
Protocol Worksheet

Refer to attached file ATAC Seq Post C1 protocol for instructions on sequencing library
preparation after C1 harvest.
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Description

CRevision

ATAC SeqName

Script Summary - Prime

EstimateBarcode

Runtime Estimates

0 hours, 11 minutes1861x (5-10 um diameter cells)

0 hours, 13 minutes1862x (10-17 um diameter cells)

0 hours, 12 minutes1863x (17-25 um diameter cells)

Script Summary - Cell Load and Stain

EstimateBarcode

Runtime Estimates

0 hours, 31 minutes1861x (5-10 um diameter cells)

1 hours, 0 minutes1862x (10-17 um diameter cells)

0 hours, 51 minutes1863x (17-25 um diameter cells)

Duration (s)Temperature (C)OperationScript Step

Incubation Profile

60025IncubationStain

Script Summary - Sample Prep

EstimateBarcode

Runtime Estimates

4 hours, 29 minutes1861x (5-10 um diameter cells)

4 hours, 29 minutes1862x (10-17 um diameter cells)

4 hours, 29 minutes1863x (17-25 um diameter cells)

Duration (s)Temperature (C)OperationScript Step

Incubation Profile

180037S1IncubationLysis/ATAC

180050S1IncubationEDTA
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ATAC Seq (Rev C)

30072Filling EndsExtensionPCR

3098DenaturationPCRPCR

1098DenaturationPCR x8PCR

3072Annealling

6072Extension
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Script Reagent Details - Prime

NotesIFC InletVolume (µl)Name

Reagent Loading

A1200 µlHarvest Reagent

A2200 µlHarvest Reagent

C115 µlBlocking Reagent

C215 µlBlocking Reagent

P120 µlHarvest Reagent

P220 µlHarvest Reagent

Reagent Mix Recipe - Prime

Blocking Reagent

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

C1 Blocking RGT (1X)

Harvest Reagent

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

C1 Harvest RGT (1X)
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Script Reagent Details - Cell Load and Stain

InstructionsIFC InletName

Inlet Reuse

Aspirate inlet prior to loading reagentsC1Cell Mix

Aspirate inlet prior to loading reagents (1862x, 1863x only)C2Flowthrough Outlet

NotesIFC InletVolume (µl)Name

Reagent Loading

17LIVE/DEAD Staining Solution

224Preloading Reagent

571x PBS

C16Cell Mix

Reagent Mix Recipe - Cell Load and Stain

Preloading Reagent

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

C1 Preloading RGT (1X)

Cell Mix

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

1140Suspension RGT (2.5X)

60Cells 66-330 / μL

100 Total Prep Volume

LIVE/DEAD Staining Solution

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

0.99750.99751250Cell Wash BUF (1X)

0.0040.0042.5Ethidium homodimer-1 (2 mM)

0.0020.0020.625Calcein AM (4 mM)
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1253.125 Total Prep Volume

1x PBS

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

1x PBS (1X)
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Script Reagent Details - Sample Prep

InstructionsIFC InletName

Inlet Reuse

Aspirate inlet prior to loading reagents2Preloading Reagent

Aspirate inlet prior to loading reagents (1862x, 1863x only)C2Flowthrough Outlet

NotesIFC InletVolume (µl)Name

Reagent Loading

224Preloading Reagent

370.1%NP40/Tn5 mix

4750mM EDTA

6745mM MgCl2

724NEBnext

824NEBnext

Harvest Inlets180 µl eachHarvest Reagent

Reagent Mix Recipe - Sample Prep

Preloading Reagent

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

C1 Preloading RGT (1X)

0.1%NP40/Tn5 mix

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

0.10010.150.4510% NP40 (10%)

1.00051.522.52x TD (2X)

1.00051.52.25Tn5 Transposase (20X)

2.55H2O

1.00051.52.25C1 No Salt Loading RGT (20X)
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30 Total Prep Volume

50mM EDTA

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

20502EDTA (500 mM)

3.48.517Tris-HCl, pH 8 (10 mM)

0.411C1 No Salt Loading RGT (20X)

20 Total Prep Volume

Comments:
--------------------
Primer 1: GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAG
Primer 2: TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG

NEBnext

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

0.90541.116530.15NEBNext® High-Fidelity 2X PCR Master Mix (2X)

1.13371.39793.02Primer 1 (25 uM)

1.13371.39793.02Primer 2 (25 uM)

15.12H2O

0.81080.99982.7C1 No Salt Loading RGT (20X)

54.01 Total Prep Volume

Harvest Reagent

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

C1 Harvest RGT (1X)

45mM MgCl2

Chamber Conc.Prep Conc.Mix Prep (µl)Reagent (Stock Concentration)

12.874527MgCl2 (50 mM)

0.1430.51.5Tris-HCl, pH 8 (10 mM)

0.28611.5C1 No Salt Loading RGT (20X)

30 Total Prep Volume
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Protocol Reagent Shopping List

Stock
Concentration

Kit Part
Number

Part
Number

VendorReagent Name

2 mML-3224Life TechnologiesEthidium homodimer-1

4 mML-3224Life TechnologiesCalcein AM

1X10010-023Life Technologies1x PBS

10%28324Life Technologies10% NP40

2X
FC-121-
1030

Illumina2x TD

20X
FC-121-
1030

IlluminaTn5 Transposase

AM9937Life TechnologiesH2O

500 mMAM9260GLife TechnologiesEDTA

10 mMAM9855GLife TechnologiesTris-HCl, pH 8

2XM0541NEB
NEBNext® High-Fidelity 2X PCR Master
Mix

25 uMIDTPrimer 1

25 uMIDTPrimer 2

50 mMAM9530GLife TechnologiesMgCl2

PN 100-
8921

PN 100-
7357

PN 100-
5319

PN 100-
6201

PN 100-
8920

Stock
Concentration

Part
Number

Reagent Name

Fluidigm Reagent Kits

1X100-5316C1 Blocking RGT

1X100-6248C1 Harvest RGT

1X100-5311C1 Preloading RGT

2.5X100-5315Suspension RGT

1X100-5314Cell Wash BUF

20X101-0133C1 No Salt Loading RGT
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