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Supplementary figure 1

IL-1B and IL-6 production to M. tuberculosis stimulation two weeks and three months after BCG
vaccination in morning and evening vaccinated individuals (Mean +SEM, n=36 morning vaccinated,

n=18 evening vaccinated, *** p < 0.001, ** p < 0.01, * p < 0.05, Friedman Test, Dunn multiple
comparison test).
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Supplementary figure 2

Fold changes (compared to baseline) of PBMC-derived IL-1B (A) and IL-6 (B) production to M.
tuberculosis stimulation two weeks and three months after BCG vaccination are compared between
8am and 12pm (Mean * SEM, n=68 vaccinated between 8am-9am, n=80 vaccinated between 9am-

10am, n=84 vaccinated between 10am-1lam, n=66 vaccinated between 1lam-12pm, *p < 0.05,

Kruskal-Wallis test, Dunn multiple comparison test).
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Supplementary figure 3

PBMC-derived S. aureus-induced IL-1B (A), IL-6 (B) and TNF-a (C) production, and M. tuberculosis-
induced IFN-y production (D) at baseline (before BCG vaccination) is compared between morning
subgroups vaccinated between 8am and 12pm. (Median, n=68 vaccinated between 8am-9am, n=80
vaccinated between 9am-10am, n=84 vaccinated between 10am-11am, n=66 vaccinated between
1lam-12pm, *** p < 0.001, * p < 0.05, Kruskal-Wallis test, Dunn multiple comparison test.) Spearman

correlation of IL-1B production upon S. aureus stimulation corrected for time of blood sampling using

a linear regression model (*** p < 0.001) (E).
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Supplementary figure 4

three months

Comparisons of fold changes of IL-1B (A), IL-6 (B) and TNF-a (C) concentrations corrected for

monocyte percentages within the PBMC fraction between morning vaccinated subgroups. (Mean +

SEM, n=68 vaccinated between 8am-9am, n=80 vaccinated between 9am-10am, n=84 vaccinated

between 10am-11am, n=66 vaccinated between 11am-12pm, ** p < 0.01, * p < 0.05, Kruskal-Wallis

test, Dunn multiple comparison test).
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Supplementary figure 5
Baseline cortisol concentrations are compared between morning vaccinated subgroups (Mean +
SEM, n=68 vaccinated between 8am-9am, n=80 vaccinated between 9am-10am, n=84 vaccinated

between 10am-11am, n=66 vaccinated between 11am-12pm, *** p < 0.001, ** p < 0.01, Kruskal-

Wallis test, Dunn multiple comparison test).
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Supplementary figure 6

Sample quality control (QC) plots including a scatter plot of the number of filtered peaks versus the
number of filtered reads (sequencing depth) with dashed lines highlighting thresholds to pass QC;
and violin plots showing the distributions of QC statistics including FRIP, Oracle_FRIP, Promoter_FRIP,
and TSS_enrichment (A). Saturation analysis showing the number of unique peaks detected across
samples. The grey area around the curve indicates 95% confidence interval for samples added in
random order (25 iterations per point) (B). Cumulative distribution of unique peaks lengths (C).
Strength of ATAC-seq signal around TSSs. The plot is calculated as the height of the pileup of reads at
TSSs 1,000 bp divided by the average noise value at £1,000 bp from the TSS. The plot shows two
randomly selected HIGH quality samples (maximum value of TSS_enrichment at least 1 standard
deviation above the mean), two randomly selected LOW quality samples (maximum value of
TSS_enrichment at least 1 standard deviation below the mean) and four randomly selected MEDIUM
quality samples. For all samples it is possible to identify a strong signal-to-noise ratio at the TSS and a
characteristic pattern highlighting the first nucleosome. Overall, this is indicative of intact chromatin
(D). Histogram showing the percentage of samples in which a given peak from the consensus peak
set was detected (E). Peak annotation enrichment calculated as the log2 fold change against the

mean of 100 comparable, randomly generated, peak sets (F). Peak annotation distribution (G).



Supplementary figure 7

Chromatin remodeling two weeks post BCG
conditioned on the time of vaccination
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Supplementary figure 7

Differential chromatin accessibility (DA) analysis of an interaction effect between BCG training (two
weeks post BCG compared to baseline) and time of vaccination (evening compared to morning).
(n=36 morning vaccinated, n=18 evening vaccinated; DA was performed with LIMMA which
computes P-values with a moderated T-test; Benjamini-Hochberg procedure was used to control the

FDR).



Table S1 participant characteristics 300BCG cohort.

Total (n=302)
Sex, female 171 (57%)
Age, years 26 (10.8)
BMI 22.5(2.6)
Current smoker 19 (6.2%)
BCG scar ** 272 (95%)
BCG scar size (cm) after three months * 0.42 (0.17)

Presented are characteristics of sex, age, BMI, current smoking status, and the BCG scar size
measured three months after vaccination. Data are shown as n (%) or mean (£SD).

* scar sizes of 17 individuals were missing. *percentage calculated over 285 volunteers with available
scar size data.
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e Theories used in designing behavioral interventions N.A.
Methods
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o Delivery method: how was the content given? X 15
o Unit of delivery: how were the subjects grouped during delivery? N.A.
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Outcomes 6 e Clearly defined primary and secondary outcome measures N.A.
e Methods used to collect data and any methods used to enhance the X 1521
quality of measurements
e Information on validated instruments such as psychometric and biometric
properties X o2
Sample Size 7 e How sample size was determined and, when applicable, explanation of any
interim analyses and stopping rules X o
Assignment 8 e Unit of assignment (the unit being assigned to study condition, e.g.,
Method individual, group, community) N.A.
e Method used to assign units to study conditions, including details of any
restriction (e.g., blocking, stratification, minimization) N-A.
e Inclusion of aspects employed to help minimize potential bias induced due
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Blinding 9 e  Whether or not participants, those administering the interventions, and
(masking) those assessing the outcomes were blinded to study condition assignment; | N.A.
if so, statement regarding how the blinding was accomplished and how it
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Numbers
analyzed

16

Number of participants (denominator) included in each analysis for each
study condition, particularly when the denominators change for different
outcomes; statement of the results in absolute numbers when feasible

5-9
(Fig.
legends)

Indication of whether the analysis strategy was “intention to treat” or, if
not, description of how non-compliers were treated in the analyses

N.A.

Outcomes and
estimation

17

For each primary and secondary outcome, a summary of results for each
estimation study condition, and the estimated effect size and a confidence
interval to indicate the precision

N.A.

Inclusion of null and negative findings

5-9 +
15-21

Inclusion of results from testing pre-specified causal pathways through
which the intervention was intended to operate, if any

N.A.

Ancillary
analyses

18

Summary of other analyses performed, including subgroup or restricted
analyses, indicating which are pre-specified or exploratory

5-9

Adverse events

19

Summary of all important adverse events or unintended effects in each
study condition (including summary measures, effect size estimates, and
confidence intervals)

N.A.

DISCUSSION

Interpretation

20

Interpretation of the results, taking into account study hypotheses,
sources of potential bias, imprecision of measures, multiplicative analyses,
and other limitations or weaknesses of the study

10-14

Discussion of results taking into account the mechanism by which the
intervention was intended to work (causal pathways) or alternative
mechanisms or explanations

10-14

Discussion of the success of and barriers to implementing the intervention,
fidelity of implementation

10-14

Discussion of research, programmatic, or policy implications

10-14

Generalizability

21

Generalizability (external validity) of the trial findings, taking into account
the study population, the characteristics of the intervention, length of
follow-up, incentives, compliance rates, specific sites/settings involved in
the study, and other contextual issues

10-14

Overall
Evidence

22

General interpretation of the results in the context of current evidence
and current theory

10-14

From: Des Jlarlais, D. C., Lyles, C., Crepaz, N., & the Trend Group (2004). Improving the reporting quality of

nonrandomized evaluations of behavioral and public health interventions: The TREND statement. American Journal of
Public Health, 94, 361-366. For more information, visit: http://www.cdc.gov/trendstatement/
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