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For the sample size calculation, we estimated that the eTRF group would show a 37.5% reduction in HOMA-IR and that the mTRF group would
show no change in HOMA-IR during the 5-week trial. The reported mean and standard deviation are 1.91 and 0.8 in non-obese Chinese
people. Therefore, to detect a 37.5% difference in HOMA-IR (1.91 × 0.375 = 0.7) between the TRF groups, the statistical power analysis
indicated that 22 participants would have to complete the trial in each group in order to achieve 80% power (two-sided test, a = 0.05),
assuming a within-participants standard deviation of 0.8. Taking into consideration potential drop-outs during the trial, 30 participants were
recruited for each group.

Eight participants were excluded from data analysis for not completing the trial

In this trial, a total of 429 participants were screened for eligibility, of whom 90 participants underwent randomization: 30 were randomly
assigned to the eTRF group, 30 to the mTRF group, 30 to the control group.

For the randomized controlled trial, participants were randomly assigned to either eTRF, mTRF or control group, in a 1:1:1 ratio, using a
computer-based random-number generator.

Because participants were instructed to take either TRF regimen or normal diet regimen, they were not blinded to the assignment of the
groups. Investigators who checked posted photos and estimated energy contents from photos were not blinded to the assignment of the
group. Other investigators and statisticians were blinded during the study procedure, and were unblinded after all the data had been
analyzed.
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Methodology

Sample preparation

reverses immunosuppression in breast cancer. Cell Res. 2017 Apr;27(4):461-482. doi: 10.1038/cr.2017.34. Epub 2017 Mar 14. PMID:
28290464; PMCID: PMC5385617.

The inclusion criteria were: 1) 18–64 years old; 2) ability to attend the hospital at regular intervals; 3) ability to independently
provide informed consent; 4) BMI between 17.5 and 30.0 kg/m2; 5) daily feeding period of more than 8 hours; and 6) stable
body mass (change <±10% of current body mass during the 3 months prior to the study). The exclusion criteria were: 1) night-
shift works more than once a week; 2) fasting during the preceding 8 weeks; 3) alcohol consumption more than twice a week;
4) pregnancy, gastrointestinal abnormalities or eating disorders, history of gastrointestinal surgery or systemic disease; 5) use
of corticosteroid drugs, !-receptor blockers, or other drugs that might affect the findings; 6) a diagnosis of hypertension,
diabetes, or other metabolic diseases; and 7) a diagnosis of insomnia.

Among all the participants who finished the trial, 85.7% were female in the eTRF group, 73.1% were female in mTRF group,
and 75.0% were female in the control group.

All the other characteristics were stated in the manuscript.

Participants were recruited from the Beijing area (China) via posters, emails, flyers, social media, and website advertisements.
Ninety participants having a daily feeding period of more than 8 hours and without recent fasting experience were recruited
into the trial after signing a written informed consent. Because all the participants were recruited from the Beijing area, they
might not have been representative of the wider population. No other potential self-selection bias was present in this trial.

Peking Union Medical College Hospital (PUMCH, China, PRC) ethics committee

chictr.org.cn : ChiCTR2000029797

Study protocol will be summitted alongside the reporting summary.

Participants were screened for eligibility from Feb. 16th, 2020 to Mar. 22nd, 2020, and collected data from Feb. 21st, 2020 to May
26th, 2020.

After obtaining signed informed consent from participants, investigators completed forms for each participant to record
sociodemographic information, anthropometric measurements, vital signs, percentage body fat measurements, information about
medical history, concomitant medication, physical examination, and dietary habits in the research hospital. Metabolic health-related
parameters were measured and collected at the beginning and the end of the trial.

All the data collection procedures were performed in Peking Union Medical College Hospital. All documents were stored safely in a
confidential manner and in accordance with data privacy laws and regulations. Study participants were pseudonymized by using a
unique study participant number/code.

Fasting plasma glucose were measured using automated analyzer: AU 5800 by Beckmann-Coulter. Blood Insulin was measured using
automated analyzer: ADVIA Centaur XP by Siemens. Insulin resistance index was calculated using HOMA-IR with fasting plasma
glucose and fasting blood insulin (HOMA-IR = Glucose x Insulin / 22.5).

Body weight were measured using Bioelectrical impedance analyzer HBF-371 (Omron Healthcare Co.) following protocol.

1. Transfer the EDTA anticoagulated peripheral blood sample into a centrifuge for 10 minutes (2000rpm)

2. After centrifugation, the upper plasma was transferred into a 1.5ml EP tube with a 1ml pipette, the remaining was
transferred into another EP tube, excess plasma was discarded.

3. Add 4ml lymphocyte separation solution into the centrifuge tube, mix the diluted blood cells with a glass pipette, and then
slowly add the lymphocyte separation solution along the centrifuge tube wall

4. After trimming, centrifuge for 20 minutes. (2500rpm)




