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Description

CRevision

Smart-seq2Name

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

EstimateBarcode

Runtime Estimates

0 hours, 15 minutes1861x (5-10 um diameter cells)

0 hours, 34 minutes1862x (10-17 um diameter cells)

0 hours, 27 minutes1863x (17-25 um diameter cells)

Script Summary - Sample Prep

EstimateBarcode

Runtime Estimates

8 hours, 6 minutes1861x (5-10 um diameter cells)

8 hours, 6 minutes1862x (10-17 um diameter cells)

8 hours, 6 minutes1863x (17-25 um diameter cells)

Duration (s)Temperature (C)OperationScript Step
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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)

Not Defined

Harvest Reagent

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

Not Defined
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Script Reagent Details - Cell Load

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

220Preloading Reagent

67Cell Wash Buffer

C16Cell Mix

Reagent Mix Recipe - Cell Load

Preloading Reagent

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

Not Defined

Special Instructions:
--------------------
The ratio of cells to cell suspension reagent should be optimized to achieve neutral buoyancy of the cells.

Cell Mix

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

60Cells 66 - 330 / μL

1140Suspension RGT (2.5X)

100 Total Prep Volume

Cell Wash Buffer

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

Cell Wash BUF (1X)
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Script Reagent Details - Sample Prep

InstructionsIFC InletName

Inlet Reuse

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

NotesIFC InletVolume (µl)Name

Reagent Loading

20Preloading Reagent

37Triton X-100 & RNase inhibitor

48RT Final Mix

724PCR Final Mix

824PCR Final Mix

Harvest Inlets180 µl eachHarvest Reagent

Reagent Mix Recipe - Sample Prep

Preloading Reagent

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

Not Defined

Triton X-100 & RNase inhibitor (Secondary)

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

3.63642RNase Inhibitor (40 U/µl)

200.4% Trinto X-100 (vol/vol) in water

22 Total Prep Volume

Special Instructions:
--------------------
Oligo dT30VN sequence: 5'-AAGCAGTGGTATCAACGCAGAGTAC[dT]30VN-3'

Triton X-100 & RNase inhibitor

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

C1 Script Builder Version 2.1.1

1/20/2017 10:52:50 AM

5/7



Protocol Worksheet

Smart-seq2 (Rev C)

1.72932.59267Oligo-dT30VN  (10 µM)

1.72932.59267dNTPs (10 mM each) (10 mM)

12Triton X-100 & RNase inhibitor

0.49410.74071C1 Loading RGT (20X)

27 Total Prep Volume

Special Instructions:
--------------------
TSO sequence 5′-AAGCAGTGGTATCAACGCAGAGTACATrGrG+G-3′

RT Final Mix

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

0.98091.717811.2SuperScript II first strand buffer (5X)

19.617234.35585.6SuperScript II RT (200 U/µl)

0.98091.71781.4Rnase inhibitor (40 U/µl)

2.45214.29451.4DTT (100 mM)

0.09980.17485.7Betaine (1M)

0.00880.01530.5MgCl2 (1M)

9.808617.17795.6Template Switch Oligo (TSO) (100 µM)

0.42040.73621.2C1 Loading RGT (20X)

32.6 Total Prep Volume

Special Instructions:
--------------------
IS PCR primer sequence  5′-AAGCAGTGGTATCAACGCAGAGT-3'

Remeber the 50X dNTPs are in the KAPA HiFi Hot start ready mix.  They do not need to be added separatly.

PCR Final Mix

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

29Water

0.92691.142950KAPA HiFi Hot Start Ready Mix (2X)

0.37070.45714IS primer (10 µM)

0.83421.02864.5C1 Loading RGT (20X)

87.5 Total Prep Volume

Harvest Reagent

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

C1 Harvest RGT (1X)
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Protocol Reagent Shopping List

Stock
Concentration

Kit Part
Number

Part
Number

VendorReagent Name

10 µMOligo VendorOligo-dT30VN

10 mMInvitrogendNTPs (10 mM each)

40 U/µl2313AClontechRNase Inhibitor

5X18064014InvitrogenSuperScript II first strand buffer

200 U/µl18064014InvitrogenSuperScript II RT

100 mM18064014InvitrogenDTT

1M61962SigmaBetaine

1MSigmaMgCl2

100 µMExiquonTemplate Switch Oligo (TSO)

2XKK2601KAPA biosystemsKAPA HiFi Hot Start Ready Mix

10 µMOligo VentorIS primer

PN 100-
8921

PN 100-
7357

PN 100-
5319

PN 100-
6201

PN 100-
8920

Stock
Concentration

Part
Number

Reagent Name

Fluidigm Reagent Kits

2.5X100-5315Suspension RGT

1X100-5314Cell Wash BUF

20X100-5170C1 Loading RGT

1X100-6248C1 Harvest RGT
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