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Responses received from Germany on AOP 17

AOP 17
Overall assessment of the AOP
The chemical initiators used for the empirical support are methylmercury and mercury chloride, and acrylamide. 
How about acrolein? Is mentioned later on, as α,β-unsaturated aldehyde it is also supposed to initiate the MIE
Response: 
The chemical initiators (“prototypical stressors”) used for the empirical support are methylmercury, mercury chloride, and acrylamide. Data are most extensive for mercury as stressor during development; data for acrylamide are much more limited and restricted to some KEs. Data for acrolein were even more limited. That is why we finally decided not to consider this chemical. 

Table summarizes concentrations/doses, time, and duration of exposure for the various test systems and KEs.
Format should be changed since it is difficult to read (also on the AOP wiki), please check also the other tables
Response: 
I don’t know what happened to these tables, but they look much worst on the word document named “AOP17_WNT endorsement” than on wiki. I’m sorry but it is very hard and time-consuming to work on this word version. I’ll improve the wiki version of each table.


Table Biological Plausibility and Empirical Support of the KERs (p. 20)
However, binding to other SH/SeH groups of other proteins not involved in protection against oxidative stress can occur and trigger other neurotoxicity pathways. 
Binding to SH groups of electrophilic compounds (e.g. haptens – MIE of the skin sensitization AOP) may also induce cyto-protective reactions (e.g. via Nrf2), this is discussed at a later stage (oxidative stress) but should be mentioned here as well.
Response: 
The following sentence has been added in the table: “Alternatively, binding to SH groups of electrophilic compounds may also induce cyto-protective reactions (e.g. via Nrf2)”.

Overview for Molecular Initiating Event (p. 33)
The binding of Methylmercury (MeHg) to redox sensitive thiol- or selenol-groups can disrupt the activity of enzymes or the biochemical role of non-enzymatic brain proteins
It is suggested to mention here that this is not specific to brain proteins
Response: 
The word “brain” has been deleted.


The affinity of Mercury chloride (Hg2+) for thiol and selenol groups is higher than that of MeHg
There is a very detailed discussion of the effects caused by mercury and only a very brief discussion for acrylamide. How about other organic electrophiles such as α,β-Unsaturated Ketones or acrylates?
Response:
Data are most extensive for mercury as stressor during development; data for acrylamide are much more limited and restricted to some KEs. Data for other stressors were even more limited, so we finally decided not to consider them.
How this is measured or detected (p. 38)
A photometric method to quantify GSH loss after reaction with organic electrophiles has also been reported (Böhme et al., 2009). Doi/10.10217tx800492x.
Resonse:
Method added in the list p. 38. Reference added to the list.


For measuring glutamate release, load 3H glutamate for several hours and then look at release over time, as descibed in (Arizza et al., 1994). p. 51
Under what circumstances release should be measured?
Response:
Apologies, this sentence is not relevant in KE1488; deleted.

p. 59
Lactate Dehydrogenase (LDH) is a soluble cytoplasmic enzyme
Other closely related tetrazolium dyes including include XTT, MTS and the WSTs
Alamar Blue (resazurin) is a fluorescent dye
Moreover, ATP assay: Qquantification of ATP, signaling the presence of metabolically active cells, can be performed (CellTiter-Glo; Promega).
TUNEL: was already used on p. 58, thus the explanation should be moved there
Response:
All corrections made.
For TUNEL we think the explanation should stay at p. 59 next to the other ones. A sentence has been added at p. 58 “(see explanation below)”.

p. 61
In the text it is mentioned that “Neuroinflammation is observed in human, monkey, rat, mouse, and zebrafish”. Monkey and zebrafish are, however, not mentioned in the table.
Response:
Zebrafish and macaque have been added in the table.

p. 68 ff.
doesn’t neuroinflammation comprise not only tissue-dependent cell activation but also increased pro-inflammatory mediators? It might be misleading to use the term neuroinflammation here
Response:
Neuroinflammation has been replaced by “tissue resident activation”.

p. 70
glial fibrillary acidic protein (GFAP). Done.

Regulatory examples using the KE
CD54 and CD 86 as well as IL-8 expression is used to assess skin sensitization potential (OECD TG 442E). IL-2 expression is used to assess immunotoxicity (and will become an OECD test guideline); for the latter see also doi: 10.1007/s00204-018-2199-7. 
Alternatively, the IL-assays could be included in the description of the subsequent KE increased pro-inflammatory mediators.
Response:
The examples have been added under “Regulatory examples using the KE”.





p. 91
· OECD TG 426: Done
· It is proposed to mention OECD TG 443 (extended one generation reproductive toxicity study) here as well since it contains a cohort to assesses the potential impact of chemical exposure on the developing nervous system. Added

p. 133
Domoic acid seems to be mentioned here for the first time. It should be mentioned that it is a kainic acid-type neurotoxin that causes amnesic shellfish poisoning.
Response: Added at the first occurrence of domoic acid term.

p. 158
Long-term potentiation (LTP) is a long-lasting increase in synaptic efficacy (not always and not always high frequency stimulation leads to LTP)
· What is menat with ‘not always’? Should exceptions be given here? “(not always and not always high frequency stimulation leads to LTP)” has been removed.
· excitatory postsynaptic currents (EPSCs). Added.

p. 163
· meaning that there is no clear understanding about the how these two KEs are connected. Removed.
· that not always Pb2+ exposure is positively associated with increased learning and memory impairment in children. Modified.
Finally, in order to provide empirical support for this KER, data on the effects of lead (Pb) exposure are reported ff.
This paragraph is redundant to the second one of this chapter, both should be combined.
Response:
The second paragraph has been placed at the end, whereas the last paragraph has been deleted.


