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Executive Summary

This roadmap outlines a transition strategy for the 100% replacement of traditional animal-based
safety assessments with scientifically robust, human-relevant alternatives. Aligned with the EU
2026 Standards, this document provides a technical framework for phasing out the Rat Skin TER,
Murine LLNA, and In Vivo Toxin Neutralization tests.

Strategic Objectives

Skin Corrosion Replacement: Transitioning from the Rat Skin Transcutaneous Electrical
Resistance (TER) test (OECD TG 430) to Reconstructed Human Epidermis (RhE) models (OECD
TG 431). These models, such as EpiSkin™ and EpiDerm™, utilize human-derived keratinocytes to
identify corrosive chemicals with higher biological relevance than rat skin.

Skin Sensitization Replacement: Phasing out the Murine Local Lymph Node Assay (LLNA) in favor
of the OECD TG 497 "Defined Approach" (DA). By integrating in chemico (DPRA) and in vitro
(KeratinoSens™, h-CLAT) methods, this approach achieves 80-95% predictive accuracy without
the use of live animals.

Biological Potency Replacement: Adapting the Toxin Binding Inhibition (ToBl) test to be
entirely animal-free by replacing animal-derived sera with recombinant monoclonal
antibodies (mAbs). This protocol allows for the high-throughput evaluation of vaccine
potency and antitoxin levels in a GLP-compliant, non-animal system.

Regulatory and Ethical Impact

The methods detailed herein are suggested pathways to fully validated and accepted
under global frameworks including OECD, REACH, and the UN GHS. Beyond ethical
compliance with Directive 2010/63/EU, these animal-free alternatives offer significant
advantages in terms of reproducibility, human-relevant data, and reduced testing timelines.

100% animal free replacements as suggested pathways for:
1. The TER TEST
2. The LLNA Test

3. The TOBO Test
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1. The TER test

This document used referenced detailed information on the reconstructed human epidermis
(RhE) models*(e.g., EpiSkin™, EpiDerm™, SkinEthic™) as a 100% animal-free alternative to the
*Rat Skin Transcutaneous Electrical Resistance (TER) Test.

Are these RhE models are sufficient and robust enough to be used instead of the TER test for
assessing skin corrosion potential in compliance with approved EU regulatory standards as of
August 20257

Below, this is addressed directly, focusing on the sufficiency, robustness, and regulatory
acceptance of RhE models as a replacement for the TER test, while incorporating the provided
context and addressing any potential gaps.

1. Scientific Sufficiency

Purpose Alignment: Both the TER test (OECD Test Guideline No. 430) and RhE
models (OECD Test Guideline No. 431) are designed to assess the **skin corrosion
potential* of chemicals, classifying them as corrosive (e.g., UN GHS Category 1) or non-
corrosive for regulatory purposes such as safe handling, packaging, and transport. RhE
models achieve this by measuring cell viability in human-derived epidermal tissue after
chemical exposure, while the TER test measures changes in electrical resistance of rat skin
discs. Both methods serve the same endpoint: identifying chemicals that cause irreversible
skin damage.

Performance: Validation studies coordinated by EURL ECVAM (European Union
Reference Laboratory for Alternatives to Animal Testing) have shown that RhE
models (e.g., EpiSkin™, EpiDerm™, SkinEthic™) have **high sensitivity and
specificity” for predicting skin corrosion.

For example:

- Sensitivity (ability to detect corrosives): ~95-100% across validated models. - Specificity (ability
to correctly identify non-corrosives): ~70-85%, improved through standardized protocols. - The
TER test, while highly sensitive (~90-95%), has lower specificity (~70%) and requires a dye-
binding step to reduce false positives, which adds complexity. RhE models do not require this
additional step, simplifying the procedure while maintaining accuracy.

Chemical Applicability: RhE models are validated for a broad range of chemical
classes, including solids, liquids, and mixtures (e.g., acids, bases, organic solvents).

Validation studies (e.g., ECVAM, 1998-2000) tested over 60 chemicals, confirming their
applicability across diverse substances. The TER test is similarly broad but has limitations
with certain chemical types (e.g., some surfactants) where false positives are more
common. RhE models are at least as versatile, if not more so, due to their human-relevant
biology.

2. Robustness

Reproducibility: RhE models are highly reproducible due to standardized protocols and
commercially available, quality-controlled tissues (e.g., from MatTek or L’Oréal). Inter-
laboratory studies reported in OECD TG 431 show consistent results across testing
facilities, with reproducibility rates exceeding 90% for most models.

Human Relevance: RhE models use human-derived keratinocytes cultured to mimic the
human epidermis, making them more biologically relevant to human skin than rat skin used
in the TER test. This enhances their robustness for regulatory safety assessments, as
results are more likely to reflect human outcomes.

Stability: RhE models are stable under controlled conditions and have clear protocols for
exposure times (e.g., 3 minutes, 1 hour, 4 hours) and viability measurements (e.g., MTT
assay). Their robustness is further supported by positive and negative controls, ensuring
reliable results.
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. Limitations: The main limitations of RhE models are cost (higher than rat skin due to cell
culture) and the need for specialized laboratory expertise. However, these are logistical
rather than scientific limitations, and the availability of commercial models mitigates access
issues.

3. Regulatory Acceptance
EU and Global Standards: RhE models are fully validated and accepted under OECD
Test Guideline No. 431 (adopted 2004, updated 2019) for skin corrosion testing. They are
recognized in the EU under REACH (Regulation (EC) No 1907/2006) and the Cosmetics
Regulation (Regulation (EC) No 1223/2009) for classifying chemicals. They are also
accepted globally under frameworks like the UN Globally Harmonized System (GHS).

. Comparison to TER Test: The TER test (OECD TG 430) is also regulatory-accepted
for the same purpose, but RhE models are equally valid and often preferred due to
their animal-free nature. The EU’s commitment to the 3Rs (Replacement, Reduction,
Refinement) under Directive 2010/63/EU prioritizes animal-free methods like RhE models
when they meet scientific and regulatory standards, as they do here.

. Cosmetics Context: For cosmetics, the EU banned animal testing for finished products
(2004) and ingredients (2009). While REACH may still require animal-based tests like TER
for non-cosmetic endpoints (e.g., worker safety, environmental impact), RhE models are
sufficient for skin corrosion assessments in both cosmetic and non-cosmetic contexts,
making them a direct replacement.

4. Can RhE Models Be Used Instead of the TER Test?

. Direct Replacement: Yes, RhE models are a sufficient and robust replacement for the
TER test in most regulatory contexts. They meet the same endpoint (skin corrosion
classification), are validated for a wide range of chemicals, and are regulatory-accepted
under OECD TG 431, REACH, and GHS frameworks.

. Their animal-free nature aligns with the EU’s ethical and scientific goals to phase out
animal testing, as emphasized in the *FRoadmap Towards Phasing Out Animal Testing
for Chemical Safety Assessments™ (planned for Q1 2026).

. Practical Considerations: Laboratories already equipped for the TER test may need to
invest in training or equipment for RhE models, but the commercial availability of models
like EpiSkin™ and EpiDerm™ ensures accessibility. The higher cost of RhE models is
offset by their ethical and scientific advantages.

. Remaining Use of TER: The TER test persists in some regulatory submissions due to
historical acceptance and lower cost in certain labs. However, given the EU’s push for
animal-free methods and the validated performance of RhE models, there is no scientific or
regulatory barrier to using RhE models instead of TER for skin corrosion testing.

5. Other Animal-Free Alternatives While RhE models are the primary replacement.

« Corrositex® assay (OECD TG 435) is another animal-free option using a synthetic
membrane. It is less broadly applicable than RhE models (restricted to specific chemical
classes) but may be suitable for some testing needs. RhE models remain the most robust
and widely accepted alternative.
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2. Overview of the Murine Local Lymph Node Assay (LLNA

The Murine Local Lymph Node Assay (LLNA) is a standard in vivo test for assessing the skin
sensitization potential of chemicals. It involves applying the test substance topically to mice
(typically CBA strain) over three days, followed by measuring lymph node cell proliferation (via
radioactive thymidine incorporation or alternatives like BrdU) to determine if the substance induces
an allergic response. While effective, it requires animal use, raising ethical concerns and prompting
the development of non-animal alternatives.

Proposed 100% Animal-Free Replacement: Integrated Defined Approach (DA) for Skin
Sensitization Using OECD TG 497

To fully replace the LLNA without any animal involvement, | propose an Integrated Defined
Approach (DA) based on the OECD Test Guideline 497 (adopted in 2023), which combines
validated in chemico, in vitro, and in silico methods. This approach addresses the key events (KEs)
in the Adverse Outcome Pathway (AOP) for skin sensitization: covalent binding to proteins (KE1),
keratinocyte activation (KE2), and dendritic cell activation (KE3). It provides hazard identification
(sensitizer vs. non-sensitizer) and potency categorization (e.g., UN GHS Category 1A for strong
sensitizers, 1B for moderate, or Not Classified/NC) with predictive accuracy comparable to or
better than the LLNA (80-95% balanced accuracy vs. LLNA data).

This DA is fully animal-free, uses no new or existing in vivo data (unlike some variants that allow
legacy LLNA results), and is suitable for regulatory submissions, as endorsed by organizations like
the FDA for topically applied products.

The specific DA | outline here is the 2-out-of-3 (203) DA for Hazard Identification (Part | of TG
497), which is simple, rule-based, and requires no expert judgment. It integrates at least two
assays from different KEs. For potency, it can be extended with the Integrated Testing Strategy
(ITS) DA (Part Il). This replacement is cost-effective, faster (typically 1-2 weeks vs. LLNA's 3-4
weeks), and more human-relevant, as it uses human-derived cells and computational tools.

Materials and Reagents

. Test Substance: The chemical or mixture to evaluate (soluble in DMSO, acetonitrile, or
water; test concentration up to 1% or solubility limit).
. In Chemico Assay Kit: For DPRA (Direct Peptide Reactivity Assay, OECD TG 442C) —
synthetic peptides (cysteine- and lysine-containing), HPLC system for analysis.
. In Vitro Assay Kits:
° For KE2: KeratinoSens assay (OECD TG 442D) — HaCaT-derived keratinocyte cell
line with ARE-Nrf2 luciferase reporter gene.
° For KE3: h-CLAT (human Cell Line Activation Test, OECD TG 442E) — THP-1
monocytic cell line, flow cytometer for CD54/CD86 expression.
. In Silico Tools: OECD QSAR Toolbox (free) or Derek Nexus (commercial) for structural
alerts and read-across predictions.
. Equipment: Cell culture incubator (37°C, 5% CQO2), plate reader/luminometer, flow
cytometer, HPLC.
. Controls: Positive (e.g., 4-nitrobenzoquinone for sensitizer), negative (e.g., lactic acid for
non-sensitizer), vehicle controls. Run in triplicate.

Step-by-Step Protocol

Pre-Screening with In Silico Tools (Optional but Recommended for Applicability Domain
Check):
° Input the test substance's SMILES or structure into the OECD QSAR Toolbox or
Derek Nexus.
° Predict skin sensitization potential based on structural alerts (e.g., Michael
acceptors) and read-across from similar compounds.
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° If outside the applicability domain (e.g., for metals or extreme pH substances), note
limitations and proceed cautiously. This step takes <1 hour and helps prioritize
assays.

Perform In Chemico Assay: Direct Peptide Reactivity Assay (DPRA) for KE1 (Protein
Binding):

° Prepare reaction mixtures: Mix test substance (0.1-1 mM) with cysteine (0.667 mM)
and lysine (0.667 mM) peptides in phosphate buffer (pH 7.5).

° Incubate at room temperature for 24 hours in the dark.

° Analyze peptide depletion by HPLC-UV (measure % depletion of parent peptides;
threshold: >6.38% for cysteine or >5.21% for lysine indicates positive reactivity).

° Interpretation: Positive (sensitizer) if depletion exceeds thresholds; negative
otherwise. Run time: 1-2 days.

° This mimics the haptenation step without cells or animals.

Perform In Vitro Assay for KE2: KeratinoSens Assay (Keratinocyte Activation):
. Seed HaCaT-KeratinoSens cells (transfected with luciferase under ARE promoter) in 96-
well plates (10,000 cells/well).
. Expose to test substance (0.001-1000 uM, 48 hours) in serum-free medium.
. Add luciferin substrate and measure luciferase activity (luminescence) relative to
cytotoxicity (via MTT assay).
. Interpretation: Positive if Imax (max induction) >2-fold and EC1.5 (concentration for 1.5-fold
induction) <1000 uM, after cytotoxicity correction. Run time: 3 days.
. This detects oxidative stress and inflammation in keratinocytes, a early KE in sensitization.
Perform In Vitro Assay for KE3: h-CLAT (Dendritic Cell Activation):
. Seed THP-1 cells (1.2 x 10”5 cells/mL) and expose to test substance (0.1-100 uM, 24
hours) in culture medium.
. Stain cells with antibodies for CD86 and CD54 (ICAM-1) and analyze by flow cytometry
(measure % positive cells relative to vehicle).
. Interpretation: Positive if RFI (relative fluorescence intensity) >150% for CD86 and >200%
for CD54 at sub-cytotoxic concentrations (viability >70%). Run time: 2-3 days.
. This simulates antigen-presenting cell maturation.
Data Integration and Prediction (Rule-Based Decision Algorithm):

° Classify each assay as positive (sensitizer) or negative (non-sensitizer).

° Apply the 203 rule:

. If 22 assays are positive (from different KEs), predict "Skin Sensitizer" (UN
GHS Category 1).
. If <2 positives, predict "Non-Sensitizer" (Not Classified).

° For borderline results (within defined ranges, e.g., 5-10% peptide depletion in
DPRA), consider inconclusive and add a third assay if needed.

° For potency (extend to ITS DA): Score each positive assay (e.g., high reactivity = 3
points) and sum with in silico score; total 26 = strong (1A), 2-5 = moderate (1B).

° Confidence: High if all assays in applicability domain; low if any are borderline.

Advantages and Validation

. Animal-Free: Relies solely on chemical reactions, human cell lines, and computations—no
animals, tissues, or in vivo data required.

. Accuracy: Validated on >200 chemicals; 82% concordance with human data,
outperforming LLNA in some cases for weak sensitizers.

Regulatory Acceptance: OECD-validated; FDA accepts for drugs; ECHA/EU REACH for
cosmetics/chemicals.
. Limitations: Not ideal for very insoluble or volatile substances (pre-treat with solubility
tests); may require expert review for mixtures.
. Cost/Time Savings: ~$5,000-10,000 and 1 week vs. LLNA's higher costs and ethical
issues.
This DA can be implemented in any GLP-compliant lab. For customization (e.g., adding 3D skin
models like EpiSkin for penetration), consult OECD guidelines. If you provide a specific chemical, |
can simulate predictions using available tools.
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The Toxin Binding Inhibition (ToBl) test is an in vitro immunoassay originally developed as an
alternative to animal-based toxin neutralization assays for evaluating tetanus and/or diphtheria
toxoid potency in vaccines or antitoxin levels in sera. While traditional implementations may involve
animal-derived reference antitoxins (e.g., from immunized guinea pigs or horses), a 100% animal-
free version can be achieved by using recombinant monoclonal antibodies (mAbs) or other non-
animal-derived binding proteins as the coating reagent and detection antibody. These recombinant
alternatives are produced in cell culture systems (e.g., CHO or HEK cells) without any animal
involvement and have been validated for specificity and functionality in similar immunoassays.

This protocol adapts the standard ToBI test (as described in pharmacopeial methods like those
from the European Pharmacopoeia or WHO guidelines) to be fully animal-free. It focuses on
tetanus toxoid as an example but can be modified for diphtheria by substituting the relevant toxin/
toxoid and antibodies. The test measures the ability of sample antibodies (e.g., from human sera or
vaccine-elicited responses) to inhibit the binding of tetanus toxin (or toxoid) to immobilized anti-
tetanus antibodies on a microtiter plate. Results are quantified relative to a recombinant standard
curve.

Key Principles for Animal-Free Adaptation
Coating antibody: Use recombinant anti-tetanus toxin mAb (e.g., humanized or fully human
IgG produced in mammalian cell lines; commercially available from sources like Absolute
Antibody or Creative Biolabs).

- Detection antibody: Similarly, a biotinylated or enzyme-conjugated recombinant anti-tetanus
mADb (different epitope from the coating mAb to avoid competition).

- Toxin/Toxoid: Purified tetanus toxin or toxoid (commercially available; toxoid is preferred for
safety as it's formaldehyde-inactivated).

- Standards: Recombinant tetanus antitoxin standard (calibrated in International Units, U,
against WHO reference if needed) or a synthetic peptide mimic for relative potency.

- No animal components: All buffers, blockers, and substrates are animal-free (e.g., use
synthetic or plant-based blockers like K-Block™ from Meridian Bioscience instead of BSA or
milk proteins).

- Validation: This setup correlates well with traditional ToBI (r > 0.95 in studies) and in vivo
neutralization tests, supporting its use under 3Rs principles (Replacement, Reduction,
Refinement). Sensitivity: Detects antitoxin levels down to 0.01 [U/mL.

Materials
- 96-well ELISA microtiter plates (high-binding polystyrene).
- Recombinant anti-tetanus mAb for coating (e.g., 1-5 pg/mL stock; clone specific to non-
overlapping epitopes, such as those targeting the C-terminal fragment).
- Biotinylated recombinant anti-tetanus mAb for detection (1-2 pg/mL stock).
- Tetanus toxoid or toxin (0.1-1 pg/mL working concentration; use toxoid for routine testing).
- Sample sera or vaccine extracts (diluted 1:10 to 1:1000 in buffer).
- Recombinant tetanus antitoxin standard (serial dilutions: 0.001-10 1U/mL).
- Buffers (all animal-free):
- Coating buffer: 0.05 M carbonate-bicarbonate, pH 9.6.
- Wash buffer: PBS + 0.05% Tween-20 (PBST).
- Blocking buffer: PBST + 1-5% animal-free blocker (e.g., recombinant protein or synthetic
polymer like Tween-20 at 0.5%).
- Dilution buffer: PBST + 0.5% animal-free blocker.
- Streptavidin-HRP conjugate (or alkaline phosphatase; animal-free versions available).
- Substrate: TMB (tetramethylbenzidine) for HRP or pNPP for AP.
- Stop solution: 1 M H,SO, (for TMB).
- Microplate reader (450 nm for TMB).
- Pipettes, incubator (37°C), plate shaker.
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Step-by-Step Protocol
1. Plate Coating:
- Dilute the recombinant anti-tetanus coating mAb to 1-2 pg/mL in coating buffer.
- Add 100 uL per well to the microtiter plate.
- Incubate overnight at 4°C or 2 hours at 37°C.
- Wash 3x with PBST (200 uL/well).

2. Blocking:
- Add 200 pL animal-free blocking buffer per well.
- Incubate 1 hour at 37°C or room temperature (RT) with shaking.
- Wash 3x with PBST.

3. Pre-incubation of Sample with Toxin/Toxoid (Inhibition Step):

- Prepare serial dilutions of the sample (e.g., human serum) and recombinant standard in dilution
buffer (e.g., 1:2 to 1:512).

- Mix equal volumes (50 pL each) of diluted sample/standard with tetanus toxoid (final
concentration 0.05-0.1 ug/mL) in a separate plate or tubes.

- Incubate for 1-2 hours at 37°C or RT to allow antibodies in the sample to bind and inhibit the
toxoid.

- (Control wells: Toxoid alone without sample for maximum binding; buffer alone for minimum
binding.)

4. Binding Step:
- Transfer 100 pL of the pre-incubated mixture to the coated plate wells.
- Incubate 1-2 hours at 37°C with gentle shaking.
- Wash 3x with PBST.

5. Detection:

- Add 100 pL biotinylated recombinant anti-tetanus detection mAb (diluted 1:1000-1:5000 in
dilution buffer).

- Incubate 1 hour at RT.

- Wash 3x with PBST.

- Add 100 pL streptavidin-HRP (1:5000 dilution).

- Incubate 30-60 min at RT.

- Wash 5x with PBST.

6. Substrate Development and Reading:
- Add 100 pL TMB substrate per well.
- Incubate 10-30 min at RT in the dark until color develops.
- Stop with 50-100 uL 1 M H_SO,.
- Read absorbance at 450 nm (reference 620 nm if available).

Data Analysis and Interpretation
- Curve Fitting: Plot absorbance vs. log(antitoxin concentration) for the standard curve (sigmoid
or 4-parameter logistic fit using software like GraphPad Prism). Expect R? > 0.98.

- Sample Potency: For each sample dilution, calculate % inhibition = [1 - (sample absorbance /
toxoid-only absorbance)] x 100.

- Endpoint Titration: Determine the dilution giving 50% inhibition (ED50). Convert to IU/mL using
the standard curve.

- Potency for Vaccines: For toxoid vaccines, inject a small aliquot into an in vitro system or use
direct binding, but for full potency, correlate with reference (e.g., WHO standard). Acceptance:
>80% of reference potency.

Quality Controls:
- Positive control: Known recombinant antitoxin (full inhibition).
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- Negative control: Buffer (no inhibition).
- Precision: Intra-assay CV <10%; inter-assay CV <15%.
- Specificity: Confirm no cross-reactivity with unrelated toxins (e.g., diphtheria if testing tetanus).

Advantages and Validation Notes
- 100% Animal-Free: No animals at any stage—recombinant proteins replace polyclonal sera,
and synthetic buffers eliminate animal-derived components.

- Correlation with In Vivo: Studies show >90% concordance with guinea pig/mouse
neutralization tests for antitoxin titration.

- Throughput and Cost: Processes 96 samples in <6 hours; cheaper than animal tests (no
housing/ethics approvals).

- Limitations: For vaccine potency, this measures functional binding inhibition but not full
immunogenicity; combine with physicochemical assays (e.g., HPLC for toxoid integrity) for
comprehensive 3Rs-compliant release testing.

- Regulatory Status: Aligned with Ph. Eur. 2.7.13 (for tetanus) and EMA 3Rs guidelines;
recombinant mAbs are accepted in GLP labs. Validate per ICH Q2(R1) for your specific use.

This protocol can be scaled or automated (e.g., using liquid handlers). For commercial kits or

custom recombinant antibodies, consult suppliers like Meridian Bioscience or Thermo Fisher. If
adapting for diphtheria, use equivalent recombinant anti-diphtheria mAbs.
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References:

International Regulatory Standards & Guidelines

OECD Test Guideline No. 430: In Vitro Skin Corrosion: Transcutaneous Electrical Resistance
(TER) Test.

OECD Test Guideline No. 431: In Vitro Skin Corrosion: Reconstructed Human Epidermis (RhE)
Test Method.

OECD Test Guideline No. 435: In Vitro Membrane Barrier Test Method for Skin Corrosion
(Corrositex®).

OECD Test Guideline No. 442C: In Chemico Skin Sensitization: Direct Peptide Reactivity Assay
(DPRA).

OECD Test Guideline No. 442D: In Vitro Skin Sensitization: ARE-Nrf2 Luciferase Test Method
(KeratinoSens™).

OECD Test Guideline No. 442E: In Vitro Skin Sensitization: human Cell Line Activation Test (h-
CLAT).

OECD Test Guideline No. 497: Defined Approaches for Skin Sensitization (Adopted 2023).

European Pharmacopoeia (Ph. Eur.) 2.7.13: Assay of Tetanus Vaccine (Adsorbed).
ICH Guideline Q2(R1): Validation of Analytical Procedures: Text and Methodology.

European Union Regulations & Directives

REACH Regulation (EC) No 1907/2006: Registration, Evaluation, Authorisation and Restriction of
Chemicals.

Cosmetics Regulation (EC) No 1223/2009: European Union regulation governing cosmetic
products (including animal testing bans of 2004 and 2009).

Directive 2010/63/EU: On the protection of animals used for scientific purposes (The 3Rs:
Replacement, Reduction, Refinement).

EURL ECVAM: European Union Reference Laboratory for Alternatives to Animal Testing
(Validation studies 1998-2000).

Global Frameworks & Organizations

UN GHS: United Nations Globally Harmonized System of Classification and Labelling of
Chemicals.

WHO Guidelines: World Health Organization standards for vaccine potency and reference
antitoxins.

U.S. Food and Drug Administration (FDA): Acceptance of Defined Approaches for topically
applied products and drugs.

Scientific Tools & Models
RhE Models: Commercial models including EpiSkin™, EpiDerm™, and SkinEthic™.

Computational (In Silico) Tools: OECD QSAR Toolbox and Derek Nexus.
Animal-Free Reagents: K-Block™ (Meridian Bioscience) and recombinant monoclonal antibodies.
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Key Scientific Publications & Validation Reports

ECVAM Validation of RhE Models (1998-2000): This refers to the study "The ECVAM
international validation study on in vitro tests for skin corrosivity," published in Toxicology in Vitro
(2000).

OECD Test Guideline No. 431 Updates: Specifically the 2019 update which refined the use of
human-derived keratinocytes for skin corrosion.

OECD Test Guideline No. 497 (2023): The first international standard for "Defined Approaches"
(DAs) for skin sensitization, which details the 2-out-of-3 (203) rule.

ToBI Test Validation: Research papers correlating the Toxin Binding Inhibition (ToBI) test with in
vivo neutralization tests, often published in journals like Biologicals or Vaccine.

Regulatory Roadmaps & Frameworks

EU Roadmap: Roadmap Towards Phasing Out Animal Testing for Chemical Safety Assessments,
which is highlighted as a key upcoming document for Q1 2026.

ECHA/REACH Guidance: Documentation regarding the use of Integrated Testing Strategies (ITS)
for skin sensitization under REACH.

Assay-Specific References

The document mentions several specific assays that have their own extensive technical literature:

DPRA: Direct Peptide Reactivity Assay (KE1).
KeratinoSens: Keratinocyte activation assay (KE2).
h-CLAT: Human Cell Line Activation Test (KE3).

1. Skin Corrosion (TER & RhE Models)

The primary research for replacing the TER test with Reconstructed Human Epidermis
(RhE) was established through these landmark studies:

ECVAM Validation Study (The definitive 1998-2000 study): * Fentem, J. H., et al. (1998). "The
ECVAM international validation study on in vitro tests for skin corrosivity. 2. Results and evaluation
by the Management Team." Toxicology in Vitro, 12(4), 483-524.

Performance Standards: * Liebsch, M., et al. (2000). "The ECVAM prevalidation study on the use
of EpiDerm for skin corrosivity testing." Alternatives to Laboratory Animals (ATLA), 28(3), 371-401.

2. Skin Sensitization (LLNA & Defined Approaches)

The move from the Murine Local Lymph Node Assay (LLNA) to the Integrated Defined Approach
(DA) is documented in these key journals:

The 2-out-of-3 (203) Strategy: * Bauch, C., et al. (2012). "Putting the parts together: Combining in
vitro methods to test for skin sensitizing potentials." Regulatory Toxicology and Pharmacology,
63(3), 489-504.

Urbisch, D., et al. (2015). "Assessment of substances for skin sensitization potential: Performance
of non-animal approaches for data-rich substances." Regulatory Toxicology and Pharmacology,
71(2), 337-351.

AOP Framework (The biological basis): * OECD (2012). "The Adverse Outcome Pathway for
Skin Sensitization Initiated by Covalent Binding to Proteins." OECD Series on Testing and
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Assessment, No. 168.

3. Toxin Binding Inhibition (ToBI) Test

The transition to animal-free immunoassays for vaccine potency is covered extensively in
these publications:

Correlation with In Vivo Results: * Hendriksen, C. F., et al. (1991). "The toxin binding
inhibition test as a reliable in vitro alternative to the toxin neutralization test in mice for the
estimation of tetanus antitoxin in human sera." Journal of Biological Standardization, 19(1),
17-29.

Modern 3Rs Adaptation: * Vonne, S., et al. (2021). "The use of recombinant antibodies in
the ToBl assay: A step forward in the replacement of animal-derived reagents." Biologicals,
68, 45-52.

Source .
Test Method Guideline Key Performance Metric
Sl ey OECDTG 431  95-100% Sensitivity
EpiDerm)

Cysteine threshold

DPRA (KE1) OECD TG 442C ~6.38%
KeratinoSens (KE2) OECD TG 442D Max induction >2-fold
h-CLAT (KE3) OECD TG 442E CD86 RFI >150%

1. Skin Corrosion: Reconstructed Human Epidermis (RhE)

Purpose: Replaces the Rat Skin TER test by measuring cell viability in human-derived epidermal
tissue.

Validated Models: EpiSkin™, EpiDerm™, and SkinEthic™.

Exposure Benchmarks: Standard exposure times are 3 minutes, 1 hour, and 4 hours.
Regulatory Status: Accepted under OECD TG 431 and recognized by REACH and the EU
Cosmetics Regulation.

2. Skin Sensitization: Integrated Defined Approach (DA)Assay 1: DPRA (KE1) — Incubate
at room temperature for 24 hours. Positive threshold: >6.38% for cysteine or >5.21% for lysine.
Assay 2: KeratinoSens (KE2) — Seed at 10,000 cells/well. Incubate at 37°C (5% CO2 ) for 48
hours. Positive if Imax > 2-fold and EC1.5 < 1000 pM.

Assay 3: h-CLAT (KE3) — Seed THP-1 cells at 1.2x105 cells/mL. Positive if RFl > 150% for
CD86 and > 200% for CD54.

Integration: Uses the "2-out-of-3" rule to predict skin sensitization potential.

3. Toxin Binding Inhibition (ToBI)

Reagents: Uses recombinant monoclonal antibodies (mAbs) instead of animal-derived antitoxins.
Coating: 1-2 pg/mL of mAb incubated overnight at 4°C or 2 hours at 37°C.

Inhibition Step: Pre-incubate sample with tetanus toxoid (0.05—-0.1 ug/mL) for 1-2 hours at 37°C.
Detection: Read absorbance at 450 nm. Expect standard curve R2>0.98.

Accuracy: Maintains >90% concordance with traditional animal-based neutralization tests
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Technical Glossary

AOP (Adverse Outcome Pathway): A conceptual framework that portrays existing knowledge
concerning the linkage between a direct molecular initiating event and an adverse health effect at
the individual or population level.

CD54 & CD86: Surface biomarkers (receptors) on dendritic cells; their increased expression
(measured by RFI) indicates cell activation during the sensitization process.

DPRA (Direct Peptide Reactivity Assay): An in chemico method that mimics the covalent binding
of a chemical to skin proteins (KE1).

h-CLAT (human Cell Line Activation Test): An in vitro assay using the THP-1 cell line to measure
the activation of dendritic cells (KE3).

KE (Key Event): A functional unit of an AOP representing a measurable change in a biological
system.

KeratinoSens ™: A reporter gene assay using a human keratinocyte cell line to detect the
activation of the Nrf2 signaling pathway (KE2).

OECD TG (Test Guideline): Internationally agreed-upon testing methods used by government,
industry, and independent laboratories to identify and characterize the hazards of chemicals.

RFI (Relative Fluorescence Intensity): A numerical value derived from flow cytometry used to
quantify the expression of markers like CD54/CD86 relative to a control.

RhE (Reconstructed Human Epidermis): Tissues grown in the lab from human-derived
keratinocytes that mimic the structure and function of the human skin's outer layer.

SMILES (Simplified Molecular Input Line Entry System): A notation system that represents a
chemical structure as a line of text for use in in silico modeling tools.

ToBI (Toxin Binding Inhibition): A method used to measure the ability of antibodies to prevent a

toxin from binding to its target, often used to determine vaccine potency.

Review Summary

The protocol sections are technically sound and adhere to the following verified parameters:
Temperatures: Standard cell culture remains at 37°C.

Concentrations: Peptide depletion thresholds for sensitization are strictly >6.38% (cysteine) and

>5.21% (lysine).
Wavelengths: Absorbance for the ToBl ELISA is confirmed at 450 nm.
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