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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1
	Affiliation
	4 Department of Radiology, Health Science Center, Shenzhen Second People's Hospital/First Affiliated Hospital of Shenzhen University
7 Department of Hepatopancreatobiliary Surgery, Shenzhen Second People's Hospital, The First Affiliated Hospital of Shenzhen University

	4 Department of Radiology, Shenzhen University Health Science Center, Shenzhen University School of Medicine, First Affiliated Hospital of Shenzhen University, Shenzhen Second People's Hospital
7 Department of Hepatopancreatobiliary Surgery, Shenzhen University Health Science Center, Shenzhen University School of Medicine, First Affiliated Hospital of Shenzhen University, Shenzhen Second People's Hospital

	2
	Introduction
	The first sentence in the second paragraph says, “Organ failure is one of the main causes of death 1 {TG, 1993 #334}.”
	Please modify the reference format, delete {TG, 1993 #334}. 
“Organ failure is one of the main causes of death 1”

	3
	Introduction
	The first sentence in the second paragraph says, “Circulating DNA is an extracellular type of DNA found in blood. Mandel and Metais12 first reported the presence of circulating DNA in peripheral blood in 1947. ”
	Please correct to “Circulating DNA is an extracellular type of DNA found in blood. Mandel and Metais12 first reported the presence of circulating DNA in peripheral blood in 1948. ”

	4
	Introduction
	The last sentence says, “Finally, the circulating pig-specific DNA was quantified using real-time PCR.”
	[bookmark: OLE_LINK1][bookmark: OLE_LINK2]Please correct to “Finally, the circulating pig-specific DNA was quantified using qPCR.”

	5
	1.1
	Step says “using the NCBI software”
	Please correct to “using the software of NCBI”

	6
	1.2
	Step says “Design primers according to 19 pig-specific genes (Table 1) using software. Purchase them commercially (Table of Materials).

	[bookmark: _Hlk45953912]Please correct to “Design the primers according to 19 pig-specific genes (see Table 1) using the software of Primer 5. 

	7
	2.5
	Step says, “Transfer the mixture into the adsorption column,
centrifuge at 6,200 x g for 2 min, and finally, discard the waste liquid”
	Please correct to “Transfer the mixture into the adsorption column, centrifuge at 6,200 x g for 2 min.”
“

	8
	3.1
	Step says, “Prepare the pre-mixed solution of 12.5 µL of 2x
polymerase (Table of Materials)”
	Please correct to “Prepare the pre-mixed solution of 12.5 µL of 2x
PCR premix (Table of Materials)”

	9
	3.2; 3.3
	Step says, “0.6 mL
microcentrifuge tubes”
	Please correct to “0.2mL PCR tubes”

	10
	3.4
	Step says, “Perform agarose electrophoresis.”

	Please correct to “Perform agarose electrophoresis as follows:”

	11
	3.4.2
	Step says, “Add 5 µL of sample and 2-Log DNA Ladder (0.1–10.0 kb) or DNA marker I (0.1–0.6 kb)”
	Please correct to “Add 5 µL of sample and 2-Log DNA Ladder (0.1–10.0 kb) or Marker I (0.1–0.6 kb)”

	12
	3.4
	Under step 3.4.3, it says “Note: Using the PCR…”
	Please replace “note” with a step number 3.5 to write it as a new step.
3.5 Perform agarose electrophoresis to isolate amplified DNA fragments from the above samples，which was visualized in an ultraviolet imager. Using the PCR, the primers specific for amplified porcine genomic DNA was first identified（Figure 2A）. Further, certain species-specificities of these primers which specifically amplified pig DNA in the cohort of monkey/human genomic or in the cohort of mouse genomic DNA were confirmed (Figure 2B). Finally, two species-specificities primers were further proven to specifically amplify pig DNA in the pig-to-monkey artery patch and/or pig-to-mouse cell transplantation models, respectively (Figure 2C).

	13
	4.2.1
	Step says “Incubate for ~12-16 hours at 37 °C with vigorous shaking (~ 300 rpm).”
	Please correct to “Incubate for 12-16 hours at 37 °C with vigorous shaking (300 rpm).”

	14
	4.2.4
	 Step says “A 2-3 minute incubation may be necessary.”
	 Please correct to “A 2-3 minutes incubation may be necessary.”

	15
	4.2.11.1
	Step says, “Repeat for a second DNA wash buffer wash step.”
	Please correct to “Optional: Repeat Steps 16-18 for a second DNA Wash Buffer wash step.”

	16
	4.3.1
	Step says, “Perform the following on ice.”
	Please correct to “Perform the make-up steps on the ice.”

	17
	4.3.1
	Step says, “add ddH2O to 20 µL of total volume.”
	Please correct to “add ddH2O to 20 µL of total volume, mix thoroughly.”

	18
	4.4
	Step says, “Take the plasmid (P2) containing fragment of porcine DNA and calculate the following:
Calculate the number of plasmids in 1 mL of starting standard solution: N = (2 x 1011)/ (6.02 x 1023) mol.
Calculate the molecular weight of P2: M = 2810 bp x 650 D/bp = 2810 x 650 D (g/mol).
Calculate the mass of P2: m=N*M= (2 x 1011)/ (6.02 x 1023) mol x 2810 x 650 g/mol.
Calculate the volume of P2: V = m/C = [(2 x 1011)/(6.02 x 1023) x 2810 x 650] g/C, where C is the concentration of P2 (ng/µL), which is measured by a spectrophotometer.”
	Please correct to “Take the plasmid（P2）containing a fragment of porcine DNA for example of copies calculating：
4.4.1 Calculate the number of plasmid in 1mL starting standard solution：N= (2×10E11)/ (6.02×10E23) mol; 
4.4.2 Calculate the molecular weight of P2: M=2810bp×650 D/bp=2810×650 D (g/mol);
4.4.3 Calculate the mass of P2: m=N*M= (2×10E11)/ (6.02×10E23) mol×2810×650 g/mol;
4.4.4 Calculate the volume of P2: V= m/C= [(2×10E11)/(6.02×10E23)×2810×650] g/C.
 (C is the concentration of P2 (ng/μL), which is measured by a spectrophotometer).”

	19
	4.6.3
	Step says, “Put the 8-tube strip into the qPCR machine following the procedure shown in Figure 2.”
	Please correct to ““Put the 8-tube strip into the qPCR machine following the procedure shown in Figure 3.”

	20
	 5.2.2, 5.2.3, 5.2.4
	Step says, “…1.5 mL centrifuge tubes.”
	Please correct to “…1.5 mL microcentrifuge tube.”

	21
	6.3
	Step says, “The procedure of the reaction system of qPCR was shown in Figure 2.”
	Please correct to “The procedure of the reaction system of qPCR was shown in Figure 3.”

	22
	Representative Results
	First paragraph says” In this protocol, porcine specific primers were designed, plasmids-containing porcine specific DNA fragments were constructed, and standard curves for quantitation were established (Figure 3)”
	Please correct to “In this protocol, porcine specific primers were designed, plasmids-containing porcine specific DNA fragments were constructed, and standard curves for quantitation were established (Figure 4)”

	23
	Representative Results
	Second paragraph says” Agarose electrophoresis was used to isolate amplified DNA fragments from the above samples, which is then visualized in an ultraviolet imager. Using PCR, the primers specific for amplified porcine genomic DNA was first identified (Figure 4A). Further, certain species-specificities of these primers that specifically amplified pig DNA in the cohort of monkey/human genomic or in the cohort of mouse genomic DNA were confirmed (Figure 4B). Finally, two species-specificities primers were further proven to specifically amplify pig DNA in the pig-to-monkey artery patch and/or pig-to-mouse cell transplantation models, respectively (Figure 4C).
	Please correct to “Agarose electrophoresis was used to isolate amplified DNA fragments from the above samples, which is then visualized in an ultraviolet imager. Using PCR, the primers specific for amplified porcine genomic DNA was first identified (Figure 2A). Further, certain species-specificities of these primers that specifically amplified pig DNA in the cohort of monkey/human genomic or in the cohort of mouse genomic DNA were confirmed (Figure 2B). Finally, two species-specificities primers were further proven to specifically amplify pig DNA in the pig-to-monkey artery patch and/or pig-to-mouse cell transplantation models, respectively (Figure 2C).

	24
	Representative Results
	Figure 2, Figure 3, Figure 4
	Please add the citation “22” at the end of the Figure legends.
The procedure for the qPCR reaction22.
……A good standard (R value close to 1, amplification efficiency is within 100%±5%) could be used for up to half a year22.
……(C) The two species-specificities primers (primer #4 and #11) were further proven to specifically amplify pig DNA in the pig-to-monkey artery patch and/or pig-to-mouse cell transplantation models, respectively22.

	25
	Discussion
	Second paragraph says” The cpsDNA of the blood samples of the pig-to-monkey artery patch models and the pig-to-mouse cell transplantation models could be precisely quantified by real-time quantitative PCR (qPCR)with species-specific primers.”
	Please correct to “
“The cpsDNA of the blood samples of the pig-to-monkey artery patch models and the pig-to-mouse cell transplantation models could be precisely quantified by qPCR with species-specific primers.”

	26
	Discussion
	Second paragraph says” It is a non-invasive methods that starts from a small volume of serum or plasma material.”
	Please correct to “It is a non-invasive method that starts from a small volume of serum or plasma material.”

	27
	Discussion
	Second paragraph says” In addition, the protocol of the approach is very simple to perform, which consisted of isolation of DNA, design of specific primers, and real-time PCR analysis over 1 working day, which is timesaving”
	Second paragraph says” In addition, the protocol of the approach is very simple to perform, which consisted of design of specific primers, isolation of DNA, and qPCR analysis in one working day, which is timesaving”

	28
	Materials
	Change Materials to the new version
	Please use the new version of Materials, which named “Table_of_Materials Sept 2 2020 MLS LY”

	29
	Reference
	Change Reference to the new version
	Please use the new version of Reference, which named “Refence revise Sept 6 2020 MLS”
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