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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 
Have fun!
Note from the Authors to the Editor: we have found multiple spelling, grammatical and major structural changes in the Proof Main Text and Proof Table of Materials. Therefore we have noted all edits at all 4 possible locations: in the table below (1), notes in the Proof Main Text PDF file (2A) and Proof Table of Materials PDF file (2B). Besides, we have made a new Table of Materials Excel document (3) and we have copied the complete text and figures from the website-link (https://www.jove.com/t/61824?status=a63830k) to Word-file on Oct 20, 2020 and saved all the changes listed in the table below in Track Changes (4). 

Protocol Name: A Multi-Cue Bioreactor to Evaluate the Inflammatory and Regenerative Capacity of Biomaterials under Flow and Stretch
Date: 20-10-2020
Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	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
	Page 2, last line, right
	Edit text.
	“previous work” should be “previous works”.

	2
	Page 3, first line, left
	Edit text.
	“We had demonstrated” should be “We have demonstrated”.

	3
	Page 3, right
	Edit text
	“this inherently requires the sample design to be leak-free.” should be “it inherently requires”

	4
	Page 4, line 3, left
	Edit text.
	“the base of” should be “on the basis of”.

	5
	Page 4, line 8, left
	Edit text
	“To that end, we use” should be “To that end, we used” 

	6
	Page 4, line 11, left
	Edit text.
	“We had demonstrated” should be “We have demonstrated”.

	7
	Page 4, line 3, right
	Edit text.
	“volunteers that provided” should be “volunteers who provided”.

	8
	Page 4, line 15, right
	Remove “with”
	“and with 2 static controls” should be “and (remove “with”) 2 static controls. 

	9
	Page 4, line 23, right (step 1.1 note)
	Edit text
	“NOTE: As the electrospun material has a high porosity (>90%), a rough estimate of the required number of cells per graft used to calculate the volume of the scaffold (the formula for volume of a hollow cylinder:

π*(thickness)2 *length ≈ 0.04 cm3 ) is 1.2 × 106 monocytes and 0.6 × 106 myofibroblasts. For 10 samples, at least 12 × 106 monocytes and 6 × 106 myofibroblasts are required; culture up to ~10–15% more cells to account for possible pipetting errors.” Should be: “NOTE: The electrospun material has a high porosity (>90%). To estimate the required number of cells per graft, the volume of the scaffold is calculated with the formula for the volume of a hollow cylinder: π*(thickness)2 *length ≈ 0.04 cm3. The total amount of cells per graft is 1.2 × 106 monocytes

and 0.6 × 106 myofibroblasts. For 10 samples, at least 12 × 106 monocytes and 6 × 106 myofibroblasts are required; start with up to ~10–15% more cells to account for possible pipetting errors.”

	10
	Page 5, step 1.2.1
	Replace dot with “and”, replace last part of the sentence to a new location/new step ( step 2.1.4 (see edit 11)
	“supplemented with 10%

fetal bovine serum, 1% penicillin-streptomycin. 0.5%

L-glutamine and 0.25 mg/mL L-ascorbic acid 2-

phosphate (vitamin C).” should be “supplemented with 10%

fetal bovine serum, 1% penicillin-streptomycin and 0.5%

L-glutamine. 

	11
	Page 5, NEW STEP 1.2.4, left
	Insert text after step 2.1.3 and before ‘NOTE’ 
	[ADD A STEP] 1.2.4. Just before use, add 0.25 mg/mL L-ascorbic acid 2-phosphate (vitamin C) to the medium.

	12
	Page 5, step 1.2 NOTE, left
	Add “the”, replace colon with “is”
	“For calculations, amount of medium required

per flow culture chamber: 50 mL.” should be: “For calculations, the amount of medium required

per flow culture chamber is 50 mL.”

	13
	Page 5, step 1.4, right
	Add “strain”. Edit step reference
	“Run the pump (see step 4.6)” should be “Run the strain pump (see step 5.6)

	14
	Page 6, NOTE top right
	Edit step reference
	“as described in steps 6.3–6.6” should be “as described in steps 7.3–7.6”

	15
	Page 6, step 1.5.1. right
	Edit step references
	“Perform steps 1–4.3 (setting up the system), step

5.3 (medium change), and steps 6.1–6.2” should be “Perform steps 2-5.3 (setting up the system), step

6.3 (medium change), and steps 7.1-7.2”

	16
	Page 6, step 1.5.2. right
	Edit text
	“to keep everything as sterile as possible” should be “to keep everything as clean as possible”

	17
	Page 6, step 1.5.3. right
	Edit text
	“Clean or dry material surfaces regularly by soaking

a paper tissues with 70% ethanol” should be “Clean or dry material surfaces regularly by soaking

a paper tissue with 70% ethanol”

	18
	Page 6, step 2 NOTE. right
	Remove “sterile” 
	“in a sterile laminar flow cabinet” should be “in a [remove “sterile”] laminar flow cabinet”

	19
	Page 6, step 2.4, right
	Edit text
	“Wash the glass tubes of the flow culture chamber in

ultrapure water” should be “Take the glass tubes of the flow culture chambers that are stored in 70% ethanol, wash the glass tubes in ultrapure water”

	20
	Page 6, step 2.3.1, right
	Edit text
	“Make a small knot on both sides of the tube and leave approximately 10 cm of wire on both knots. Make a third knot at the end of the two 10 cm left-over wires” should be “Make a small knot on both sides of the tube while compressing the tube at the locus of the knots and leave approximately 10 cm of wire on both knots. Make a third knot at the end of the two 10 cm left-over wires”

	21
	Page 7, NOTE, left
	Edit text
	“to the culture chambers” should be “to the pressure conduits”

	22
	Page 7, step 2.5.2, right
	Edit text
	“exactly at the groove” should be “exactly at the engraved groove”

	23
	Page 8, second NOTE, right
	Edit step references
	“Repeat steps 1.4 and 1.5” should be “Repeat steps 2.4 and 2.5”

	24
	Page 8, step 2.5.6, right
	Edit step reference
	“until seeding (step 3)” should be “until seeding (step 4)”

	25
	Page 8, step 2.5.6, right 
	Edit text
	“need to be fixed in the flow culture chamber compartments.” Should be “need to be mounted in the flow culture chamber compartments.”

	26
	Page 8, Step 2.8.3, right
	Edit text
	“a flow straightener” should be “the flow straightener”

	27
	Page 8, step 2.8.5, right
	Edit text
	“ethanol-soaked tissue” should be “with an ethanol-soaked paper tissue”

	28
	Page 9, step 2.8.7, right
	Edit text 
	“holding the pressure conduits without holes for the static samples”

should be “holding the samples mounted on the pressure conduits without holes.”

	29
	Page 9, title step 3, right
	Edit text
	“3. Preparations for the pump setup” should be “3. Preparations for the flow pump setup”

	30
	Page 9, second NOTE, right
	Remove “sterile”
	“in a sterile laminar” should be “in a [remove “sterile”] laminar”

	31
	Page 9, step 3.1.3, left
	Edit text
	“with a tissue” should be “with a paper tissue”

	32
	Page 9, step 3.2.5, right
	Edit text 
	“place in the incubator” should be “place the flow pump setup in the incubator”

	33
	Page 9, NOTE, right
	Remove “sterile”
	“a sterile laminar flow cabinet” should be “a 

laminar flow cabinet”

	34
	Page 9, second NOTE, right
	Edit text 
	“solution in advance” should be “solution too long in advance”

	35
	Page 10, step 4.4.2, right
	Edit text
	“ethanol-soaked tissue” should be “ethanol-soaked paper tissue”

	36
	Page 10, step 4.4.5.1, right
	Make a separate step ( 4.4.6
	“4.4.5.1. Directly homogeneously “ should be “4.4.6. Directly homogeneously”

	37
	Page 10, step 4.4.6, right
	Shift step number up ( 4.4.7
	“6. After the fibrin” should be “7. After the fibrin”

	38
	Page 11, step 4.4.7, left
	Shift step number up ( 4.4.8. And edit reference step number
	“7. Repeat step 4.4.5 and step 4.4.6” should be “8. Repeat step 4.4.5 -4.4.7”

	39
	Page 11, step 4.4.8, left
	Shift step number up ( 4.4.9
	“8. Mount” should be “9. Mount” 

	40
	Page 11, step 4.4.9, left
	Shift step number up ( 4.4.10. And edit reference step number
	“9 Repeat steps 4.4.1–4.4.8 for all dynamic samples. For the static samples mounted to pressure conduits without holes, seed according to steps 4.4.1–4.4.6,” should be “10. Repeat steps 4.4.1–4.4.9 for all dynamic samples.

For the static samples mounted to pressure conduits

without holes, seed according to steps 4.4.1–4.4.8,”

	41
	Page 11, step 4.4.10, left
	Shift step number up ( 4.4.11
	“10 Let” should be “11 Let” 

	42
	Page 11, step 5, title, left
	Edit text
	“5. Coupling of the bioreactor and pump” should be” 5. Coupling of the bioreactor and flow pump

	43
	Page 11, step 5, NOTE, left
	Remove “sterile”
	“in a sterile laminar” should be “in a [remove “sterile”] laminar”

	44
	Page 11, step 5.1, left
	Edit text
	“with filled reservoirs” should be” with filled medium reservoirs”

	45
	Page 11, step 5.2.1, right
	Edit text
	“and thin. In this

experiment, attach a 10 cm long, 0.15 mm inner

diameter wire to the needle.” Should be “and thin, in this experiment, a 10 cm long, 0.15 mm inner diameter wire was attached to the needle).”

	46
	Page 11, step 5.2.1.1, right
	Make a separate step ( 5.2.2
	“2. Place the thin” should be “2 Place the thin”

	47
	Page 11, step 5.2.2, right
	Shift step number up ( 5.2.3
	“2. Place the flow” should be “3 Place the flow”

	48
	Page 11, step 5.2.3, right
	Shift step number up ( 5.2.4. and edit reference step numbers
	“3. Repeat steps 5.2.1 and 5.2.2” should be “4 Repeat steps 5.2.2 and 5.2.3”

	49
	Page 11, step 5.3, right
	Edit text
	“to the pump system” should be “to the flow pump system”

	50
	Page 12, step 5.5, right
	Edit text
	“the pumps” should be “the flow pumps.”

	51
	Page 12, step 5.5.3, right
	Edit text
	“start the pump” should be “start the flow pump”

	52
	Page 12, NOTE, right
	Edit text
	“balanced. To prevent suction

of air into the system and air bubbles in the flow culture chambers, do not allow” should be “balanced, to prevent suction of air into the system and air bubbles in the flow culture chambers, and to not allow”

	53
	Page 12, step 5.5.5, right
	Remove text 
	“all fluidic units and flow culture

chambers one-by-one” should be “all fluidic units [remove “and flow culture chambers”]one-by-one”

	54
	Page 12, step 6.1.1, left
	Edit text
	“see the manufacturer’s” should be  “see the flow pump manufacturer’s”

	55
	Page 12, step 6.1.2, left
	Enter space
	“calculatethe WSS at” should be “calculate [enter space] the WSS at”

	56
	Page 13, step 6.3.1, right
	Edit text 
	“cables for the systems” should be “cables for the flow systems”



	57
	Page 13, step 6.3.6, left
	Edit step references
	“Repeat steps 5.3.1–5.3.5 “should be “Repeat steps 6.3.1–6.3.5”

	58
	Page 13, step 6.3.9, left
	Edit step references
	“repeat steps

4.4–4.8.” should be “repeat steps

5.4–5.8.”

	59
	Page 14, step 7.1, right
	Edit step references
	“steps 5.3.1–5.3.5” should be “steps 6.3.1–6.3.5”

	60
	Page 14 step 7.1.1, left
	Edit text
	“To harvest the samples one-by-one, pause the pump

and strain pump several times.” Should be “To harvest the samples one-by-one, the flow pump and strain pump need to be paused several times.”

	61
	Page 14 step 7.1.1, left
	Edit text
	“stop the pump “should be “stop the flow pump”

	62
	Page 14 step 7.1.1, left
	Edit text
	“Start the pump” should be “Start the flow pump”

	63
	Page 14 step 7.3.6, right
	Edit text 
	“separately on tissues” should be “separately on paper tissues”



	64
	Page 16, line 7, left
	Edit text.
	“immunofluorescent staining” should be “immunofluorescence staining”.

	65
	Page 16, line 15, left
	Edit text.
	“immunofluorescent staining” should be “immunofluorescence staining”.

	66
	Page 18, figure 1 caption
	Edit text 
	“(F) a close-up view of the flow culture chambers (step 5.6.1).” should be “(F) a close-up view of the flow culture chambers and pneumatic cylinder (step 5.6.1).”

	67
	Location Table 1
	Suggestion to move table 1
	[For readability of both Figure 1 and Table 1: could it be printed directly after Figure 1?]

	68
	Page 19, Figure 2 caption
	Edit text 
	“might occur (indicated by arrow) (step 1.4). (C)” should be “might occur (indicated by arrow) (step 1.4 and 5.2.3). (C)”

	69
	Page 21, Figure 4 caption
	Edit location of panel references A and C
	“degradation. A schematic” should be “degradation. (A) A schematic” / “Scale bar 200 μm. Cross-section” should be Scale bar 200 μm. (C) Cross-section”” 

	70
	Page 23, Figure 6 caption
	Edit text 
	“and DAPI (blue).” should be “and DAPI (blue), scale bar 100 µm” 

	71
	Page 24, Table 1, row “Silicone Tubing” 
	Edit text 
	“the pressure

conduit, is circumferentially” should be “the pressure

conduit. The silicone tubing is circumferentially”

	72
	Page 24, Table 1, row “ibidi pump system”
	Edit text 
	“Ibidi pump system”should be “Flow pump system” / “Used to control the flow in the flow culture chambers.” should be  “Used to control the flow in the flow culture chambers. (in our example: an ibidi pump system is used.)”

	73
	Page 25, Table 1, row “Adapter Bushing”
	Edit text 
	“To fix the glass tube.” Should be “Fixes the glass tube.”

	74
	Page 25, Table 1, row “Silicone O-ring”
	Edit text
	“To prevent leakage of medium.” Should be “Prevents leakage of medium.”

	75
	Page 25, Discussion, second paragraph, right
	Edit step references
	“As

described in steps 1.5.2 and 1.5.4,” should be “As described in steps 2.5.2 and 2.5.4,”

	76
	Page 26, line 3, right
	Edit step reference
	“prevent leakage (step 5.2.2).” should be “prevent leakage (step 5.2.3).”

	77
	Page 26, line 4, right
	Edit text.
	“immunofluorescent” should be “immunofluorescence”.

	78
	Page 26, line 10, right 
	Edit text 
	“is dry prior to seeding” should be “is as dry as possible prior to seeding”

	79
	Page 27, line 11, right
	Edit text 
	“protocol employs the flow-conditioning setup” should be “protocol employs the ‘Ibidi’ flow-conditioning setup”

	80
	Page 27, line 15, right
	Edit text
	“advantages of using this system” should be “advantages of using this bioreactor system”

	81
	Reference 12
	Capitalize journal title.
	“Seminars in thoracic and cardiovascular surgery” should be “”Seminars in Thoracic and Cardiovascular Surgery”

	82
	Reference 15
	Missing information.
	“Vascular mechanobiology: towards control of. Cells. 1-24 (2017)” should be ” Vascular mechanobiology: towards control of in situ regeneration. Cells. 6 (3), 19 (2017)”.

	83
	Reference 36
	Throughout whole text (in vitro, in vivo, in situ) not in italics in text, but in one reference in italics
	36. Wolf, M. T., Vodovotz, Y., Tottey, S., Brown, B. N., Badylak, S. F. Predicting in vivo responses to biomaterials via combined in vitro and in silico analysis. Tissue

Engineering Part C: Methods. 21 (2), 148-159 (2015).

	84
	Reference 47
	Capitalize journal title.
	“Acta biomaterialia. 24 (June), 74-86” should be “Acta Biomaterialia. 24, 74-86”.

	85
	Reference 68
	Wrong page number
	“ten.TEC.2017.0141” should be “377-387”.

	86
	Keywords
	Not found in article for review on JoVE-website
	KEYWORDS: 

In situ tissue engineering, cardiovascular, tissue-engineered vascular grafts (TEVGs), macrophage, myofibroblast, co-culture, strain, shear stress, hemodynamics, scaffold, in vitro, biomechanics.

	87
	Table of Materials, row ‘clamp scissor’/ ‘flow culture chamber’/ ‘glass Pasteur pipet’/ ‘Glass tubes’/ ‘hose clip’/ ‘hydraulic reservoir’/ ‘Luer’/ ‘medium reservoir’/ ‘needle driver’/ ‘PBS’/ ‘Pneumatic cylinder’/ ‘Pressure conduit’/ ‘Safe lock Eppendorf’/ ‘Silicone O-ring’/ ‘Silicone tubing’/ ‘Teflon Bellow’/ ‘Tweezers’/ ‘Ultrapure water’
	Edit step references
	[Throughout whole table] “step 0” should be “step 1” / “step 6” should be “step 7”

	88
	Table of Materials, row ‘clamp scissor’ 
	Edit text
	“Clamp sciccor” should be  “Clamp scissor" 

	89
	Table of Materials, row “Data acquisition board”
	Edit text
	“Data acquitsition board” should be  “Data acquisition board”

	90
	Table of Materials, row ‘Glass pasteur pipet’
	Edit text
	“Glass pasteur pipet” should be ” Glass Pasteur pipet

	91
	Table of Materials, row ‘ibidi pump system’
	Edit text
	“dyring bottles” should be“drying bottles”

	92
	Table of Materials, row ‘Pneumatic cylinder’
	Edit text
	“Pneumatic cilinder” should be “Pneumatic cylinder”

	93
	Table of Materials row ‘Safe lock Eppendorf tubes (1.5 mL)’
	Edit text
	“Safe lock eppendorf tubes (1.5 mL)” should be “Safe lock Eppendorf tubes (1.5 mL)”

	94
	Table of Materials 
	Insert new row
	“Sodium dodecyl sulfate solution 20% / Sigma / 05030 / Used to clean materials, at a concentration of 0.1%.”  



	95
	Table of Materials, row ‘Silicone O-rings’ 
	Edit text
	“Silicone o-rings” should be “Silicone O-rings”

	96
	Table of Materials, row ‘Suture’
	Edit text 
	“Suture, 5-0 prolene with pre-attached taperpoint needle” should be “Suture, 5-0 prolene with pre-attached taper point needle” / “TF taperpoint needle” should be “TF taper point needle”

	97
	Table of Materials, row ‘T150’
	Edit text 
	“to degass” should be “to degas”

	98
	Table of Materials, row ‘Tray’
	Edit text
	“(stainless steal)” should be “(stainless steel)” 
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