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Validation

For reference power calculation, we considered the case of testing for a significant difference between two time points in a paired test. With
N = 27 fasting subjects, alpha threshold 0.05, and seeking 80% statistical power, we assessed the minimal effect size to achieve this power
using the pwr R package with a paired t-test as the closest implemented equivalent to our nonparametric paired tests. The estimated
standardized effect size (Cohen's d) is 0.56. This is within range of common moderate effects in microbiome studies, so our study is
comparatively powered to similar studies for the sample size recruited.

One patient was excluded from the fasting+DASH arm due to incomplete medical documentation.

Clinical parameters were assesed by standarized SOPs. Microbiome, immunome was evaluated by standardized and well-documented in-
house pipelines. Samples were processed and analyzed as singlets.

Participants were randomized into the intervention arms by block-randomization with randomly varying block length stratified by study center
and intake/non-intake of antihypertensive medication by Random Allocation Software.

Outcomes were evaluated by blinded scientists not involved in patient recruitment, allocation or treatment.

The complete list of antibodies used along with their respective RRID, fluorochrome conjugation, manufacturer and dilution applied is
listed in the corresponding Methods Table 1.

Validation of the antibodies in the on site laboratory was not performed and we refer to the respective specifcity information
provided by the manufacturer. Miltenyi antibodies were validated by Miltenyi. eBioscience antibodies were validated by eBioscience.
Biolegend antibody was validated by Biolegend.
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Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Clinical data
Policy information about clinical studies
All manuscripts should comply with the ICMJEguidelines for publication of clinical research and a completedCONSORT checklist must be included with all submissions.

Clinical trial registration

Study protocol

Data collection

Outcomes

The population had a Caucasian-European background recruited in Germany. Characteristics of the Fasting+DASH and DASH
arms were as follows. First values represent mean ± one standard deviation of the FASTING+DASH arm, second values
represent the mean ± one standard deviation of the DASH arm.

Females/males: 23/12, 21/15

Age (year): 58±8, 62±8

Height (cm): 171±8, 171±9

Office SBP (mm Hg): 136±15, 138±16

Office DBP (mm Hg): 88±11, 88±9

24h ABPM SBP (mm Hg): 132±9, 131±9

24h ABPM DBP (mm Hg): 81±8, 81.4±7

24h ABPM MAP (mm Hg): 104±8, 104±7

24h ABPM peripheral resistance (mm Hg*s/ml): 1.4±0.1, 1.3±0.1

SBP day (mm Hg): 134±10, 133±10

DBP day (mm Hg): 83±9, 84±7

SBP nocturnal (mm Hg): 120±12, 121±10

DBP nocturnal (mm Hg): 71.5±8, 71.6±7

Weight (kg): 99±17, 96±17

BMI (kg/m2): 34±4.9, 33±4.7

Hip circumference (cm): 115±20, 113±17

Waist circumference (cm): 116±11, 114±12

Waist to hip ratio: 1.1±0.7, 1.0±0.2

Body fat percentage (%): 42±8, 39±10

HOMA-index: 2.8±2.1, 3.4±2.4

Insulin (mU/l): 10.4±6.4, 12.1±7.4

Plasma glucose (mg/dl): 105±20, 110±20

Hb-A1C (%): 5.8±0.4, 5.9±0.7

Hb-A1C IFCC (mmol/mol): 39.6±4.8, 41.2±7.4

Triglyceride (mg/dl): 166±106, 169±109

Cholesterol (mg/dl): 220±48, 222±54

HDL (mg/dl): 50±11, 51±10

LDL(mg/dl): 137±36, 140±45

LDL/HDL ratio: 2.8±0.7, 2.8±0.9

CRP (mg/l): 0.4±0.4, 0.3±0.3

IL-6 (pg/ml): 3.1±2.0, 2.8±2.2

Creatinine (mg/dl): 0.9±0.2, 0.9±0.2

eGFR Cockroft-Gault (ml/min): 120±39, 107±32

The population had a Caucasian-European background recruited in Germany. Patients were recruited from April 2014 until
December 2015 by bulletins hung out at the Immanuel Hospital and at clinics of Charité. Information flyers were sent to
cardiology and diabetology outpatient practices. Advertisments were published at the webpages of the Immanual Hospital
and Charité Berlin and in local daily papers. In addition, the recruitment could already have introduced a selection bias
toward patients being interested in fasting/dietary studies. As the study participants showed a high interest in the fasting
intervention the allocated DASH participants were offered after successful completion of the study a cost-free subsequent
fasting cycle.

The study was approved by the ethics committees of the Charité-Universitätsmedizin Berlin (approval number: EA4/141/13).

NCT02099968

The full protocol is in German language and it can be requested at andreas.michalsen@charite.de.

Medical and clincal data was collected in 2014 and 2015 in Berlin, Germany. Secondary outcome measures were collected between
2014 and 2019 in Berlin and in Braunschweig, Germany.

Primary outcomes were defined systolic ABPM and HOMA index (time frame: 3 months). Secondary exploratory outcomes were
assessed by multicolor flow cytometry and next generation sequencing investigating the microbiome and immunome composition.
The complete list of secondary outcomes can be found at: https://clinicaltrials.gov/ct2/show/NCT02099968




