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Toxi kol ogi1 ¢ ki®netodyn u g |
Zkougen?
T

Al t er nat i vandle 3Rievalidavan 8/ viNDdecKky
uznan§z a Vv al i dECVAMI Hurddeédn Center for
Validation of Alternative Methods, OECD, ICCVANMUS,

JaCVAM, KoCVAM...)

Princip 3R (Russell & Burch, 1959)

A Reducton (sn2gen? poltu zv?2Sat,

A Refinement (zm2rnfDn2 postupT: 0 me

A Replacement (n8&hrada jinlm tester

-nvitro (bunD|l n® kultury, reko
-exvivo (i zol ovan® zv2Sec2 [ |i
-insifico ( PC si mul ace, QSAR, ma

- /n chemico (simulacev chemi ck®m pr,os:

onvenl|ln2 pokus (fodrat meiddy? )
vol by bez v I Badey 4. ATLA 43])201%-a500e
| ®| i1 v po testech na zv? Satec



A

Chemi ck ® - REACH vy

NaS?2zen? 1906/ 2007/ ES, o
povol ov8§n2 a omezov8§n2 ch
ApSedepisuje pSednostnhR ugit?2 m
objemu/rok pSiblvaj]? zkougky,
1-10 t/rok: Akutn2 toxinwwota or 8| n?2
Kogn2 | eptavomvirbdr 8gdi vost

Ol n2 dr 8igvitfov o st

Sensi bi | i-batedeen vittO(ACP a Defined Approach)

Mutagenita / genotoxicita - /n vitro
10-100 t/rok:

+ Akutn?2 toxicita derm8ln2/1nha
d8vce, toxicita pro r 6/m@wivoogoyV

v2ce | atroki00O
+ Karcinogenita + rozg? Sen®@wvoko!




Corrosion

Kogn2 | eptavost/ dr §4¢g
Transcutaneous Electrical Resistance Test Method (TER ),

A
OECD 430 (2000, revised in 2013 and 2015 by OECD)

A Corrositex - In Vitro Membrane Barrier Test Method,
OECD 435 (2006, revised in 2015)

A Reconstructed Human Epidermis Test Method (RHE)
(includes more than one protocol), OECD 431 (2000, revised in 2013,
2015 and 2016 by OECD)

Irritation
Reconstructed Human Epidermis Test Method (RHE)

(includes more than one protocol), OECD 439 (n EU 2009 and in
OECD 2010, revised in 2013 and 2015 by OECIp

>

>

https://www.echa.europa.eu/support/oecd -eu-test-guidelines 6



Transcutaneous Electrical Resistance TER
(OECD TG 430)

inner (thick) electrode
crocodile clip
»
S outer (thin) electrode
PTFE tube
/ crocodile clip
=
- »
spring clip
-

A k -!- g:) eo t k a 'FB r _!:O m En 7 ’ 2 O Tmposabls tube)
di sky um2stDn® do Sl |
S recepl n? tekutidon n O rEEEE—
Aztrs8ta I nt eg fumnkcey C
Predikce . -
Acutoffzt r 8t a el ektpodsSki®ho od)]

~

Aobarven?2 sulfarpod2mhnmMSE
penetrace do r ecepllgdsk t ek:t
pozitivn?2) '



In Vitro Membrane  Barrier Test Method
(OECD TG 435)
CORROSITEX .. (L.

AVRMCorrositexeE

Asyntetick8 mak
bi obari ®ra a chemickI|l det e

A aplikacename mbr 8raz samen8n?2
| asu pr TniKk
Predikce

Group | Group Il
caorrosive
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Lept avost
3D model vy

EpiDerm (MatTek, USA, SK)

nor m8l n2 | i dsk
keratinocyt
met abol i cky ak
8-12 vrstev epli
bazg8l n2, spin-
VIstvy

10-15 vrstev stratum corneum

Zkougky:
A leptavost
(OECD 431)
A dr 8gdi vost
(OECD 439)

A  fototoxicita
(OECDA498)

y O Cell Culture




In Vitro Reconstructed Human Epidermis (RHE) Models
Validated for Regulatory Purposes

Native human sKin

MatTek Corp. EpiDerm™ (EPI-200) SkinEthic™ RHE

Cell Systems epiCS® EpiSkin™ (SM) J-TEC LabCyte EPI-MODEL




Lept av® Yk TrgkEpiDera
(OECD TG 431)

A aplikacel § t3kmyn a1 hod

A barvenz MTT (gl ut ® bz:
enzymati cky na modr ®

mNSen?z2)
A kontrola (voda) = 100% gi votno
Predikce: cut-off 50% (3 min) a 15% (1 hod)

lept aj 2lceptajAaelPeptaj?
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Dr 8gdi v® %l i nEpDerma Kk
(OECD TG 439)

to MINT ) MTT TEST
EXPQICE POSTINKUBACE

!
—

| Endpoint- MTT assay:
Img/mMMT T, r edul
barviva na m

EpiDerm(0.63 crm)
25 mg 300 hplikace

Predikce:
Gi votn®d@% negat i vnz2nekdorng grdo2l y
Gi vot ®B8% negat i vn2drk8ognd2r ol vy
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A Reconstructed human Cornea  -like Epithelium (RhCE) test |,
OECD TG 492 (2024)

A Reconstructed Human Cornealike Epithelium Time-To-Toxicity
(RNCETTT) test, OECD TG 492B (2024)

A Bovine Corneal Opacity and Permeability (BCOP) test , EU
B.47, OECD TG 437 (2023)

A Isolated Chicken Eye (ICE) test , EU B.48, OECD TG 438

(2023)
A Fluorescein leakage (FL) test , OECD TG 460 (2023)
A Short Time Exposure (STE) test , OECD TG 491 (2023)
A  Eye Irritancy Test (EIT) test, OECD TG 494 (2021)
A Invitro macromolecular test method, OECD TG 496 (2024)

https://www.echa.europa.eu/support/oecd -eu-test-guidelines 13
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3D modely rohovky
(OECD TG 492)

VRMEpiOcular (MatTek,
USA), SkinEthic (F), LabCyte

CORNEAVODEL24 (J)a
MCTTHCE (JK)

| 1 dsk® keratinoc
skvamozn?z epitel.]

model uj2c?2 roho " —

klasifikace No Cat. vs Cat.1
nebo Cat.2

nel ze odligit Cat.

S 0 Ul 8§ stdsting strategy

Kr 8l i L?

1

rohovka

a

2
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Ol n2 dr 8§ EpiOculas t

kace tekutlch i tuhTc
k, nerozpustnlich ve v,
A aplikace 30 min liquids,

6 h solids, post-inkubace
120 min/ 18 hodin, MTT

Predikce: cut-off 60%
gi votnost op
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Bovine Cornea Opacity/Permeability BCOP
( OECD TG 437)

Abovinn?2 -ro
| erstvinD 1 z 0
odbDru z |
A aplikace 75011 a
oplach opla_ch a
, na opamtometru
A mNSen?2 zakal
(opacita)

A permeabilita pro
fluorescein (90 min
expozice)

A histologie

nar uGen
rohovka

16




BCOP In vitro Irritancy Score

T ,

Avipolet I VIS = meanl mepgmci
permeability OD490 value)

Avalidace pro nedr 8gdi v® n.
Predikce

AIVISO 3 UN GHS No Category
AIl'VIS > 3; O 55 nelze pred
A VIS > 55 UN GHS Cat.1

17



Isolated Chicken Eye ICE

(OECD TG 438)

+

AkuSec?2 bulvy z |Ems
A 10 s expozicel 8t c e
Aslopiredi kl n2z mod
kombinacemN Sen2 t | o u [N
rohovky, opacity a
uvol nDn2 fl uores

Predikce

A UN GHS No Category

A nelze predikovat Cat.2A a 2B
A UN GHS Cat.1
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Short Time Exposure

(OECD TG 491)

Short Time Exposure In Vitro Test Method for
|dentifying i) Chemicals Inducing Serious Eye Damage
and ii) Chemicals Not Requiring Classification for Eye
Irritation or Serious Eye Damage

konfl uentn?2 monol ayer
Rabbit Corneacells(SIRC)v9 6] desti | c

A5 min expozice | 8tce v 5
A barvenz MTT

Predikce

A UNGHSCat.1- O 70 %

A

A

UN GHS No Cateqgory > 70%
nel ze odligit Cat. 2A a

e
%

2 B

a
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