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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

animmal toet |awr

The anti-vivisection group BUAV and the European Coalition to End
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Govt bans cosmetic companies from testing on animals
Jan 23, 2014 THE TIMES OF INDIA
http/timesofindiaindiatimes.com/city/mumbai/Govi-bans-
cosmetic-companies-from-testing-on-animals/articleshow/2922501 7.cms
Vietnam takes strides to replacing animal testing in cosmetics with CFl grant
Mar 28, 2013 CosmeticsDesign-Asia.com
http/Awww.cosmeticsdesign-asia.com/Regulation-
Safety/Vietnam-takes-strides-to-replacing-animal-testing-in-cosmetics-with-CFl-grant
India to ban import of animal-tested cosmectics
May 11,2014 DECCAN Chronicle
http/iwww.deccanchronicle.corn/140511 /nation-current-
affairs/article/india-ban-import-animal-tested-casmectics
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JCIA safety evaluation guidance
(2015)

PCPC safety evaluation guideline
(2014)

Cosmetic Europe, COLIPA
guideline(2004)

Single dose toxicity

Oral toxicity

Acute toxicity (oral or inhalation)

Repeat dose toxicity

Dermal toxicity

Sub-chronic toxicity (oral or
inhalation)

Inhalation toxicity

Primary skin irritation

Primary dermal irritation

Dermal irritation

Cumulative skin irritation

Skin sensitization

Dermal sensitization

Skin sensitization

Phtotoxicity

Phtotoxicity& Photoallegy

Phtotoxicity

Photosensitization

Ocular irritation

Eye irritation

Eye irritation

Genotoxicity

Genotoxicity

Mutagenicity

Human patch test

Controlled use studies in human

Human data

Toxicokinetics

Mucous membrane irritation

Mucous membrane irritation

Skin absorption

Skin absorption

Dermal absorption

Reproductive and
developmental toxicity

Reproductive and developmental
toxicity

Reproductive toxicity,
Carcinogenecity,

Additional genotoxicity
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OECD/OCDE 404

Adopted:
28 July 2015

OECD GUIDELINE FOR TESTING OF CHEMICALS

Acute Dermal Irritation/Corrosion

406

Adopted:
17.07.92

OECD GUIDELINE FOR TESTING OF CHEMICALS

Adopted by the Council on 17" July 1992

Skin Sensitisation



OECD/OCDE 429

Adopted:
22 July 2010

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

Skin Sensitization: Local Lymph Node Assay

OECD/OCDE 442 A

Adopted:
22 July 2010

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

Skin Sensitization: Local Lymph Node Assay: DA

OECD/OCDE 442 B

Adopted:
22 July 2010

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

Skin Sensitization: L.ocal Lymph Node Assayv: BrdU-ELISA




OECD/OCDE 405

Adopted:
2 October 2012

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

Acute Eve Inritation/Corrosion

OECD/OCDE 427

Adopted :
13 April 2004

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

Skin Absorption: in vive Method
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A global outreach

& - OECD Member Countries (34)

- Countries/Economies Engaged in Working
Relationships with the OECD




APPLY INTEGRATED APPROACHES TO
TESTING AND ASSESSMENT

All of the work on alternative methods is
undertaken at the OECD with the objective of
contributing to more integrated approaches to
testing and assessment. In practice, integrated
approaches, which take into account the tools
outlined above, are used in the OECD Existing
Chemicals  Programme  which  generates
internationally agreed initial hazard assessments
of chemicals.

This  practical application of integrated
approaches improves their regulatory acceptance
and facilitates their implementation into national
and regional chemical assessment schemes in
OECD member countries.

AVOID DUPLICATION OF TESTING

The OECD Mutual Acceptance of Data (MAD)
framework has had a major impact on testing
practices. MAD guarantees that data generated in
the testing of chemicals in an OECD member
country, or adhering non-member country, in
accordance with OECD Test Guidelines and
OECD Principles of Good Laboratory Practice
shall be accepted in other member or adhering
countries for purposes of chemical assessment
and other uses relating to the protection of man
and the environment. This proactive framework
saves thousands of animals every year and its
impact increases as non-OECD economies join
the MAD system.

Furthermore, the OECD has developed the
Global Portal to Information on Chemical
Substances (eChemPortal). eChemPortal offers
free public access to information on properties of
chemicals through a simultaneous search of
multiple databases, thereby improving the access
to existing test results and reducing the risk of
unnecessary testing.

WHERE CAN | FIND OECD TOOLS RELATED
TO CHEMICAL SAFETY AND ANIMAL
WELFARE ?

(Q)SARs, Grouping of Chemicals and the
(Q)SAR Application Toolbox

www.oecd.org/env/existingchemicals/gsar

Test Guidelines, in vitro test methods,
molecular screening and toxicogenomics

www.oecd.org/env/testguidelines

Integrated Approaches to Testing and
Assessment

www.oecd.org/env/existingchemicals

Mutual Acceptance of Data

www.oecd.org/env/glp

Global Portal to Information on Chemical
Substances

www.oecd.org/ehs/eChemPortal

& Photos
Getly Images, 2005
KaY ann-Fotolia.com

© OECD 2009
For more information contact
the OECD Secretariat at

hscont@oecd.org
OECD -

Chemical
Safety and
Animal
Welfare

Progress made
at the OECD

@

OECD

www.oecd.org/enviehs
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Secretariat )
Member Countries

Test Guideline (TG)
Development

NGOs /
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E)J%%%ﬁﬁ%,ih\laﬁl%LT.OECDO)TG(2016)

s ERIE
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CORROSITEX Skin Corrosivity Test :TG435

In vitro skin corrosion: reconstructed human epidermis (RHE) test
method :TG431

In vitro skin corrosion: Transcutaneous Electrical Resistance Test Method
(TER) :TG430

R I R S ER

In vitro reconstructed human epidermis (RhE) test methods, EpiDerm,
EPISKIN, SkinEthic, LabCyte EPI-Model: TG439

e K ER 3T3 NRU Phototoxicity Test :TG432
Reconstructed human Cornea-like Epithelium (RhCE) test method for
identifying chemicals not requiring classification and labelling for eye irritation
or serious eye damage:TG492
Short Time Exposure In Vitro Test Method for Identifying i) Chemicals Inducing
. . Serious Eye Damage and ii) Chemicals Not Requiring Classification for Eye
BRRIZEER  |imritation or Serious Eye Damage:TG491

Fluorescein Leakage (FL) test method: TG460
Isolated Chicken Eye (ICE) Test Method :TG438
Bovine Corneal Opacity and Permeability (BCOP) Test Method : TG437
Eye Irritation/Corosion: TG405
Nonradioactive LLNA protocol, LLNA:DA :TG442A
Nonradioactive LLNA protocol (LLNA: BrdU-ELISA) :TG442B

£ 8 B A P S B In Chemico Skin Sensitisation Direct Peptide Reactivity Assay (DPRA):

1G442C

In Vitro Skin Sensitisation ARE-Nrf2 Luciferase Test Method : TG442D

In Vitro Skin Sensitisation h-CLAT :TG442E

Updated Murine local lymph node assay (LLNA) for skin sensitization :TG429
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Vot

SERIE

B[R 5=t

Inhalation toxicity - acute toxic class method : TG436

Up and Down Procedure (UDP): TG425

Acute Toxic Class Method (ATC) : TG423

Fixed Dose Procedure (FDP) : TG420

AR M ELRD)—
=45

Stably Transfected Transactivation In Vitro Assays to Detect Androgen
Receptor Test

Performance-Based Test Guideline for Human Recombinant Estrogen
Receptor (hrER) In Vitro Assays to Detect Chemicals with ER Binding
Affinity :TG493

H295R Steroidogenesis Assay :TG456

Performance-Based Test Guideline for Stably Transfected
Transactivation In Vitro Assays to Detect Estrogen Receptor
AgonistsTest : TG455

EinE It bR

In vitro Mammalian Cell Gene Mutation Tests Using the Thymidine
Kinase Gene :TG490

In vitro micronucleus test : TG487

In vitro Mammalian Cell Gene Mutation Test : TG476

In vitro Mammalian Chromosome Aberration Test : TG473

Bacterial Reverse Mutation Test : TG471

AL ER

Skin Absorption: In Vitro Method :TG428
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Class Test methods

/n vitro Skin Corrosion. Transcutaneous Electrical Resistance Test
Method (TER) :TG430

Corrosion In vitro Skin Corrosion: Reconstructed Human Epidermis (RHE)
test method :TG431

CORROSITEX Skin Corrosivity Test :TG435

In vitro Reconstructed Human Epidermis (RhE) Test methods,

Skinimtation e piperm, EPISKIN, SkinEthic, LabCyte EPI-Model: TG439

Phototoxicity 3T3 NRU Phototoxicity Test :TG432

In Chemico Skin Sensitisation, Direct Peptide Reactivity Assay
(DPRA) :TG442C

/n Vitro Skin Sensitisation, ARE-Nrf2 Luciferase Test

Skin sensitisation Method - TG442D

In Vitro skin sensitisation: human Cell Line Activation Test (h-
CLAT) : TG442E

Skin absorption  |Skin Absorption: /n vifro Method :TG428
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International Conference on Harmonisation of Technical Reguirements
for Registration of Pharmaceuticals for Human Use

————

INTERNATIONAL  CONFERENCE ON  HARMONISATION OF TECHNICAL
REQUIREMENTS FOR REGISTRATION OF PHARMACEUTICALS FOR HUMAN USE

ICH HARMONISED TRIPARTITE GUIDELINE

PHOTOSAFETY EVALUATION OF PHARMACEUTICALS

S10

Current Step 4 version

dated 13 November 2013

4141



PhototoxicityTest Methods in ICH S10

Method Current Status | Lead Action International
Organization Acceptance
3T3 NRU Completed OECD TG 432
Phototoxicity Test (2004)
In vitro test method |Peer review of the [JaCVAM,; ICH S10 including
based on reactive  |JaCVAM- EURL the ROS assay and
oxygen species sponsored ECVAM, the 3T3 NRU test
(ROS) and validation study NICEATM- | method was
photostability finalized in 2013.  |ICCVAM, completed in 2014
Health
Canada and
KoCVAM

VMT liaisons
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The validated embryonic stem cell test to predict B
embryotoxicity in vitro =]
Andrea E M Seiler' & Horst Spielmann? T
'Federal Institute for Risk Assessment {BfR), Center for Alternative Methods to Animal Experiments [FEBETY), Berlin, Cermany. zFanﬂi'r-ul:'Einhm-.Chzmiirr and h 150 4
Fharmacy, Free University of Berlin, Berlin, Germany. Correspondence should be addressed o 4. E.M.5. (andrea seiler@bir.bund.de). 195
£ o0l
Validation of the embryonic stem cell test in the international : 2
ECVAM validation study on three in vitro embryotoxicity tests. ’
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Development/
differentiation

Mouse ES cells Cardiomyocytes

Fertilized egg  Blastocyst

Differentiated cells

Individual organism

—

Endpoint 3 : Microscopic
inspection of contractin
cardiomyocytes &
(day10) ‘i

Inner cell

mass (ICM) Mouse ES cells

kY

Hand1 gene
promoter

Luc
(luciferase )

\/

Mouse ES cells

Stable
transformant

Hand1-ES
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Cytotoxicity
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Differentiation tox

Relative activity

y

Relative activit

Relative activity

Results of test chemicals
6-Aminonicotinamide

350
300
250
200 |
150 |
100

Hydroxyurea

1St

0 0.31250.625 1.25 2.5 5 10 20

300

Relative activity

(ng/mL)

150

Relative activity

o

(ng/mL)

50 |
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150

Relative activity

o
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In the differentiation assay, the curve tended to increase along with the

concentration of chemical beyond 100% the relative Luc activity value
>>>>> |s the ID., actually increasing?
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Example of toxicity test for immunology using a multireporter assay
Generation of T cells stably express SLG, SLO and SLR enzymes under two marker gene promoters

and internal control gene promoter.

T Ivmphucyte cells

(Jurkat cells) ) ]
Chemical risk analysis
10 in a 96well plate
c 8+
% : IL2 format HTP assay
-
E 4. @W
2+ IFNy
0 T

01 2 3 4'5 6 17 8
Culture period (week)

-]

L%

| =

8 e
g g
£ g
3 -}
2 =
m

Cells display stable luciferase

expressions and respond to chemicals

during prolonged culture.
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DNCB (extreme) Nickel sulfate
700 _ (moderate)
600 | AN 2500 [g 100
o .
S 500 > 2000 | | 80
é’ el E 1500 | 1 60
— 300 1 fe)
L 200 © 1000 | 40
* > 20
100 | Z 500
0 () o
O
O 2 4 6 8 10 12 0 000

Test doses (ug/mL)

Eugenol (weak)

350
300
250
200
150 f=-
100 |
50 -

100

-=- CD86

- CD54

—&— Cell viability

1 80
5 60

440
....... RF1 =200
....... RFI=150

1 20

0 100 200 300 400

Sakaguchi et al., 2009 Cell Biol Toxicol 25, 109-126
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ECVAM validation study 24 76% 81.3% 65.6%
Ashikaga (2010) 100 84% 87% 75%
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10000
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Figure 4.
| ol d
Esrtam 1 £ 3 3 L L v 3 2 10 mn 12
Ghear
Ghamica
Dugtiled | hotiled | Decbled | Dichilod | Dishlicd = Defilod | Cishiled | Dictllod | Dichlled | Dichilod | Oistled | 100mg/mi
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Sl ELT | | | ul ul 1 | Dl |
B
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Figure 5. Final concentrations of chemical after senal dilution

e I 2 3 4 5 & o 8 a 10 1 12
Glear
Charmical | Chamical | Ghemicel | Chemics | Gremicdl | Ghemicsl | Ghamcsl | Ch [ [+ (| Gherical
Distilled | 0.40mg/'ml | 0 20me'ml | ILEmg ml | 78meml | 1 50me mi | 3.1 3me. ml | § Eme/ml | 12 Sme'ml | 25rmegml in Shmgmil | 100m e ml
A waler | n cistiled | indietiled | o detilod | im detilod | in distilod | 0 distlled | n distlied | indetiled | detiled | detlod | imdetiled
Shul FEtEF Wl ‘weEhir LTy waar WAl FedteF fellr ik wellar WA
Skl S0l ] Shul Sl Slul Slul | Sl | Soul S0ul Saul
B
C
n]
E
F
i)
H

I-S&tidlp]dihmdchemica_l]mTHP—GEinﬂﬁmﬂplaEusinganﬂchmelﬂrlﬂ
channel pipetman (optimized for 0.5~10 pl ). Shake the plate with a plateshaker, and
mecubate in CO, mncubator for 5 hours (37 °C , 5% ).

Figure 6.
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Table 6 (a). 2 by 2 tables

for the case A

FHEE - 54%
FRFE - 579
R -48.6%

_gd)*ﬁl_é%iéo

Case A
GHS
SilEiEls Irritant — Total
irritant
Pos. 36 19 5bd
Neg. 27 18 45
Total 63 37 100
fERE
1. BEEECGEHEEEZZZATERENT 5
2. PRIENEMN-FEREMS,
3. FAMLERRAZHAEICLT. &

IMEDHTHENT S,
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Figure C-1 Performance of the LLNA: BrdU-ELISA for 43 Substances with SI Compared
to the Traditional LLNA Using the Most Prevalent Outcome for Substances
with Multiple Tests

100= :
90- P
70- P »
60- E E
— Lowest Fakse P Lowest False
o Negative Rate - I - Positive Rate
5 50 f #
a : ‘ —o— Accuracy
40+ N - False +
: -#- False-
30- P .
20= E E .".
10- A R
.
0 T = i ' ' : L
0 1 2 3 4 5 6

Stimulation Index



OECD/OCDE TG 442C

Adopted: 4 February 2015

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

In Chemico Skin Sensitisation: Direct Peptide Reactivity Assav (DPRA)

9. The test method described in this Test Guudeline can be used, mn combination with other
complementary information, to support the discimmation between skin sensitisers (1.e. UN GHS Category
1) and non-sensitisers in the context of IATA. This Test Gudeline cannot be used on 1its own, neither to
sub-categorise skin sensitisers into subcategories 1A and 1B as defined by UN GHS (1), for authorities
implementing these two optional subcategories, nor to predict potency for safety assessment decisions.
However, depending on the regulatory framework, a positive result with the DPRA may be used on 1ts own
to classify a chemical into UN GHS category 1.
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GUIDANCE DOCUMENT ON THE EVALUATION AND
APPLICATION OF INTEGRATED APPROACHES TO TESTING
AND ASSESSMENT (IATA) FOR SKIN SENSITISATION

Hazard

idantification

Computational Toxicology

i silico saeening

i Wik STeening

i wiro testing

Tangeted £ vivo studies

AN

Pradict,
classify,

priaritiz,

Qbtain

missing data
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tion and WakE
NEW GUIDANCE DOCUMENT ON AN INTEGRATED APPROACH ON TESTING AND :s1-4 &5a) | if necessary

ASSESSMENT (IATA) FOR SKIN CORROSION AND IRRITATION p—y——
anmngd n wirg ﬂ

flodule Sb}
Series on Testing and Assessment WoE C&L:
[Module 6] | me——(- P 1*
No. 203 Module 7) | s [
NC

—1 {,'r

Weight of Evidence (Module 8)
on all eollected information »

other in vive orin vitro .&
dermal toxicity tests
(if required) (Module 5b) | |__Analogue approach (Module7) J
NO ﬂ"ris

ANALOGUE(S): Search for skin
irritation /corrosion data & Wok C&L or
ather supportive information where NC
(Modules 1-7) appropriate

O

Identify most likely hazard
based on WoE and other
relevant input
s 4 <
3

[ irritant or corrosive l [ not irritant ]

TOP-DOWNu I I BOTTOM-UP

Cat. 1 or in vitro skin corrosion test ] ~in vitro skin lrrltatlrm test
Sub-cat. 1A  [Module3) 3 {Module ) 1
-5

or 18/1C not -:arrm.wa ¢ irritant :
fn vitro skin irritation test in vitro skin corrosion test’ 1
o (Module 4) - o (Madule 3} : I

not irritant corrosive
|

Cat. lor

Sub-cat. 1A or 1Bf1C5 1
T L e e e g e

.(_

for authorities adopting for authorities requiring
UN GHS Cat. 3 Sub-cat. 1B vs. Sub-cat. 1C#

U A

i vitro skin irritation or corrosion test in method not.
adupud by 1ho DECD {Mudulc 5.}

e Qr e

fn vivo skln Jrfltatlonp'corroslnn tesr{MnduIe 2)

Sub-cat. 1B
or
Sub-cat. 1C
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JaCVAM Activities

Update on JaCVAM(15.June / 2009 updated)

Home > JaCWVAM Activities > Update on JaCWVAaM

Classification Test name Valdation ) Regulatory Recommendation Collaboration
study Feer review acceptance o govermment CECD
J | L o I
01 (1)Reconstructed human Guideline |JSAAE
Comosivity test |tissue test made in Fee-0s  JundE o JundE AUg0B o 431
J - Vitrolife-Ski
dpan n 0 a q 0 O
02 (1)3T3—=NRU BfR Nov.04 Guideline
Phototoxicity test Mo.432
Q Q S Q o
(2)¥east growth inhibition Jan-0o M . JSAAE
phototoxicity assay and * e ergang
the red blood cell Q Q Q . J
photohemolysis assay
03 (TILLNA-DA Jun-07 Feb—08 Oot-02 Mow-08 JSALE
Skin sensitization L
test Q Q Q @ )
(ZILLNA-BrdU Aug-08 Feb-08 on going JSAAE
O Q Q ® Q
{3h-CLAT start in 2009
® ®’ Q Q Q
(4)LLNA
J J J @) J
(5rLLNA 5:%:.!1&:4 start in 2000 ICCVAM
Q * Q Q Q
04 {1)Reconstructed human : Draft test |ECWAM
SKin irritation test |fissue test ECVAMT - NowfS - ongeing guideline
Q Q Q Q Q
(2)Reconstructed human May-08 JSAAE
ftissue test made in Japan
g Q J 2 2 Q
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ICCR (International Cooperation on Cosmetics

Regulations: {bL#f au 15 DA G E RS

me) &

ICATM (International Cooperation on

Alternative Test Methods: {fX &5 ER L1 B

nKﬂ%)
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ICATM cooperation

ICATM is a voluntary international cooperation of national organizations: Canada, the European Union, Japan,
South Korea, and the United States.

Health NICEATM-
Canada ICCVAM
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JaCVAMMRILIZEHE S L-BAFEDOECD TGFE7=(LGD

v Skin sensitization assay, LLNA : DA, TG 442A (2010)
v Skin sensitization assay, LLNA : BrdU-ELISA , TG 442B (2010)
v In vivo comet assay TG 489 (2014)

v Skin irritation assay with LabCyte EPI-MODEL 24, TG 439 (2013)

v' Performance-based Test Guideline for stably transfected transactivation in
vitro assays to detect estrogen receptor agonists and antagonist, Revised
TG 455 (2015)

v Short time exposure (STE) assay for eye irritation testing TG490 (2015)

v' Bhas 42 cell transformation assay (2016) Guidance document

v' h-CLAT assay for skin sensitisation testing (2016)

v’ Stable transfected transcriptional activation (STTA) assay for androgen
disruptor screening (AR-Ecoscreen)(2016)



ICH guideline

ICH HARMONISED TRIPARTITE GUIDELINE

Guideline on Photosafety Evaluation of
Pharmaceuticals S10 (Step 4 Version:
2013)

ROS (Reactive oxygen species) assay
iIncluding superoxide anion and singlet
oxygen approved in the guideline.
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Japanese Center for the Validation of Alternative Methods

Office . New Testing Method Aszsessment, Divizion of Pharmacology,

CVAM Mational Biclogical Safety Research Center (NBSRC),
Mational Ingtitute of Health Sciences (NIHS)
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About JaCWVAM Lpdate gn JaCWVal .ﬂ«c\ademic activities S Submission of Alternative  International Cooperation
N
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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)
Fefinement (to lessen pain or distress and to enhance animal well-being)

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

lower species)
(QECD GD34)
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Program (Correct as of May31st)

Plenary Keynote Lecture

“Phasing out the use of experimental animals for regulatory risk assessment purposes
before 2025”
Dr. Herman B.W.M. Koeter

Chairman of the Alternatives Congress Trust (ACT), Italy

Plenary Lecture 1

“Looking to the Future - WC10: The Three Rs in Action”

Dr. Joanne Zurlo
Director of Science Strategy Center for Alternatives to Animal Testing (CAAT),
Johns Hopkins University, USA

Plenary Lecture 2

“BioMed21: Toward a Pathway-Based Paradigm in Health Research”
Dr. Troy Seidle
Director of Research & Toxicology Humane Society International, Canada

Session 1 "Asian trends in 3Rs of animal experiments"

Session 2 “Cosmetics regulation and alternatives in Animal Experiments
Session 3  “3Rs in pesticides and Chemicals”

Session 4 “3Rs in Biologicals and others Session”

Session 5 "Future Approaches to alternatives in 3Rs"
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