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EU bans sale of all animal-tested cosmetics

A complete ban on the sale of cosmetics
developed through animal testing has taken
effect in the EU.

The ban applies to all new cosmetics and their
ingredients sold in the EU, regardless of where in
the world testing on animals was carried out.

The 27 EU countries have had a ban on such
tests in place since 2009. But the EU
Commission is now asking the EU's trading
partners to do the same.

The search for alternatives to animal testing goes on

Related Stories
Animal rights lobbyists said EU officials had "listened to the people".

UK retains strict

The anti-vivisection group BUAV and the European Coalition to End :
animal test law

Animal Exnaeriments (FCEAFEF) =aid thev had snent more than 20 vears
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Relationships between log P values in excised human cadaver skin and log P values in
cultured skin models. (a): LSE-high versus excised human cadaver skin, (b): EpiDerm
versus excised human cadaver skin, (c): Vitrolife-skin versus excised human cadaver
skin, (d): Neoderm-E versus excised human cadaver skin, (e): LabCyte EPI-model
versus excised human cadaver skin, and (f): Episkin versus excised human cadaver skin.
Each point represents the mean =+ S.E. (n=4-6).
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REEN
BE5LT-
OECDODTG
(2011)

D

BIVBRIZS

SR CORROSITEX Skin Corrosivity Test
EpiSkin Skin Corrosivity Test
EpiDerm Skin Corrosivity Test
Rat TER Skin Corrosivity Test
RZ e R A TR In vitro reconstructed human epidermis (RhE) test
methods, EpiDerm, EPISKIN, SkinEthic
e EaER 373 NRU Phototoxicity Test
AR R AUBR Bovine Corneal Opacity and Permeability (BCOP)
Test Method
Isolated Chicken Eye (ICE) Test Method
R E R Updated Murine local lymph node assay (LLNA) for
skin sensitization (20% EN¥JEXH)
Nonradioactive LLNA protocol (LLNA: BrdU-ELISA)
Nonradioactive LLNA protocol, LLNA:DA
Hog5EMER  |Up and Down Procedure (UDP)
Fixed Dose Procedure (FDP)
Acute Toxic Class Method (ATC)
Acute inhalation toxicity
Inhalation toxicity - acute toxic class method
NN <ELAZ  |Stably transfected human estrogen receptor-o
J—-—>7 transcriptional activation assay for detection of

estrogenic agonist-activity of chemicals

H295R Steroidogenesis Assay

V=R

In vitro micronucleus test

Transgenic rodent in vivo gene mutation assays.

i R IMUN G BR

Skin Absorption: In Vitro Method

19



20128 KU 20134F (I LT-OECD TG

Lead International
Country acceptance

BG1Luc Estrogen Receptor Transactivation Test Method USA
for Identifying Estrogen Receptor Agonists and
Antagonists
Performance-Based Test Guideline for Stably Transfected USA & Japan
Transactivation In Vitro Assays to Detect Estrogen
Receptor AgonistsTest
Fluorescein Leakage (FL) test method EU
Use of anesthetics, analgesics, and humane endpoints for USA
routine use in the TG 405
In vitro skin irritation testing including LabCyte EPI-Model Japan
Bovine Corneal Opacity and Permeability (BCOP) Test USA & EU
Method
Isolated Chicken Eye (ICE) Test Method Netherland
In vitro skin corrosion: reconstructed human epidermis EU
(RHE) test method
In vitro skin corrosion: reconstructed human epidermis EU

(RHE) test method

OECD TG 457 (2012)

OECD updated TG 455
(2012)

OECD TG 460 (2012)

OECD updated TG 405
(2012)

OECD TG updated 439
(2013)

OECD TG updated437
(2013)

OECD TG updated438
(2013)

OECDTG Updated 431
(2013)

OECDTG Updated 431
(2013)



JaCVAMMD AL IZE 5 LT=OECDT AN AR ALY

JaCVAMMD X #E
* No. 442a: Skin Sensitisation: Local Lymph Node Assay Non-RI method
(LLNA:DA)

* No. 442b: Skin Sensitisation: Local Lymph Node Assay Non-RI
method (LLNA:BrdU-ELISA)

- _No0.455:The Stable Trasfected Human Estrogen Receptor-alpha
Transcriptional Activation Assay for Detection of Estrogenic Agonist-
Activity of Chemicals

« TG439: Skin irritation assay using LabCyte EPI-MODEL24

JaCVAMA KB
 No. 429: Updated Skin Sensitisation: Local Lymph Node Assay

 No. 437 Bovine Corneal Opacity and permeability Test Methods for
ldentifying Ocular Corrosives and Severe Irritants

 No. 438 Isolated Chicken Eye Test Methods for Identifying Ocular
Corrosives and Severe Irritants

« No0.439 Invitro skin Irritation assay

« No0.457 BG1Luc ER TA Assay for Detection of Estrogenic Agonist-
and antagonist Activity of Chemicals

NO.460 Fluorescein leakage (FL) Test Methods for Identifying
Ocular Corrosives and Severe Irritants


http://lysander.sourceoecd.org/vl=3197231/cl=11/nw=1/rpsv/ij/oecdjournals/1607310x/v1n4/s29/p1
http://lysander.sourceoecd.org/vl=3197231/cl=11/nw=1/rpsv/ij/oecdjournals/1607310x/v1n4/s29/p1
http://lysander.sourceoecd.org/vl=3197231/cl=11/nw=1/rpsv/ij/oecdjournals/1607310x/v1n4/s29/p1

Table with Internationally Accepted Alternative Test Methods for Cosmetic

Products/Ingredients Safety Testing, successfully worked upon by ICATM

Method

International Acceptance

Dermal Corrosivity Test Methods

CORROSITEX Skin Corrosivity Test

OECD TG 435 (2006)

EpiSkin Skin Corrosivity Test. EpiSkin, EpiDerm,

QECD TG 431 (2004)

Rat TER Skin Corrosivity Test

OECD TG 430 (2004)

Dermal Irritation Tes

t Methods

In vitro reconstructed human epidermis (RhE) test

methods
EpiDerm; EPISKIN; SkinEthic

OECD TG 439 ( 2010)

Dermal penetration Test Methods

Skin Absorption: In Vitro Method

OECD TG 428 (2004)

Phototoxicity Test Methods

373 NRU Phototoxicity Test

OECD TG 432 (2004)

Ocular Toxicity Test Methods

Bovine Comeal Opacity and Permeability (BCOP) Test
Method for identification
of ocular corrosives and severe irritants

OECD TG 437 (2009)

Isolated Chicken Eye
(ICE) Test Method

OECD TG 438 (2009)

Fluorescein Leakage Test Method for Identifying
Ocular Corrosives and Severe Irritants

QECD TG 460 (2012)

Use of histopathology as an additional endpoint in
Ocular safety testing

OECD Guidance Document 160 (2011)

22



Table with Internationally Accepted Alternative Test Methods for Cosmetic

Products/Ingredients Safety Testing, succe

ot

ssfully worked upon by ICATM

Acute Toxicity Tests

In Vitro cytotoxicity test methods for estimating starting
doses for acute oral systemic toxicity tests

OECD Guidance document 129 (2010)

Endocrine Disruptor Test Methods

Performance-Based Test for Stably Transfected
Transactivation In Vitro Assays to Detect Estrogen
Receptor Agonists

OECD TG 455 (2012)

H295R Steroidogenesis Assay

OECD TG456 (2011)

BG1Luc Estrogen Receptor Transactivation Test
Method for Identifying Estrogen Receptor Agonists and
Antagonists

OECD TG 457 (2012)

Genetic Toxicity Tes

t Methods

Bactenal Reverse Mutation Test

OECD TG471 (1997)

In vitro Mammalian Chromosome Aberration Test

OECD TG473 (1997)

In vitro Mammalian Cell Gene Mutation Test

OECD TG476 (1997)

In Vitro micronucleus Test

OECD TG 487 (2010)
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124
Vo] EVBRIE

FERE 45 [Reconstructed human epidermis (RHE) test
method , EpiDerm, EPISKIN, SkinEthic, epiCS
Transcutaneous Electrical Resistance Test

_ Method (TER)

RZERIEAEEER |In vitro reconstructed human epidermis (RhE)
test methods, EpiDerm, EPISKIN, SkinEthic,
LabCyte EPI-MODEL

HERIESEEE%  [Bovine Corneal Opacity and Permeability

(BCOP) Test Method

Isolated Chicken Eye (ICE) Test Method




OECD/OCDE 437

Adopted:
26 July 2013

OECD GUIDELINES FOR THE TESTING OF CHEMICALS

Eovine Corneal Opacity and Permeability Test Method for Identifving i) Chemicals Inducing Serious

Eve Damage and ii) Chemicals Not Requiring Classification for Eve Irritation or Serious Eve
Damage

OECD/OCDE 438

Adopted:
26 July 2013

OECD GUIDELINES FOR THE TESTING OF CHEMICALS

Isolated Chicken Eve Test Method for Identifving i) Chemicals Inducing Serious Eve Damage
and ii) Chemicals Not Requiring Classification for Eve Irritation or Serious Eve Damage

25



OECD/OCDE

431

Adopted:
26 July 2013

OECD GUIDELINES FOR THE TESTING OF CHEMICALS

In vitre skin corrosion: reconstructed human epidermis (RHE) test method

Table 3: QC baich release criteria

Lower acceptance limit

Upper acceptance limit

EpiSkin™ (SM)
{18 hours treatment with
SDS)(35)

Ing =1.0 ]l'lgIII]_

ICy=30 Illgﬂ:l.L

EpiDerm™! SCT (EPI-200)
(1% Trton X-100)(36)

ET;; =410 hours

EI;.: = 8.7 hours

SkinEthic™ RHE ETs=4.0 hours ETs5y=10.0 hours
(1% Toton X-1000(37)
eptCS®(1% Tnton X-100)(38) ETsp=2.0 hours ETs5y= 7.0 hours




OECD/OCDE 439

Adopted:
22 July 2010

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

I Virro Skan Irritation: Reconstructed Human Epidermis Test Method

4. There are three wvalidated test methods that adhere to this Test Guideline. Prevalidation.
optimmsation and validation studies have been completed for an in vifre test method (10) (11) (12) (13) (14)
(13) (16) (17) (18) (19) (20). using a RhE model. commercially available as EpiSkin™ (designated the
Validated Reference Method — VEM). Two other commercially available in vitro skin irntation RhE test
methods have shown similar results to the VEM according to PS-based validation (21). and these are the
EpiDerm™ SIT (EPI-200) and the SkinEthic™ RHE test methods (22).

EpiDerm Tissue Model

EpiSkin .


http://www.skinethic.com/EPISKIN.asp

OECD/OCDE

439

Adopted:
26 July 2013

OECD GUIDELINES FOR THE TESTING OF CHEMICALS

In Vitreo Skin Inrritation: Reconstructed Human Epiderinis Test Method

Table 3: QC batch release criteria of the test methods included in this TG

Lower acceptance limit

Upper acceptance limit

EpiSkin™" (SM)
(18 hours treatment with SDS) (27)

ICs5=1.0 mg/ml

ICso = 3.0 mg/ml

EpiDerm™ SIT (EPI-200) ETso= 4.0 hr ETs;=8.7 hr
(1% Triton X-100) (28)
SkinEthic™ RHE ETso=4.0 hr ETso= 10.0 hr

(1% Triton X-100) (29)

LabCyte EPI-MODEL24 SIT
(18 hours treatment with SDS) (40)

IC55=1.4 mg/ml

IC50 = 4.0 mg/ml




Episkin Protocol

Timetable
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/ Treatment for 15m1n Post-incubation for 42hr
Pre- mcubatlon
Wash out

MTT assay

Viability

Formazan production
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soELF Uk EpiSkin™, EpiDerm™ (EPI-  EpiSkin. SkinEthcs.
200) , SkinEthic™ RHE1, EpiDerm. LabCyte-Epi
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ECVAM-LED VALIDATION STUDIES — EYE IRRITATION (EIVS)

Objective: stand-alone test methods to identify chemicals not
classified as eye irritant under GHS for use in a bottom-up testing

strategy
Test systems: EpiOcular™ EIT and SkinEthic™ HCE
Status:
— 104 chemicals selected and undergoing testing in 3 laboratories
— Testing phase not finished yet, additional tests needed

— Analysis of data thereafter, Validation Report possibly to ESAC for
peer review in March 2014

Note: The test methods are not intended to differentiate between GHS Category 1
(irreversible effects) and 2A-B (reversible effects). This differentiation would be
left to another tier of the Bottom-up/Top-down testing strategy (ECVAM
Workshop 2005; Scott et al., 2009).
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Background- 1 : Collagen vitrigel membrane (CVM)

A new material compesed of high density collagen 5 2 -
Easyhanding i tweezers

3

»

Collagen vitrigel [Sustained release] [Permeability of bioactive agents]

L “'ﬂ 4 f.

&2 .
"«.’ .

Collagen vitrigel _

- ® ® ® ® ® ® ® ® ® o o

Drug delivery . Paracrine interaction

Takezawa T,ef al, Cell Transplantation, 13: 463-473, 2004 Takezawa T,ef a/, Cell Tissues Organs, 185: 237-4241, 2007
Takezawa T,ef al, Tissue Engineering, 13: 1357-1366, 2007 Takezawa T,ef al, Yakugaku Zasshi, 130: 565-574, 2010
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THP—-1 cells

CVM chamber ] (5 x 10%)
e 12—well plate

Medium 1ml

48 hr
Test chemicals J

A

l 24 hr

/
) o

WST-8 assay Cytokine measurement

Fig.1 Vitrigel-SST model



A 2-tiered approach for identification and 3rsmc

3Rs Managrment

classification of skin sensitizers

NCTC2544/IL-18:

Chemicals
| | | * Identification of contact »30 chemicals tested
Tier1; " P »WLR: >95%
NCTC2544 | ” " " " " ‘ sensitizers in 'I"lEfl »Transferable
-IL-18 expression »BLR: >95%
Viabiity (MTT) A . Q7Y :
BRI »Accuracy: 97% (labeling)
L-1e (ELISA
-Gt'eertia:rr-ar‘rc:lers?
T - Identification of potency RHE potency test:
Epriomnal sensitizer - A
el ————— of sensitizers in Tier 2 +16 chemicals tested
A -EC50, MTT >WLR: >95%
Oy L, A T AW - IL'].U. Expres-'s'on » Transferable
»BLR: >95%
l Viabity (MTT) K »Concordancy: 92% (classification)
-[L-1z (ELISA) I icti )
-O';he.rtlaiaﬂzjers? _Ew_d@'oﬂ—"g’

Assessed by Cosmetics Europe
» 10 coded compounds



GENOTOXICITY; COLIPA-led validation study

Study Objective:

Pre-validate the micronucleus test and the comet assay in

reconstructed human epidermis models (ECVAM involved

In steering committee, sponsoring one lab & statistical
support)

Test System: EpiDerm™

State of play:
* Testing phase finished in 2013
* Analysis of data ongoing
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Japanese Center for the Validation of Alternative Methods

Office . New Testing Method Asseszment, Division of Pharmacology,

CVAM Mational Biological Safety Research Center (NBSRC),
Mational Institute of Health Sciences (MIHS)

BEE - - English- GOu Jg[i.f O wwew @ jacvam.jp

v VYV vV 9 ©

AbnutJaC‘-MM Lpdate on JaCWVAM ﬂu::ademlc: an:twltles Submission of Alternative  International Cooperation

HERER DY M ED TS UVELT-

Policy and Mission: JaCVAM's policy and mission is to promote the 3Rs in animal experiments for the
evaluation of chemical substance safety in Japan and establish guidelines for new alternative experimental

methods through international collaboration.

the 3Rs in animal experiments—Reduction (of animal use)
Refinement (to lessen pain or distress and to enhance animal well-being)

Replacement (of an animal test with one that uses non-animal systems or phylo-genetically

lower species)
(OECD GD34)
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