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Validation

Sample sizes, statistical power and variance are routinely determined in G*Power and Prism 8.

In behavioural experiments, mice were excluded from statistical analysis if surgical targeting of the SCN was shown to have been inefficient
(missed) based on post-hoc histology, as described in the materials and methods. An example is nevertheless provided in the supplementary
information.

In electrophysiological experiments, cells were excluded if the series resistance between the beginning and end of the recordings changed by
more than 25%, as described in the materials and methods.

In both cases, exclusion criteria were pre-determined.

Replication was conducted on independent batches of brain tissue slices obtained from genetically independent mouse litters. Behavioural

experiments were conducted on individual mice from two different cohorts. Across the whole study, at least three replicates were performed
(except in the case of the supplemental behavioural Cry-complementation (Supplementary Figure 12) where n=2, no further statistical
analysis was performed on this cohort).

Once genotypes were determined, brain tissue slices were assigned at random to treatments.

It was not always possible to blind experiments as genotypes of tissue slices and mice, the AAV treatments and other treatments had to be
known to the investigators to ensure correct experimental design.

Behavioural data was assessed blinded: two investigators blind to genotype and targeting of mice independently assessed activity patterns for
rhythm initiation or period change. The targeting, genotypes and analysis results were then unblinded to both investigators. There was full
agreement between the assessments of the two investigators.

Rabbit anti-AVP: Peninsula T-4563 (1:1000)

Rabbit anti-VIP: Immunostar 20077 (1:750)

Guinea pig anti-VIP: Peninsula T-5030 (1:1000)

Mouse monoclonal anti-DIG-POD: Abcam, ab420 (1:100)

Mouse monoclonal anti-FLU-POD: Abcam, ab6213 (1:100)

Validation was not carried out in-house as the three antisera and two antibodies we used are well characterised in the literature (see
references on manufacturer's websites). Moreover, they behaved as expected by marking the appropriate genetically tagged (by
recombinase expression) cells ands regions and thus delineating the core and shell of the SCN consistent with other studies.




