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" 1.-Overviewy

. 1.0?&”'&“’“

® 1 N..zxLdescnnivefulltext titley] o] 5-3 - U\r’EWIEWDfﬂ"ﬂl}"tlﬂﬂl metfmd{s) to-assess- O] - 1.1 Descripti‘u'e fu‘l-tEXtﬁtlEﬂ-
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! - : G168 © 8.2..z..Frediction-modelf] information-to-this-setup.-Possible-variations-can-be-indicated-in-chapter-0.8. - - If-a-variation-
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property rig Ifa-section/-question-is-not-applicable-for- veur-test-method, please-indicate- “not-applicable”. -
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Application examples

= 8.3-Prediction-model-setup = 8.5-In-vitro—-in-vivo-extrapolation-(IVIVE .7.1-Raw-data-formatq] - 7.4-Curve-fitting]|

How-are-data-normally-handled-to-obtain-the-overall-test-resull-(e. g -concentration-response-

How-was-the-prediction-model-set-up-(using-which-testing-set-of-chemicals-for-training-of-the-
maodel; -using-probing-whar-kind-of-classifiers-/statistical-approaches) Y
Has-the-prediction-model-been-tested- (what-was-the-testing-set-of-chemicals) ? - List-chemicals-
or-give-n,-if-n-=-30.9

Is-the-process-documented-(publication) 7Y
Daoes-the-prediction-model-(PM)-applv-to-changes-to-both-sides-of-controls-(up-/-down) 7-If-the-
PMis-one-sided-(e.g.-toxicants-leading-to-a-decrease-vs. -control), -how-are-data-in-the-opposite-
direction-handled-and-interpreted? -If-the-PM-is-two-sided, - do-different-rules, -characteristics-
and-interpretations-apply-to-the-two-sides- (e.g.- is-a-decrease- in-viability, - or-an- increase- in-
viabilitv-both-interpreted-as-effect-/toxicity; -are-thresholds-and-performance-characteristics-to-
both-sides-the-same?)."

-Note: -for-final-values-on-accuracy, -sensitivity-and-specificity, refer-8.4.Y

1

-8.4-Test-performance-{[

Indicate- here- basic- performance- parameters- or- if- possible- preliminary- estimates- (label- as-
such):-Baselinevariation-(noise)-within-assavs-AND-between-assays. Y

What-is-the-signal-/-neise-ratio-(signal-=-standard-positive-control) 7 -9
Is-the-z-factor-determined?

Give-the-specificitv-of-the-test-method. -How-is-it-determined?
Give-the-sensitivity-of-the-test-method. -How-is-it-determined? ¥

Give-measures-of the-uncertainty-of vour-test-method. -How-are they-determined?
What-is-the-detection-limit-(required-change-of- endpoint-to-become-measurable) 7Y
Ifavailable, -give-limit-of-detection-(LOD) -and-limit-of guantification-(LOQ). Y
What-are-inter-operator-variations?

Are-there-data-of- ‘historical-controls -over-longer-time-period?-Y

Note:-assay-parameterscan-onlv-apply to-one-assayversion. -Astandardversionmust-be-defined-
and-referred-to-in-all-answers.

Describe- parameters- important- for- determination- of- free- compound- concentrations- in- the-
medium.: Y

Give-the-lipid-and-protein-content-of the-medium-and-the-cells. -
Give-the-volume-af-the-cells. |
Give-volume-(medium-volume)-and-surface-area-of-culture-dish.Y
Is-there-information-/-literature-on-IVIVE-strategies-/-data-in-the-test?Y
Has-the-test-been-used-earlier-for-IVIVE?Y

Are-there-special-considerations relevant-for-IVIVE (e. g. potential for-compound-accumulation-
due-to-frequent-medium-changes-and-compound-re-addition, -ghicoprotein-(MDR 1 }-expression, -
capacity-for-xenaobiotic-metabolism-af-test-systen) 7Y

1

= 8.6-Applicability-of-test-method™||

Note:-this-refers-to-the-biological-and-chemical-applicability.y]
Which-compounds-is-the-test-likely-to-pick-up-correctly, where-is-it-likelyv-to-fail?-Y
How-does-the-test-method-react-to-mixtures-and-UVCBs?Y

Are- there- areas- (according- to- industry- sector,- compound- chemistry,- physical-chemical-
properties)-that-need-to-be-excluded-from-testing, -or-that-are particularly-suitable?Y
Which-compound-class-cannot-be-detected-(e. g. -neurotransmitters -for-which-the-receptors-are-
not-expressed, -endocrine-disruptors-in-absence-of respective-pathway) 7Y

Are-there-compounds-interfering with-the-test-system-(e.g. fluorescing-or-coloyred-chemicals) 7|

What-is-the-data-format? -y

Raw-data:-give-general-explanation. - Upload-an-exemplary-file-of raw-data-(e.g.- Excel-file-as-
exported-out-of-plate-reader).--Y

Give-an-example-of processed-data-at-a-level-suitable-for- general-display-and-comparison-of-
conditions-and-across-experiments-and-methods. Y
Nete:-it-is-recommended-that-data-formats-suitable-for-most-/-all-methods-are-pre-defined-in-
callaborative-projects, such-as-EU-ToxRisk-or-ToxCast.
If-the-file-format-is-not-proprietary-or-binary, -please-upload-a-template. - This-will- help-other-
users-to-provide-their-data-in-a-similar-way-to-the-general-data-infrastructure. -
Example-as-used-in-EU-ToxRisk:-Excelsheet with-columns specifving-line number, -assay-name. -
date-of-experiment, -identifier-for-reference-to-pariner-lab-book, -compound, -concentration-(in: -
-log[M]),- line- number- of- according- control,- number- of replicates,- endpoints,- data- of-

aendpoint(s),-etc.
T

= 7.2-Outliersy[

How-are-outliers-defined-and-handled?"
How-are-they-documented?
Give-the-general frequency-of-outliers.

Note:-if-only-processed-data-arve-reported, -outlier-information-gets-lost.

1

7.3+-Raw-data-processing-to-summary-dataf

How-are-raw-data-processed-to-obtain-summary-data-(e.g.-ECso, -BMC1 3, -vatios,-Pald, -ete. )-in-
vour-lab?¥

Describe- all- processing- steps- from- background- correction- (e.g.- measurement- af- medium-
control)-to-normalization-steps-(e.g. -if vou-relate-treated-samples-to-untreated-controls).

Jitting-using-model-X, -determination-of-ECso-by-method- ¥, -use-of ECspas final-data)?

How- do- you- model- vour- concentration- response- curve- (g,g: LL 4- parameter- fit) - and- which-
software-do-vou-use-(e.g.-GraphPad-Prism,-R,-etc )77
Dovouwsually-calculatemunceriainty-measure-gf- your-summary-data-{e.g.-a-95 %-confidence-
interval-for-the- BMC-or-a- BMCL), -and-with-which-software?¥
Can-you-give-uncertainiy-for-non-cytotoxicity-or-no-gffect? -¥

How-dovou-handle-non-monotonic-curve-shapes, -or-other-curvefeatures -hard-to-describe-with-
thewsual-mathematical fit-model 7T

1

= 7.5-+Internal-data-storage™{

How-and -how-long-are-raw-and-other-related-data-stored? -\
What-backup-procedures-are-used-(how freguanty) 7Y

How-are-data-versions-identified?

1

 7.6-Metadataf

Nota:-metadata-ave-for-example: -laser-power,-microscaope-objective, - binning-of- camera, -s1it-/-
[filter-afopticalunits, temperaturecycleof PCR, alldata-that-refer-to-instrument seftings-during-
data-recording, -suppliers-of-chemicals, -software-versions -for-data-processing, -iypes-af-dishes, -
media-and-consumables -used, -efc.-"]

How-gre-metadata-documented-and-stored-(lab-book, -excel-files, -lefi-in-machine, -etc. )7 -
How-are-they-linked-to-raw-data? ¥

What-metadata-are-siored/-should-be-siored?Y

1

 7.7-Metadata-file-format{]

Give-exampie-of-the-metadata-file-(iFavailable). -

Note:- also- consider- in- this- template- to- include- flelds- which- are- variable, - but- cannot- be-
completely-specified-in-the protocol-and-could-be-changed-without-changing -the-readout-(e.g.-
suppliers-of-chemicals). -y
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