



                      Non-technical summary
The current project license has been amended to include imaging studies, two additional behavioural tests to assess depression, and the possibility of injecting substances also in the brain (previously we could inject only in the spinal cord).

1. The imaging tests will help us gain an overview of how immune cells and brain cells communicate with one another in the whole brain during different stages of the disease. This approach will help us apply similar studies in human patients to study diseases.
2. The two additional behavioural tests are meant to measure depression in mice. These tests (sociability and sucrose preference) are non-invasive and assess spontaneous behaviour (interaction with other mice and willingness to experience enjoyable drinks).
3. Finally, the injection of biological agents into brain areas will be used to examine how brain cells are organized in bigger groups and work together to perform a function. All these biological agents do not cause any harm. 

In conclusion, these amendments will help us understand the role of immune cells in the organisation of brain cells and their role in worsening of cognitive abilities in people with Multiple Sclerosis to develop new therapies. 
  
The protocols and sections that were amended are the following:

· Page 5: We added one sentence under the section “Benefits/ Who or what will benefit from these outputs, and how?”
· Page 7: We specified that intraparenchymal injections will be performed in tissues including the brain. We also modified the paragraph for behavioural-cognitive tests under the section “Project harms/ Typically, what will be done to an animal used in your project?”
· Page 8: We added one paragraph for imaging tests under the section “Project harms/ Typically, what will be done to an animal used in your project?”
· Pages 15 and 16: We added the word depression in the paragraph for behavioural-cognitive tests. Also we added one paragraph for imaging under the section “Refinement/ How will you refine the procedures you're using to minimise the welfare costs (harms) for the animals?”
· In Protocol 1, we amended the following sections:
· Page 39: We added two behavioural tests for depression (Step 3) under the section “Steps”.
· Pages 40-41: We added one additional Step (Step 4) for imaging under the section “Steps”.
· Page 41: We added the administration of biological agents and specified that the injections may be performed directly into the brain parenchyma as well under Step 5, section “Steps”.
· Page 49: We added two more killing methods under Step 11, section “Steps”.
· Pages 51-53: We added and modified paragraphs under the section “Animal Experience”
· Page 54: We added the study of cognitive neuronal networks as an additional output under the section “Experimental Design/What outputs are expected to arise from this protocol?”
· Page 55: We added some sentences regarding the imaging pilot studies under the section “Experimental Design/Where relevant, explain how and when pilot studies will be used.”
· Page 56: We added one sentence under the section “Experimental Design/ How will experiments and data analysis be randomised and blinded?”
· Pages 56-57: We added a small paragraph under the section “Experimental Design/How will you minimise variables to ensure reproducibility?”
· Page 58: We modified the section “Protocol justification/ b) the most refined for the purpose?)”

· Only Protocol 1 was amended. Protocol 2 was not changed. The rest of the project license remains unaltered and original test was not removed.  
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