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[bookmark: _Toc513737207][bookmark: _Toc513737228]S1. Inclusion and exclusion criteria
1.1 Inclusion criteria
· Male between 18 and 40 years of age
· Healthy, as based on a medical evaluation including medical history, physical examination (PE) and laboratory tests carried out in the screening visit.
· Non-treated office BP  < 130/85 mmHg
· A body mass index < 30 kg/m2
· Capable of giving written informed consent and able to comply with the requirements and restrictions listed in the informed consent form
1.2 Exclusion criteria
· An office BP > 130/85 mmHg
· A body mass index > 30 kg/m2
· A major illness in the past 3 months or any significant chronic medical illness that the investigator would deem unfavorable for enrolment, including chronic inflammatory diseases
· A history of any type of malignancy within the past 5 years with the exception of successfully treated basal cell cancer of the skin
· A history of any renal disease
· A history of any auto-immune disease
· A history of cardiovascular disease (in the past 6 months) defined as documented coronary artery disease including myocardial infarction, (un-)stable angina pectoris or acute coronary syndrome, percutaneous transluminal coronary angioplasty, coronary artery bypass grafting, cerebrovascular disease including ischemic and hemorrhagic stroke or a subarachnodial bleeding, or peripheral artery disease including aortic aneurysmata
· A history of eye-surgery, glaucoma or retinal eye disorder
· A history, within 3 years, of drug abuse (including benzodiazepines, opioids, amphetamine, cocaine, THC, methamphetamine)
· A history of alcoholism and/or drinking more than 3 units of alcohol per day. Alcoholism is defined as an average weekly intake of >21 units for males. One unit is equivalent to 8 g of alcohol: a half-pint (~240 mL) of beer, 1 glass (125 mL) of wine or 1 (25 mL) measure of spirits
· Smoking or use of tobacco products less than 30 days ago
· Any other issue that in opinion of the investigator could be harmful to the subject or compromise interpretation of data
[bookmark: _Toc513737208][bookmark: _Toc513737229]S2. Dietary intervention
Prior to starting both diets, participants were given instructions on what products in a regular Dutch diet contain high and low concentrations of salt. Also, they were asked to refrain from heavy exercise and drinking alcohol or smoking. 
[bookmark: _Toc513737209][bookmark: _Toc513737230]S3. Sidestream Dark-Field (SDF) videomicroscopy
Nitroglycerin induces vasodilation of the sublingual microcirculation and therefore increases the density visible by SDF imaging, as shown previously by Hilty et al.1 The density of perfused vessels after nitroglycerin was considered to approximate structural vessel density as closely as possible.  Since SVR is located at the arteriole level, not the venule level, only the increase in arteriole density was of interest. Therefore images of structural vessel density where obtained in a time frame between 3 to 10 minutes after administering nitroglycerin, because the increase in density observed in this time frame was thought to be primarily arteriole vasodilation. 
[bookmark: _GoBack]Image acquisition and analysis was performed with the 2007 consensus statement as a guideline. We are aware that these guidelines have since been updated.2 Upon reviewing the new 2018 consensus statement we conclude that during the study we adhered to most recent notions about SDF imaging. At least three images of separate areas of the sublingual microcirculation were obtained. To ensure sufficient image quality two methods were used. Firstly during caption of the videos special caution was taken towards pressure artefacts, and distortion of results due to saliva and movement. Secondly, all videos were scored for quality by a blinded observer  using Massey’s scoring system and analysis was performed in videos with a score <10.and discarded if quality was insufficient.3 A minimum of 20 subsequent steady frames was considered sufficient, since the measurement of blood cell velocity was not relevant for our study. Video-image analysis was performed blinded, with a semi-automated analysis program (Automated Vessel Analysis (AVA) 3.2). This allowed a primary automatic assessment of vessel density, which was corrected manually.  
It is important to note that the abbreviations PPV and PVD  stand for Proportion of Perfused Vessels, and Perfused Vessel Density respectively. The flow of erythrocytes through the vessels (subjectively scored as: no flow, intermittent flow, continuous or hyperdynamic flow) is considered the measure for perfusion. This is the generally accepted interpretation in studies using SDF. However, truly non-perfused vessels are not visible with SDF, due to its captureing of hemoglobin. This has been shown by the increase in visible vessels after nitroglycerin administration1. Since the topic of this study was the assessment of the density of perfused and non-perfused vessels via the latter method, using the interpretation generally accepted in literature does not suffice. However, not presenting this data would not be in line with the 2007 concordance statement.4 Therefore the authors have decided to explain PPV and PVD as respectively the proportion of vessels with flowing erythrocytes and the density of vessels with flowing erythrocytes, for matters of clarity. 
[bookmark: _Toc513737210][bookmark: _Toc513737231]S4. Assessment of period and carry-over effects
To check for period effects, the difference in outcome between diets was calculated separately for the group that started with the low sodium diet and the group that started with the high sodium diet. If this differs significantly between diet sequences (independent t-test or Mann Whitney U), period effects should be expected. To check for carry-over effects the average of the outcomes after both diets was calculated for both diet sequences separately. If this differs significantly between diet sequences (independent t-test or Mann Whitney U), carry-over effects should be expected.5
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S5. Sublingual microvessel densities after high and low salt diet
	
	High salt diet (n=18)
	Low salt diet (n=18)
	P-value

	Microvascular vessel density
	
	

	Total vessel density (small) (mm/mm2)
	15.82 (2.12)
	15.80 (1.95)
	P=.95

	Perfused vessel density (small) (mm/mm2)
	14.83 (2.10)
	14.88 (2.00)
	P=.86

	PPV (small) (%)
	95.23 (6.98)*
	96.29 (5.89)*
	P=.76

	MFI (small)
	2.90 (0.16)
	2.94 (0.17)
	P=.26

	Vessel density (all vessels) (mm/mm2)
	18.03 (1.97)
	18.35 (2.19)
	P=.37

	Perfused vessel density (all vessels) (mm/mm2)
	16.94 (2.10)
	17.33 (2.31)
	P=.32

	PPV (all vessels) (%)
	95.62 (7.09)*
	96.16 (5.75)*
	P=.60

	MFI (all vessels)
	2.99 (0.11)
	3.00 (0.20)
	P=.10

	Microvascular vessel density after nitroglycerin
	

	Total vessel density (small) (mm/mm2)
	18.23 (2.47)
	19.19 (2.84)
	P=.31

	Perfused vessel density (small) (mm/mm2)
	17.44 (3.06)
	18.48 (2.96)
	P=.27

	PPV (small) (%)
	96.09 (8.47)*
	97.07 (3.79)*
	P=.34

	MFI (small)
	3.00 (0.09)
	3.00 (0.06)
	P=.27

	Vessel density (all vessels) (mm/mm2)
	20.99 (2.11)
	21.94 (2.72)
	P=.27

	Perfused vessel density (all vessels) (mm/mm2)
	20.21 (2.35)
	21.29 (3.01)
	P=.33

	PPV (all vessels) (%)
	96.48 (7.49)*
	97.15 (5.25)*
	P=.27

	MFI (all vessels)
	3.00 (0.07)
	3.00 (0.12)
	P=.27



All values are expressed as mean (SD) unless otherwise marked. *Values are presented as median (interquartile range). Differences between diets were tested with paired t-test or Wilcoxon signed ranks test. Vessel parameters marked as “small” have diameters <20um. Vessel parameters marked as “all vessels” include vessels of all sizes. PPV = Proportion of perfused vessels. MFI = Microvascular flow index.


S6. Baseline characteristics after stratification for weight change
	
	Group with a small salt-induced change in weight (n=9)
	Group with a larger salt-induced change in weight (n=9)
	
	P-value

	Age (yrs)
	29.8 (4.1)
	27.6 (3.4)
	P=.28
	

	Weight (kg)
	82.2 (6.2)
	77.8 (10.9)
	P=.34
	

	BMI (kg/m2)
	24.17 (2.32)
	24.07 (3.06)
	P=.95
	

	Waist-to-hip ratio*
	0.94 (0.03)
	0.91 (0.04)
	P=.12
	

	Ethnicity (white)
	9
	9
	
	

	Plasma
	
	
	
	

	Sodium (mmol/L)
	140 (1)
	141 (1)
	P=.06
	

	Creatinine (umol/L)
	82 (11)
	88 (9)
	P=.20
	

	eGFR (ml/min/1.73m2)
	108 (13)
	103 (11)
	P=.51
	

	Osmolality
	293 (2)
	293 (2)
	P=.50
	

	Ureum (mmol/L)
	5.2 (1.5)
	4.9 (0.9)
	P=.61
	

	24h Urine
	
	
	
	

	Volume (mL/24h)
	2763 (1477)
	2168 (804)
	P=.34
	

	Creatinine (umol/ 24h)
	18.1 (4.4)
	17.1 (4.5)
	P=.65
	

	Sodium (mmol/ 24h)
	158 (82)
	181 (68)
	P=.55
	

	Potassium(mmol/ 24h)
	91 (35)
	98 (39)
	P=.70
	

	Ureum (mmol/ 24h)
	597 (405)
	453 (126)
	P=.36
	

	Creatinine excretion (mL/min)
	158 (50)
	134 (30)
	P=.28
	

	Office BP
	
	
	
	

	Systolic BP (mmHg)
	118 (9)
	119 (8)
	P=.82
	

	Diastolic BP (mmHg)
	73 (6)
	73 (5)
	P=.97
	

	Mean arterial pressure (mmHg)
	88 (7)
	88 (5)
	P=.93
	

	Heart rate (bpm)
	63 (10)
	63 (7)
	P=.92
	



All values are presented as mean (standard deviation). Differences between groups were tested by means of an independent sample t-test.


