 15 minutes).
Note: To avoid clumping do not agitate the cells by hitting or
shaking the flask while waiting for the cells to detach, Cells that
are difficult to detach may be placed at 37C to facilitate
dispersal. ’

4. Add 6.0 10 8.0 ml of complete growth medium and aspirate cells
by gently pipetting.

3. Transfer the cell suspension to the centrifuge tube with the
medium and cells from step 1, and centrifuge at approximately
125 xg for 5 to 10 minutes. Discarg the supernatant.

6. Resuspend the cell pellet in fresh growth medium. Add
appropriate aliquots of the cell suspension io new culture
vessels.

7. Incubate culiures at 37C.

Subcultivation Ratio: A subcullivation ratio of 1:3 o 16 is
recommended
Medium Renewal: 2 to 3 times per week

Freeze medium: Complete growth medium supplemented with 5%
{viv) DMSO
Storage temperature: liquid nitrogen vapor phase

29 hrs

Recommended medium (without the additional supplements or serum
described under ATCC Medium):ATCC 30-2003

recommended serumATCC 30-2020

purified DNAATCC HTB-22D

purified RNA:ATCC HTB-22R

0.25% (wiv) Trypsin - 0.53 mM EDTA in Hank' BSS (w/o Ca++,
Mg++):ATCC 30-2101

Cell culture tested DMSO:ATCC 4-X
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submilling an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement or, in certain cases, an MTA specified by the

depositing institution.

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Jap

for pricing information and to place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morpholaogy:

Source:

Permits/Forms:

Restrictions:

Isolation:

Applications:

Tumorigenic:

Antigen Expression:

DNA Profile (STR):

| of 3

HTB-77™

SK-OV-3 [SKOV-3]
G Trempe, LJ OId
"

frozen

See Propagation

adherent
Homo sapiens (human)

epithelial

Organ: ovary
Disease: adenocarcinoma
Derived from metastatic site: ascites

In addition to the MTA mentioned above, other ATCC and/or_regulatory
permits may be required for the transfer of this ATGC 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.

The cells are distributed for research purposes only. The Memorial
Sloan-Kettering Cancer Center releases the line subject to the
following: 1.) The cells or their products must not be distributed to
third parties. Commercial interests are the exclusive property of
Memorial Sloan-Kettering Cancer Center. 2.) Any proposed commercial
use of these cells must first be negotiated with The Director, Office of
Industrial Affairs, Memorial Sloan-Kettering Cancer Center, 1275 York
Avenue, New York, NY 10021: phone (212) 639-6181; FAX (212)
717-3439.

Isolation date: 1973

transfection host (Nucleofection technology from Lonza
Roche FUGENE® Transfection Reagents)

Yes
Blood Type B; Rh+

Amelogenin: X
CSF1PO: 11
D138317: 8,11
D16S539: 12
D55818: 11
D7S820: 13,14
THO1: 9,9.3
TPOX: 8,11
vWA: 17,18

an, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a |

Price:

Print this Page

$279.00

Related Links

»

NCBI Entrez Search

Frequently Asked Questions
Material Transfer Agreement
Technical Support

Related Cell Culture Products

Login Required
»

Product Information Sheet

2011/06/22 12:17 PM
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Cytogenetic Analysis:

Isoenzymes:

Age:
Gender:
Ethnicity:

Comments;

Propagation:

Subculturing:

Preservation:

Related Products:

http://www.atcc.org/ATCCAdvancedCatalogSearch/ProductDetai Is/t...

This is a hypodiploid human cell line. The modal chromosome number
was 43, cccurring in 63.3% of cells. The range was 42 to 45. The rate
of higher ploidies was 32%. The del{1)(q21),  der(13)t(1;7:13)
{(911;7:934), der(19)i(i1;?) (q12). del(10){g22) and 3 other marker
chromosomes were common to most cells, and 3 others were found
only in some cells. One N11 had the HSR segment from p11 to the
distal end. The normal N10, N12, N15, N17 and N19 were absent.
Others were either single or paired. There were from 1 to 6
rearranged and unassignable chromosomes. The X chromosome was
either single ar paired,

AK-1, 1
ES-D, 1
G6PD, B
GLO-I, 1.2
Me-2, 1
PGM1, 1.2
PGM3, 1

64 years
female
Caucasijan

SK-OV-3 cells are resistant to tumor necrosis factor and to severat
cytotoxic drugs including diphtheria toxin, cis-platinum and adriamycin.

ATCC complete growth medium: The base medium for this cell line
is ATCC-formulated McCoy's 5a Medium Modified, Catalog No.
30-2007. To make the complete growth medium, add the following
components to the bass medium: fetal bovine serum to a final
concentration of 10%.

Atmosgphere: air, 95%; carbon dioxide {CO2), 5%

Temperature: 37.0°C

Protocol:

1. Remove and discard culture medium.

2. Briefly rinse the cell layer with 0.25% (w/v) Trypsin- 0.53 mM
EDTA solution to remove a¥ ftraces of serum that contains
trypsin inhibitor.

3. Add 2.0 to 3.0 m! of Trypsin-EDTA solution o flask and observe

cells under an inverted microscepe until cell layer is dispersed
(usually within & to 15 minutes).
Note: To avoid clumping do not agitate the cells by hitting or
shaking the flask while waiting for the ceils to detach. Gells that
are difficull to detach may be placed at 37°C to facilitate
dispersal.

4. Add 6.0 to 80 m! of complete growth medium and aspirate cells
by geatly pipetting.

5. Add appropriate aliquots of the cell suspension to new culture
vessels.

B. Incubate cultures at 37°C.

SubcuMivation Ratio: A subcultivation ratio of 1:2 to 1:8 is
recommended
Medium Renewal: 2 to 3 times per week

Freeze medium: Complete growth medium supplemented with 5%
(viv) DMSO
Storage temperature: liquid nitrogen vapor phase

Recommended medium (without the additional supplements or serum
described under ATGCC Medium):ATCC 30-2007
recommended serum:ATCC 30-2020

20011/06/22 12:17 PM



ATCC: Catalog Search http://www.atcc.org/ATCCAdvancedCataiogSearch/ ProductDetails/1...

References; 21889: . Human tumor cells in vitro. New York: Plenum Press; 1975.
22536: Fogh J, et al. Absence of Hela cell contamination in 169 celf
lines derived from human tumors. J. Nali. Cancer Inst. 58: 209-214,
1977. PubMed: 833871
22539 Fogh J, et al. One hundred and twenty-seven cultured human
tumor cell lines producing tumors in nude mice. J. Natl. Cancer Inst.
59: 224-226, 1977. PubMed: 327080
23103: Morimote H, et al. Qvercoming tumor necrosis factor and drug
resistance of human tumor cell lines by combination treatment with
anti-Fas antibody and drugs or toxins. Cancer Res. 53 2591-2596,
1993. PubMed: 7684321
23478: Morimoto H, et al. Synergistic effect of tumor necrosis factor-
alpha- and diphtheria toxin- mediated cytotoxicity in sensitive and
resistant human ovarian tumor cell lines. J. Immunol. 147: 26809-26186,
1981, PubMed: 1918981
32281: Zhang X, et al. Microfilament depletion and circumvention of
multiple drug resistance by sphinxclides. Cancer Res, 57. 3751-3758,
1997, PubMed: 9288783
32456: Clinton GM, et al Estrogens increase the expression of
fibulin-1, an extracellular matrix protein secreted by human ovarian
cancer cells, Proc. MNatl, Acad. Sci. USA 93- 316-320, 1996. PubMed:
8552629
32530: Zhang X, Smith CD. Microtubule effects of welwistatin, a
cyanobacterial indolinone that circumvents multiple drug resistance.
Mol. Pharmacol. 49: 286-294, 1596, PubMed: 8632761
90272: Wiechen K, et al. Suppression of the c-erbB-2 gene product
decreases transformation abilites but not the profiferation and
secretion of proteases of SK-OV-3 ovarian cancer cells. Br. J. Cancer
81: 780-795, 1999. PubMed: 10555747
90273: Yu D, et al. Enhanced c-erbB-2/neu expression in human
ovarian cancer ceils correlates with more severe malignancy that can
be suppressed by E1A. Cancer Res. 53- 891-598, 1993. PubMed:
8084034
90274: Karlan BY, et al. Glucocorticoids stabitize HER-2/neu
messenger RNA in human epithelial ovarian carcinoma cells. Gyn. Onc.
53: 70-77, 1994, PubMed: 7909787

Retumn to Tep

Netices and Disclaimers

ATCC products are intended for labaratory research purposes only, unless noted otherwise. They are not intended for usa in humans.

While ATCC uses reasonable efforts 1o include acourate and up-lo-date informalion on this site, ATCC makes no warraniies or represenlalions as to ils accuracy. Citalions from
sclanlific literalure and patents are provided for informational purposes only. ATCC does not warrant that such informalion has been confirmed to be accurate

All prices are listed in U.S. doflars and are subject 1o change wilhaut notice. A discount off the current list price will be applied to most cultures for nonprofit inslitulions In the United
States. Cultures that are ordered as lest tubes or flasks will carry an additienal laboratory fee. Fees for permits, shipping. and handiing may apply.
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ATCC' . THE ESSENTIALS OF LIFE SCIENCE RESEARCH

ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and condilions of ATCC's Material Transfer Agreement or, in certain cases, an MTA specified by the
depositing institution

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.0.C. must contact a local distributor
for pricing information and to place an order for ATCC cultures and products.

Print this Page

Cell Biology

ATCC® Number: HTB-161™ | Order this Item | Price: $279.00

Designations: NIH:OVCAR-3 Related Links
Depositors: R Ozols, TC Hamilton .

Biosafely Level: 1

Shipped: frozen NCBI Entrez Search
Medium & Serum: See Propagation Cell Micrograph

Growth Properties: adherent

Organism: Homo sapiens (human) Make a Deposit
Morphology: epithelial Frequently Asked Questions

Material Transfer Agreement

Technical Support

Related Cell Culture Products

Login Required
Source: Organ: ovary

Disease: adenocarcinoma »
Cell Type: epithelial

Permits/Forms: In addition to the MTA mentioned above, other ATCC and/for 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.

Preduct _Information Sheet

Isolation: Isolation date: 1982

Applications: transfection host (Roche FUGENE® Transfection Reagents)

Receptors: androgen receptor, positive; estrogen receptor, positive; progesterone
receptor, positive

Tumorigenic: Yes

DNA Profile {STR): Amelogenin: X
CSF1PO: 11,12
D13S317: 12
D16S539: 12
D55818: 11,12
D7S5820: 10
THO1: 9,9.3
TPOX: 8
vWA: 17

1 of3 2011/06/22 12:20 PM
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Cytogenetic Analysis: The cell line is aneuploid human female, with chromosome counts in
the sub to near-tripleid range. Several normal chromosomes {(N11, N13,
N14, N15, N16, N17, and N22) are clearty under-represented. Many of
these missing chromosomes are represented in the large number of
cytogenetically altered chromosomes identified as marker
chromasomes. In addition to the marker chromosomes, there are a
large number of other structurally abnormal and unassignable
¢chromosomes that are not recognized as markers. Random loss and
gain of chromosomes from cell to cell are noted in the exact
chromosome counts and in the analysis of the karyotypes.

Isoenzymes; AK-1, 1
ES-D, 1
G6PD, B
GLO-I, 1
PGM1, 1
PGM3, 1
Age: 60 years
Gender: female
Ethnicity: Caucasian
Comments: The NIH:OVCAR-3 line was established in 1982 by T.C. Hamilton, et

al. from the malignant ascites of a patient with progressive
adenocarcinoma of the ovary.

Forms colenies in soft agar and has an abnormal karyotype.

Resistant to clinically relevant concentrations of adriamycin, melphalan
and cisplatin.

Both cultured cells and xenografts exhibit androgen and estregen
receptors.

Xenograft models have been used to show that treatment with 17 beta
estradiol can induce progesterone receptors in this human ovarian
carcinoma.

NIH:OVCAR-3 is an appropriate model system in which to study drug
resistance in ovarian cancer, and the presence of hormone receptors
should be useful for the evaluation of hormonal therapy.

Propagation: ATCC complete growth medium: The base medium for this cell line
is ATCC.formulated RPMI-1640 Medium, Catalog No. 30-2001. To
make the complete growth medium, add the folowing components to
the base medium: 0.01 mg/mi bovine insulin; fetal bovine serum to a
final concentration of 20%,

Temperature: 37.0°C
Atmosphere: air, 95%; carben dioxide {C0O2), 5%

Subcuituring: Protocol: Volumes used in this protacol are for 75 sq om flasks:
proportionally reduce or increase amount of dissociation medium for
culture vessets of other sizes.

Remove and discard culture medium.

+ Briefly rinse the cell fayer with Ca++/Mg++ free Dulbecco's
phosphate-buffered saline {D-PBS) or 0.25% (w/v) Trypsin -
0.53 mM EDTA solution to remove all traces of serum which
contains trypsin inhibitor,

Add 2.0 to 3.0 ml of Trypsin-EDTA salution o flask and observe
cells under an inverted microscope until cell layer js dispersed
{usually within 5 to 15 minutes).

Note: To avoid ¢lumping do not agitate the cells by hitting or
shaking the flask while waiting for the cells to detach. Celis that
are difficuit to detach may be placed at 37C to facilitate
dispersal.

Add 2.0 to 3.0 m! of complete growth medium and aspirate cells
by gently pipetting

Resuspend the cel pellet in fresh growth medium. Add
appropriate aliquots of the cell suspension to new culture
vessels.

« Incubate cultures at 37C.

Subcultivation Ratio: A subcultivation ratio of 112 to 114 i3
recommended
Medivm Renewal: Every 2 to 3 days

Preservation: Freeze medium: Complete growth medium, 95%: DMSO, 5%
Storage temperature: liguid nitrogen vapor temperature

Related Products: Recommended medium (without the additional supplements or serum
described under ATCC Medium):ATCC 30-2001
recommended serum:ATCC 30-2020

20f3 2011/06/22 12:20 PM
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References:

ATCC products are intended for laboratory research purposes only, unless noted otherwise. They are nct intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-|
scientific lileralure and palenls are provided for informaliona! pu

All prices ara listed in U.S. dollars and are subjecl to change without notice. A discount off the current list price wilt
States. Cultures [hat are ordered as tast lubes or flasks will carry an additional

Back to_my Search
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127: Hamilton TC, et al. Characterization of a human ovarian
carcinoma celf line (NIH:OVCAR-3) with androgen and estrogen
receptors. Cancer Res. 43: 5379-5389, 1983. PubMed: BGO4576

1128: Hamilten TC, et al, Induction of progesterone receptor with
t7beta-estradiol in human ovarian cancer. J. Clin. Endoerinol. Metab.
59: 561-563, 1984. PubMed: 6746867

22949: Rogan AM, et al. Reversal of adriamycin resistance by
verapamil in human ovarian cancer. Science 224: 994-996, 1984,
PubMed: 6372095

23051: Hamilton TC, et al. Charactesization of a xenograft model of
human ovarian carcinoma which produces ascites and intrazbdominal
carcinomatosis in mice. Cancer Res. 44: 5286-5290, 1984. PubMed:
6333272

23052: Green JA, et al. Potentiation of melphalan cytotoxicity in human
ovarian cancer cell lines by glutathione depletion. Cancer Res. 44:
5427-5431, 1984. PubMed: 6488184

23100 Caffrey PB, Frenkel GD. Selenite cytotoxicity in drug resistant
and nonresistant human ovarian tumor cells, Cancer Res. 52
4812-4816, 1992, PubMed: 1511444

23164: Hamilon TC, et al. Experimenta! model systems of ovarian
cancer: applications to the design and evaluation of new treatment
approaches. Semin. Oncol. 11: 285-298, 1984, PubMed: 6385258
23329: Godwin AK, et al. Righ resistance to cisplatin in human ovarian
cancer cell lines is associated with marked increase of glutathione
synthesis. Proc. Natl. Acad. Sci. USA 89: 3070-3074, 1992. PubMed:
1348364

32582: Chang K, Pastan |. Molecular cloning of mesothelin, a
differentiation antigen present on mesothelium, mesotheliomas, and
ovarian cancers. Proc. Natl. Acad. Sci. USA 93: 136-140, 1996,
PubMed: 8552591

32890: Omelyanenko V, et al. HPMA copolymer-anticancer
drug-OV-TL16 antibedy conjugates. . Processing in epithelial ovarian
carcinoma cells in vitro. Int. J. Cancer 75: 600-608, 1998. PubMed:
$486683

Return fo Top
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be applied 1o most cultures for nonprefit inslitutions in the United
laboratory fee. Faes for permits, shipping, and handling may apply.
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's

depositing institution

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Ja

for pricing information and to place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:
Designations:
Depositors:

Biosafety Level:
Shipped:

Medium & Serum:

Growth Properties:

Organism:

Morphology:

Source:

Permits/Forms:

Age:
Propagation:

CRL-1213™

FR (Q(.\-{- Dev v r- hfd\o\a S“\()
B Smith

1

frozen

See Propagation

adherent

Rattus norvegicus (rat)

fibroblast

Organ: skin
Strain: Sprague-Dawley
Disease: normal

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

18 days gestation

ATCC complete growth medium: The base medium for this cell line
is ATCC-formulated Eagle's Minimum Essential Medium, Catalog No.
30-2003. 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

Order this Ttem Price:

Material Transfer Agreement or, in certain cases, an MTA specified by the

pan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a local distributor

Print this Page

$429.00

Related Links

»
NCBI Entrez Search

Cell Micrograph

Make a Deposit *
Frequently Asked Questions

Material Transfer Agreement

Technical Support

Related Cell Culture Products

6/22/2011 11:21 AM
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Subculturing: Protocol:Volumes used in this protocol are for 75 sq cm flasks;
propertionally reduce or increase amount of dissociation medium for
culture vessels of other sizes.

1.

Remove and discard culture medium,

2. Briefly rinse the cell layer with Ca++/Mg++ free Duibeceo's

phosphate-buffered saline (D-PBS) or 0.25% (wiv) Trypsin -
0.53 mM EDTA solution to remove all traces of serum which
contains trypsin inhibitor.

3. Add 2.0 to 3.0 ml of Trypsin-EDTA solution to flask and

cbserve cells under an inverled microscope until cell layer is
dispersed (usually within 10 to 20 minutes).
MNote: To avoid clumping do not agitate the cells by hitting or
shaking the flask while waiting for the celfs to detach. Cells that
are difficult to detach may be placed at 37C to facilitate
dispersal.

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

5. Add appropriate aliquots of the cell suspension to new culture
vessels.

6. Incubate cultures at 37°C.

Subcultivation Ratio: A subcultivation ratio of 1:3 s
recommended
Medium Renewal: 2 to 3 times per week

Preservation: Freeze medium: Complete growth medium, 95%; DMSO, 5%

Storage temperature: liquid nitrogen vapor phase

Related Products: Recommended medium (without the additional supplements or serum
described under ATCC Medium):ATCC 30-2003
recommended serum:ATCC 30-2020
0.25% (wiv) Trypsin - 0.53mM EDTA in Hank's BSS (wio Ca++, Mg
++): ATCC 38-2101
Phasphate-buffered saline: ATCC 30-2200
Cell culture tested DMSO: ATCC 4-X

Notices and Disclaimers

ATCC produsts are intended for laboratory research purposes only, unless noted otherwise. They are not intended for use in humans,

While ATCC uses reasonable efforts to include accurate and u
scientific literature and patents are provided for informational p

Return fo Top

p-to-dats information on this site, ATCC makes no warranties or representations as to its accuracy. Citations from
urposes only. ATCC does not warrant that such information has been confirmed to be accurate.

All prices are listed in U.S. dollars and are subject to change without nofice. A discount off the current list price will be applied to mest cultures for nonprofit institutions in the United

States. Cultures that are ordered as test tubes or flasks will carry an additional laboratory fee. Fees for permits, shipping, and handling may apply.
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's

depositing institution.

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Ja

for pricing information and 1o place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:

Designations:
Depositors:
Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Permits/Forms:

Applications:
Tumorigenic:

Antigen Expression:
Cytogenetic Analysis:

Age:

1 of2

CCL-226™ Order this Item Price:

C3H/10T1/2, Clone 8
C Heidelberger

1

frozen

See Propagation
adherent

Mus musculus (mouse)
fibroblast

H

)

Strain: C3H
Organ: embryo

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

transfection host (Roche FUGENE® Transfection Reagents)
No

H-2k
Mouse karyotype with a modal number of 80 chromosomes.

embryo

Material Transfer Agreement or, in certain cases, an MTA specified by the

pan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a local distributor

Print this Page

$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
3

Product Information Sheet
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Comments:

Propagation:

Subculturing:

Preservation:

References:

Notices and Disclaimers

ATCC products are intended for laboratary research purposes only, unless roted atherwise. They are not intended for use in humans.

While ATCC uses reasonable sfforts to include accurate a
scientific literature and patents are provided for

Al prices are listed in U.S. dollars and are subject to change without notice. A discount off the current
States. Cultures that are orderecd as test tubes or flasks will carry an additional laboratory fee. Feas for

Back to my Search
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C3H/10T1/2, Clone 8 was isolated by C. Reznikoff, D. Brankow and C.
Heidelberger in 1972 from a line of C3H mouse embryo cells, [23019)
The cells are very sensitive to post confluence inhibition of cell
division, do not produce tumors in syngeneic mice, have no
background of spontanecus transformation, nor do they contain overt
endogenous transforming murine leukemia or sarcoma viruses. [22697]
The cells are contact sensitive.

There is no detectable background spontanaous transformation.

They are highly susceptiblfe to transformation by chemical agents,
[1208]

Tested and found negative for ectromelia virus (mousepox).

NOTE: THE INOCULATION DENSITY, FEEDING AND HARVESTING
SCHEDULES MUST BE FOLLOWED RIGIDLY IF THE LINE 1S TO
RETAIN ITS ESSENTIAL CHARACTERISTICS.

THE BATCH OF SERUM USED FOR GROWTH AND FCR
TRANSFORMATION  ASSAYS MAY  AFFECT BOTH THE
MORPHOLOGY OF THIS LINE AND THE RESULTS OBTAINED.
Monolayers established and maintained for the standard transformation
assay should be free of all foci after 8 weeks. 1208]

The donor recommends that the line be used between the 5th and
15th passages only.

ATCC complete growth medium: The base medium for this cell line
is Eagle's Basal medium with 2 mMm L-glutamine , 1.5 g/L sodium
bicarbonate and Earie's BSS. To make the complete growth medium,
add the following components to the base medium: heat-inactivated
fetal bovine serum to a final concentration of 10%.

Temperature: 37.0°C

Atmosphere: air, 95%; carbon dioxide (CO2), 5%

Protocol: Remove medium, and rinse with 0.25% trypsin, 0.53 mMm
EDTA solution. Remove the solution and add an additional 1 to 2 ml of
trypsin-EDTA solution. Allow the flask to sit at room temperature (or at
37C} until the cells detach. Add fresh cufture medium, aspirate and
dispense into new culture flasks, SUBCULTURE MUST BE DONE
BEFORE THE CULTURE REACHES CONFLUENCE.

Subcultivation Ratio: Seed new flasks at 2000 viable cellsisq om.
Medium Renewal: Once between subcultures if necessary

Freeze medium: Complete growth medium 95%,; DMSQ, 5%
Storage temperature: liquig notrogen vapor temperature

1208: Reznikoff CA, et al. Quantitative and qualitative studies of
chemical transformation of cloned C3H mouse embryo cells sensitive to
postconfluence inhibition of cell division. Cancer Res. 33: 3239-3249,
1873, PubMed: 4796800

1209: Terzaghi M, Little JB. Repair of potentiaily lethal radiation
damage in mammalian cells is associated with enhancement of
malignant transformation. Nature 253: 548-549, 1975, PubMed:
1167940

1210: Mondal §, Heidelberger G. Transformation of C3H/10T1/2 CLS
mouse embryo fibroblasts by ultraviolet irradiation and a phorbol ester,
Nature 260: 710-711, 1976. PubMed: 1264242

22440: Smith GJ, et al. Clonal analysis of the expression of multiple
transformation phenotypes and tumorigenicity by morphologicaily
transformed 10T1/2 cells. Cancer Res. 53: 500-508, 1993. PubMed;
8425183

22697: Rapp UR, et al Endogenous oncornaviruses in chemically
induced transformation. 1. Transformation independent of virus
production. Virology 65: 392-409, 1975. PubMed: 165619

23019. Reznikoff CA, et al. Establishment and characterization of a
cloned line of C3H mouse embryo cells sensitive to postconfluence
inhibition of division. Cancer Res. 33: 3231-3238, 1973. PubMeq:
4357355

33039: Jain MK, et al. Molecular cloning and characterization of
SmLiM, a developmentally requlated LIM  protein preferentially
expressed in aortic smooth muscle cells. J. Biol. Chem. 271:
10194-10198, 1996. PubMed: 8626582

nd up-to-date information on this site, ATCC makes no warranties or representatj
informational purposes only. ATCC does not warrant that such information has bean confir
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ist price will be applied to most cuitures for nenprefit institutions in the United
permits, shipping, and hzndling may apply.
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ATCC Advanced Catalog Search » Product Details

Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's

depositing institution.

Material Transfer Agreement or, in certain cases, an MTA specified by the

Customers in Europe, Australia, Canada, China, Hong Kong, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.O.C. must contact a local distributor
for pricing information and to place an order for ATCC cultures and products.

Cell Biology
ATCC® Number:
Designations:

Depositors:

Biosafety Level:
Shipped:

Medium & Serum:
Growth Properties:
Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Applications:

Receptors:

Antigen Expression:

Age:
Gender:

Comments:

TIB-71™ Order this Item Price:

RAW 264.7

WC Raschke

2

frozen

See Propagation
adherent

Mus musculus (mouse)

monocyte/macrophage

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 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.

Biological response [92560]
transfection host (Roche FUGENE® 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-), la
(la-) 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 MulLV helper virus used in the original virus inoculum.
The cells also express polytropic MuLV, unsurprisingly based on the
mouse passage history of the virus stocks [ PubMed 18177500].
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$279.00

Related Links
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Cell Micrograph
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Technical Support
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Pr: ation:

Subculturing:

Preservation:

Related Products:

References:

ATCC products are intended for laboratory research purposes only, unfess noted otherwise. They are not intended for use in humans.

While ATCC uses reasonable efforts to include accurate and up-te-date inform ati
scientific literature and patents are provided for informational purposes only, ATC

http://www.atcc.org/ATCCAdvancedCatalogSearch/PmductDetaiIs/t...

ATGC 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 megium, add the following
companents to the base medium fetal bovine serum to a final
concentration of 10%.

Atmosphere: air, 95%,; carbon dioxide (CO2), 5%

Temperature: 37.0°C

Protocol: Subcultures are prepared by scraping.

For a 75 cm2 flask, remove all but 10 ml culture medium (adjust
amount accordingly for other culture vessels). Dislodge cells from the
flask substrate with a cell scraper, aspirate and add appropriate
aliquots of the cell suspension inta new culture vessels,
Subcultivation Ratio: A subcultivation ratio of 1:3 to 16 is
recommended

Medium Renewal: Replace or add medium every 2 {o 3 days,

Freeze medium: Complete growth medium supplemented with 5%
(viv) DMSO
Storage temperatura: liquid nitrogen vapor phase

Recommended medium (without the additional supplements or serum
described under ATCC Medium)}ATCC 30-2002
recommended serumATCC 30-2020

1135: Ralph P, Nakoinz I. Antibody-dependent killing of erythrocyte and
tumor targets by macrophage-related cell lines: enhancement by PPD
and LPS. J. Immunol. 119: 950-954, 1977. PubMed: 894031

1207: Raschke WC, et al. Functional macrophage cell lines
transformed by Abelson leukemia virus. Cell 15 261-287, 14978.
PubMed: 212198

32443; Denlinger LC, et al. Regulation of inducible nitric oxide
synthase expression by macrophage purinorecepiors and calcium. J.
Biol. Chem. 271: 337-342, 1996. PubMed: 8550583

32466. Hambleton J, et al. Activation of c-Jun N-terminal kinase in
bacterial lipopolysaccharide-stimulated macrophages. Proc. Natl. Acad.
Sci. USA 93: 2774-2778, 1996. PubMed: 8510116

32553: Taylor GA, et al. ldentification of anovel GTPase, the inducibly
expresed GTPase, that accumulates in response to interferon gamma.
J. Biol. Chem. 271: 20399-20405, 1996. PubMed: 8702778

32801; Li YM, et al. Molecular identity and celfular distribution of
advanced glycation endproduct feceptors: relationship of p60 to
OST-48 and p90 to 80K-H membrane proteins. Proc. Natl. Acad. Sci.
USA 83: 11047-11052, 1996. PubMed: 8855306

33046: Panneerselvam K, Freeze HH. Mannose enters mammalian
cells using a specific transporter that is insensitive to glucose. J. Biol.
Chem. 271: 9417-9421, 1996. PubMed: 8621809

33076: Lokuta MA, et al. Mechanisms of murine RANTES chemokine
gene induction by newcatle disease virus, J. Biol. Chem. 271
13731-13738, 1996, PubMed: 8682857

33162: Taylor MF, et al In vitro efficacy of morpholine-modified
antisense oligomers directed against tumor necrosis factor-alpha
mRNA, J. Biol. Chem. 271: 17445-17452, 1996, PubMed: 8663413
92560: Standard Practice for Testing for Biological Responses to
Particles in Vitro. West Conshohocken, PAASTM International ASTM
Standard Test Method F 1903-98R03.

18173094: Harlley JW, et a.. Expression of infectious murine leukemia
viruses by RAW264.7 cells, a potential complication for studies with a
widely used mouse macrophage cell fine. Retrovirology. 4: 5:1, 2008,
PubMed 18177500,
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Product Description

Before submitling an order you will be asked to read and accept the terms and conditions of ATCC's

depositing institution.

Customers in Europe, Australia, Canada, China, Hong Keng, India, Israel, Japan, Korea,

for pricing information and to place an order for ATCC cultures and products

Cell Biology
ATCC® Number:
Designations:
Depositors:

Biosafety Level:
Shipped:

Medium & Serum:

Growth Properties:

Organism:

Morphology:

Source:

Cellular Products:

Permits/Forms:

Isolation:

Receptors:

CRL-2192™

NR8383 [AgC11x3A, NR8383.1]
RJ Helmke

1

frozen

See Propagation

mixed, adherent and suspension
Rattus norvegicus (rat)

macrophage

i

Strain: Sprague-Dawley

Organ: lung

Disease: normal

Cell Type: macrophage (alveolar);

transforming growth factor beta (TGF beta); interleukin 1 (IL-1);
interleukin 6 (IL-6)

In addition to the MTA mentioned above, other ATCC andfor 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: August 3, 1983
Fc

Order this Item Price:

Malerial Transfer Agreement or, in certain cases, an MTA specified by the

Macau, Mexico, New Zealand, Singapore, and Taiwan, R.0.C. must contact a local distributar

Print this Page

$279.00
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Comments:

Propagation:

Subculturing;

Preservation:

Related Products:

References:

Notices and Disclaimers

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

NR8383 (normal rat, August 3, 1983} was established from normal rat
alveolar macrophage cells obtained by lung lavage,

The cells were cultured in the presence of gerbil lung cell conditioned
medium for approximately & to 9 months.

Subsequently the requirement for exogenous growth factors was lost.
NR8383 cells were cloned and subcloned from single cells by limiting
dilution, and then subcloned from soft agar three times.

The cells exhibit characieristics of macrophage cells:

Phagoeytosis of zymosan and Pseudomonas aeruginosa, nonspecific
esterase activity, Fc receptors, oxidative burst,IL-1, TNF beta and IL-6
secretion, and replicative response to exogenous growth factors.

The cells respond to appropriate microbial, particulate or soluble
stimuli with phagecytosis and killing.

NRB8383 cells respond to bleomycin by secreting latent transforming
growth factor (TGF beta).

Stimulation with bleomycin also increases TGF bata mMRNA expression.
These cells are sensitive 1o endotoxin,

LPS levels of 1 to 10 ng/ml inhibit replication by 50%.

LPS inhibition is nontoxic and reversible even after levels up to 0.001
mg/ml for extended periods.

The NR8383 cell line provides a homogenous source of highly
responsive alveolar macarophages which can be used in vitro to study
macrophage related activities.

ATGC complete growth medium: Ham's F12K medium with 2 mh
L-glutamine adjusted to contain 1.5 g/L sodium bicarbonate, B5%; heat
inactivated fetal bovine serum, 15%

Temperature: 37.0°C

Protocol: Cultures can be raintained by transferring floating cells to
additional flasks. Adherent cells may be harvested by scraping. Upon
reseeding, about one half of the cells will re-attach. Cultures are most
successful when set up at a floating cell concentration of 1 to 4 X 10
exp5 viable cells/ml.

Medium Renewal: Two to three times weekly

Freeze medium: Complete growth medium, 85%: DMSO, 5%
Storage temperature: liquid nitrogen vapor phase

Recommended medium (without the additional supplements or serum
described under ATCC Medium):ATCC 30-2004
purified RNA:ATCC CRL-2192R

22180: Hidalgo HA, et al. Pneumocystis carinii induces an oxidative
burst in alveolar macrophages. Infect, Immun. 60: 1-7, 1992. PubMed:
1729174

22316: Helmke RJ, et al. A continuous alveolar macrophage cell line:
comparisons with freshly derived alveolar macrophages, In Vitro Cell,
Dev. Biol. 25: 44-48, 1989. PubMed: 2914814

22874: Helmke RJ, et al. From growth factor dependence to growth
factor responsiveness: the genesis of an alveolar macrophage cell line.
In Vitro Cell. Dev. Biol. 23: 567-574, 1987. PubMed: 3497918

22848: Limper AH, Standing JE. Vitronectin interacts with Candida
albicans and augments organism attachment to the NR8383
macraphage cell line. Immunol. Lett. 42: 139-144, 1984. PubMed:
7534269

22870: Hidalgo HA, et al. The effects of cyclosporine  and
dexamethasone on an alveolar macrophage cell line (NR8383).
Transplantation 53: B20-623, 1992. PubMed; 1549855

23173: Denholm EM, Rollins SM. Expression and secretion of
transforming growth factor-beta by bleomycin-stimulated rat alvectar
macrophages. Am. J, Physiol. 264 L36-1L.42, 1993. PubMad: 7679254
23190: Krieg DP, et al. Resistance of mucoid Pseudomonas
aeruginosa to nonopsonic phagocytosis by alveolar macrophages in
vitro. Infect. Immun. 56: 3173-3169, 1988, PubMed: 3141284

23369: Sherman MP, et al. Pyrrolidine dithiocarbamate inhibits
induction of nitric oxide synthase activity in rat alveolar macrophages.
Biochem. Biophys. Res. Commun. 191: 1301.1308, 1993. PubMed:
7682068

23484: Griscavage JM, et al. Inducible nitric oxide synthase from a rat
alveolar macrophage cell line is inhibited by nitric oxide. J. Immunol.
151: 8329-6337, 1993. PubMed: 7504047

23566: Henderson SA, et al. Nitric oxide reduces early growth
response-1 gene expression in rat lung macrophages treated with
interferon-gamma  and  lipopolysaccharide. J. Biol. Chem. 269:
25239-25242, 1094, PubMed: 7523382

36466: Huang S, et al. Rat KC cDNA cloning and mRNA expression in
lung macrophages and fibroblasts. Biochem Biophys. Res. Commun.
184: 922-829, 1892, PubMed: 1374243
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Product Description

Before submitting an order you will be asked to read and accept the terms and conditions of ATCC's Material Transfer Agreement or, in certain cases, an MTA specified by the
depositing institution

Cuslomers in Europe, Australia, Canada, China, Hong Keng, India, Israel, Japan, Korea, Macau, Mexico, New Zealand, Singapore, and Taiwan, R.0.C. must contact a local distributor
for pricing information and to place an order for ATCC cultures and products,
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Cell Biology

ATCC® Number: CRL-2808™  Order this Item Price: $338.00

Designations: WM1552C [Part of the Wistar Special Collection] Related Links
Depositors: M Herlyn .

Biosafety Level: 1

Shipped: frozen NCBI Entrez Search
Medium & Serum: See Propagation Cell Micrograph

Growth Properties: adherent

Organism: Homo sapiens (human) Make a Deposit
Morphology: Spindle-shaped Frequently Asked Questions

" Material Transfer Agreement

f- Technical Support

Source: Organ: skin
Tumor Stage: stage 37
Disease: primary superficial spreading melanoma (SSM) (radial
growth phase (RGP)/vertical growth phase (VGP))

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

Restrictions: Distribution of this cell line is governed by the Wistar Special
Collection Material Transfer Agreement.

Isolation: Isolation date: February 8, 1988

Tumorigenic: Yes

Age: 72 years

Gender: male

Comments: The WM1552C line was established from a primary superficial

spreading melanoma (SSM) in radial growth phase (RGP)/vertical
growth phase (VGP) from the buttocks of a patient on 02/08/88.

Propagation: ATCC complete growth medium: 2% Tumor Medium (Tu2%)
containing a 4:1 mixture of MCDB 153 medium with 1.5 g/L sodium
bicarbonate and Leibovitz’s L-15 medium with 2 mM L-glutamine
supplemented with 0.005 mg/ml bovine insulin, 1.68 mM CaCl2, and
2% fetal bovine serum.

Atmosphere: air, 95%; carbon dioxide (CO2), 5%
Temperature; 37.0°C

1of2 22/06/2011 2:24 PM
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Subculturing:

Preservation;

Doubling Time:
Related Products:

References;

Notices and Disclairers

ATCC products are intended for laboratory research purpcses only, unless noted otherwise. They are nat

While ATCC uses reascnable efforts to include accurate and up-to-date information on this site, ATCC makes no warranties or
scientific literature and patents are provided for informaticnal purposes only. ATGC does not

All prices are listed in U.S. dollars and are subj
States. Cultures thal are ordered as test tubes

Back to my Search

hetp:/fwww atcc.org/ ATCCAdvancedCatalogSearch/ProductDetails/t...

Protocol;

1. Remove and discard culture medium.

2. Briefly rinse the cell layer with 0.25% (wiv) Trypsin- 0.53 mM
EOTA solution to remove all fraces of serum that contains
trypsin inhibitor.

3 Add 2.0 to 3.0 ml of Trypsin-EDTA solution to fiask and

observe cells under an inverted microscope until cell layer is
dispersed {usually within 5 to 15 minutes).
Note: To aveoid clumping do not agitate the ceils by hitting or
shaking the flask white waiting for the cells to detach. Celis that
are difficull to detach may be placed at 37°C to facilitate
dispersal.

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

5. Add appropriate aliquots of the cell suspension to new cultyre
vessels.

An inoculum of 5 X 10(3) to 7 X 10(3) viable cells/icm2 is
recommended. .
6. Incubate cuitures at 37°C.

interval: Maintain cultures al a cell concentration between 1 X 10(4)
and 7 X 10(4) cells/cm2

Subcultivation Ratio: A subcultivation of 1:3 1o 1:4 is recommended
Medium Rerewal: Two to three times weekly

Freeze medium: Complete growth medium supplemented with an
additional 8% fetal bovine serum and 5% (viv) DMSO
Storage temperature: liquid nitrogen vapor phase

42 hours
recommended serum:ATCC 30-2020

89402: Hsu MY, et alMelanoma: The Wistar (WM} melanoma cell
lines/n: Hsu MY, et alHuman Cell Culture1Great BritainKluwer
Academic Publishers259-274, 1999

89403 Satyamoorthy K, et al. Melanoma cell lines from different
stages of progression and their biological and molecular analyses.
Melanoma Res. 7: §35-542, 1997. PubMed: 9578415
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