Supplement 1. Specimen Collection and Culture
Materials
25mL beaker
10mL Injection (Injekt®Luer Solo Braun, Bad Arolsen, Germany) 
Sterile syringe filter (Pore size 0.22um, PES membrane)
Sterile collection swab (Zymo, Irvine USA)
50mL sterile Falcon Tube
Blood agar plates (Becton Dickinson)
Sterile L shape rod
Omnigene-gut from DNA genotek

Instruments
Pipette tips 20uL, 1000uL
Pipettors 20uL, 200uL, 1000uL
Laminar FlowHood
Weighing balance

Sterile 1XPBS by filtration. 
1. Prepare a beaker, sterile Falcon tube, a syringe filter and an injection.
2. Place 20mL of 1X PBS into a beaker.
3. Take 10mL of 1X PBS in an injection.
4. Take away needle (if needle was used) and place on the injection into the microfilter. Avoid touching the sterile side of the filter.
5. Plunge the plunger until all the 1X PBS pass through. Make sure there is no resistance during the plunge. If there is, stop, replace the filter and proceed until everything passes.

Skin Sample on Flexural Area of the Arm
1. Prepare 2 sterile Eppendorf tubes.
2. In one tube place 1mL of sterile 1X PBS in the Eppendorf and 0.5mL in another.
3. Dab a sterile collection swab into the Eppendorf tube with 0.5mL sterile 1X PBS.
4. Place the collection swab on the flexure area of the arm. 
5. In a clockwise pattern, swab the skin. Make 10 clockwise pattern. 
6. Dab the collection swab into the Eppendorf with 1mL of sterile PBS. Dab the swab 10 time with circular motion.
7. Make sure to squeeze out extra liquid from the collection swab by pressing to the corner of the tube until most of the liquid are out. 
8. Take 0.4mL of the sample in a separate Eppendorf tube.
9. Label and store the rest of the sample in -21C.
10. Prepare 3 blood agar plates. 
11. Inside a laminar flow hood, plate 0.1mL of the sample.
12. Evenly spread the sample using a sterile L shape rod. 
13. Label the plates and incubate aerobically at 37C for 48hrs.
14. Count the colony forming units and record.
15. To make sure the sterile PBS is not contaminated, plate the sterile as a negative control.
Nasal Sample
1. Prepare a sterile Eppendorf tubes.
2. Place 1mL of sterile 1X PBS in the Eppendorf tube.
3. Insert the collection swab into the nostril until there is resistance. Rotable the swab 3X and then slowly pull. 
4. Dab the collection swab into the Eppendorf with 1mL of sterile PBS. Dab the swab 10 time with circular motion.
5. Make sure to squeeze out extra liquid from the collection swab by pressing to the corner of the tube until most of the liquid are out. 
6. Take 0.3mL of the sample in a separate Eppendorf tube.
7. Label and store the rest of the sample in -21C.
8. Prepare 4 Eppendorf tubes and place 0.9mL of sterile 1X PBS. Labe each tube as 1/10, 1/100, 1/1000 and 1/10000.
9. Do a serial dilution. Take 0.1mL of the sample and place to the tube labeled 1/10. Pipette in and out 10X. Discard the tip. Take a new tip and take 0.1ml in the tube 1/10 and place on 1/100. 
10. Repeat step until 1/10000 is prepared. 
11. Prepare 5 blood agar plates. 
12. Inside a laminar flow hood, plate 0.1mL of the sample and then serially diluted samples.
13. Evenly spread the sample using a sterile L shape rod. 
14. Label the plates and incubate aerobically at 37C for 48hrs.
15. Count the colony forming units and record.
16. To make sure the sterile PBS is not contaminated, plate the sterile as a negative control.

Saliva Sample
1. Prepare a sterile Eppendorf tubes.
2. Collect at least 3-5mL of saliva. Allow the saliva to rest for atleast 30min.
3. Take 1mL of the saliva and place on an Eppendorf tube.
4. Take 0.3mL of the sample in a separate Eppendorf tube.
5. Label and store the rest of the sample in -21C.
6. Prepare 4 Eppendorf tubes and place 0.9mL of sterile 1X PBS. Labe each tube as 1/10, 1/100, 1/1000, 1/10000.
7. Do a serial dilution. Take 0.1mL of the sample and place to the tube labeled 1/10. Pipette in and out 10X. Discard the tip. Take a new tip and take 0.1ml in the tube 1/10 and place on 1/100. 
8. Repeat step until 1/10000 is prepared. 
9. Prepare 5 blood agar plates. 
10. Inside a laminar flow hood, plate 0.1mL of the sample and the serially diluted samples.
11. Evenly spread the sample using a sterile L shape rod. 
12. Label the plates and incubate aerobically at 37C for 48hrs.
13. Count the colony forming units and record.

Fecal Sample
1. Take the initial weight of the tube prior to collection.
2. Collect stool via Omnigene-gut from DNA genotek as per the manufacturer’s instructions.
3. Take the weight again after stool collection.
4. Each tube has 1.65mL of liquefaction liquid. If the initial stool collected is greater than 0.2g, add atleast 1mL of liquefaction liquid per 0.1g of additional stool.
5. Take 1mL of the fecal slurry into an Eppendorf tube.
6. Label and store the sample in -21C.


Supplement 2. The summary of the comparison between the input DNA and the number of PCR cycles.
	Number of PCR cycles
	Total DNA  input (ng)
	Proportion of Spike
	Spike Ratio
	Number of Misclassified Species
	Proportion of Misclassified Reads 
	Error From Expected Log Value (%)

	25
	0.10
	0.05
	5.05
	3
	0.006
	3.4

	
	1.00
	0.06
	2.55
	7
	0.013
	-0.3

	
	5.00
	0.06
	2.55
	9
	0.013
	-0.3

	35
	0.10
	0.03
	4.69
	10
	0.022
	6.6

	
	1.00
	0.04
	2.95
	13
	0.030
	3.3

	
	5.00
	0.03
	2.76
	13
	0.029
	3.9





Supplement 3. The summary of the proportion of contamination in each sample with different sample type.
	 
	donor1
	donor2
	donor3
	donor4
	donor5

	Saliva
	2.6%
	2.4%
	0.8%
	0.9%
	2.9%

	Stool
	2.8%
	4.2%
	3.2%
	4.0%
	1.6%

	Skin
	0.5%
	0.6%
	0.1%
	0.9%
	1.2%

	Nasal
	0.3%
	0.9%
	1.6%
	0.5%
	2.4%




