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Introduction
· §1, Line 8: proliferating keratin-enriched keratinocytes, which start differentiating to migrate through the SS   which migrate through the SS upon differentiation
· §1, line 10: They consists of lipid precursors 
· §1, line 12: the contents of the lamellar bodies are is extruded
· §1, line 14: They become are surrounded
· $3, Line 3: to follow the 3R principles
· §5, Line 2: both the quality and relevance of a 3D RhE
· §5, Line 12: and the culture conditions process continues at the air-liquid interface
· §5, Line 15: formation of an appropriate SC lipid barrier, closely resembling that of the the native human native skin
Protocol
· Table 1, 1st column, 4th row: Air-liquid interface medium
· Step 1.1.2.: Add 5 mL of 100x antibiotic-antimycotic solution containing 10,000 units/mL of penicillin, 10,000 µg/mL of streptomycin, and 25 µg/mL of amphotericin B.
· Step 1.2.2.: Add 5 mL of 100x antibiotic-antimycotic solution.
· Step 1.2.3.: Add 5 mL of a 0.144 M CaCl2 (calcium chloride) stock solution
· Step 1.3.2.: Add 5 mL of 100x antibiotic-antimycotic solution.
· Step 3, note: This protocol is designed for use within a 24-well carrier plate format. If other plate formats are required (e.g., 12-well or 6-well format), optimizations in the seeding density and medium volume should be considered to adapt for the correct seeding density is necessary
· Figure 1, title: Schematic timeline of the reconstitution protocol. Presentation of the 3D RhE model preparation
· Figure 1: + 50 µg/mL vitamin C ascorbic acid
· Step 3.19: The cells remain are maintained in submerged conditions for three days
· Step 4.1: membrane surface to the ALI by removal of removing the submerged medium from the apical compartment preferably using an aspiration system and a glass Pasteur pipette.
· Step 4.5: If the leakage persists, it is recommended to discard leaking tissues as it is an indication
· Step 4.6: At the end of the reconstitution process, the tissues can be exposed to various stressors to induce for example oxidative stress or inflammation. In parallel, they can be treated with chemical compounds or cosmetic ingredients. NOTE: During the exposure/treatment, tissues are usually maintained in submerged medium starting from ALI D14. When tissues are expected to be exposed/treated for a long period of time (i.e., 48-72 hours), it is recommended (i) to start the exposure/treatment earlier in the ALI cultivation process, such as D7-D9, to avoid the thinning of the viable layers and the thickening of the SC, and (ii) to incubate the tissues in ALI medium, to keep stimulating cell proliferation. 
· New Step 4.7: For RhE harvesting, collect the tissues inserts and cell culture medium at the timepoint of interest for histological analysis, viability assays, protein/RNA extraction, and ELISAs enzyme-linked immunosorbent assays (ELISAs).
Representative Results
· §1, line 1: NHEKs cultured in 2D culture display
· §1, line 4: From the second layer on towards the upper layers of the RhE, the cells start to change their shape. NHEKs differentiate as observed by the changes in the cell morphology (from having a columnar shape in the SB layer, towards a spinous shape in the SS layer).
· §1, line 7: Their characteristic round and stellar shape is are highlighted
· Figure 2, title: Quantification of thickness of RhE and SC (mean ± SEM, n=3). (E) Transmission electron microscopy images of RhE cross-sections after 7, 10, 13, and 15 days at ALI. Scale bar is 4 µm.
· §2, line 1: According to their differentiation stage, NHEKs growing in 3D in RhEs show different protein expression profiles. 
· §2, line 4: whereas the expression of filaggrin and loricrin is located are expressed in the upper layers
· §3, line 1: The barrier properties of the RhE model was investigated by assessing both the tissue viability upon topical treatment with a known barrier disruptor and the tissue integrity.
· Figure 4A, Y axis: resistance (Ω.cm² )  (Ω.cm²)  
· §4, line 1: RhEs were treated systemically, i.e., addition of stimuli in the medium of the basolateral compartment, using 100 µg/mL Escherichia coli lipopolysaccharide (LPS) and 40 ng/mL tumor necrosis factor alpha (TNF-α). After 24 hours of stimuli, the cell culture medium was harvested collected.
· §4, line 4: A significant increase (p > < 0.05, one-way ANOVA
· §4, line 5: was shown in LDH release activity in RhEs treated with Triton X-100
· Figure 5, title: The cytotoxicity measured via lactate dehydrogenase (LDH) assay. The data is Data are presented as relative values to control, untreated tissues (CTRL); mean ± SEM, n=9 (Triton X-100), n=8 (LPS), n=3 (TNF-α). Significance was tested with one-way ANOVA, Dunnett's multiple comparison test. Asterisk denotes statistically significant increase difference compared to CTRL, ****p < 0.0001).
· §5, line 1: was quantified using ELISAs enzyme-linked immunosorbent assays (ELISAs).
· §5, line 3: resulted in a statistically significant (p > < 0.05, unpaired Student's T-test) upregulation in the induced release of IL-8.
· §5, line 4: TNF-α did not significantly upregulate induce IL-8 release, even though a tendency of increased IL-8 levels was observed (2.3 ± 0.8 fold increase), but resulted in a statistically significant . However, TNF-α did significantly (p > < 0.05, unpaired Student's T-test) upregulation of trigger IL-1α release (1.8 ± 0.5 fold increase).
· Figure 6, title, line 1: Proinflammatory reactions responses in the reconstructed human epidermis. The concentration Concentrations of IL-8 release of by the RhE upon
· Figure 6, title, line 6: Asterisk denotes statistically significant decrease differences compared to CTRL, *p < 0.05, ****p < 0.0001)

Discussion
· $1, Line 2: parameters as required for to address new
· §2, line 2: Some of the steps in the protocol are crucial to assure correct proper keratinocyte 
· §2, line 9: therefore the current protocol uses includes the use of keratinocytes in their third
· §2, line 17: favors the keratinocyte differentiation and skin barrier formation and homeostasis
· §3, line 9: However, several studies have reported on changes
· §3, line 14: Silencing specific genes in keratinocytes prior to seeding of the RhEs, before initiating the reconstitution process of the 3D model is another approach
Materials
· Line 5: Calcium chloride (CaCl2)
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