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SMARTer single cell total RNA is a method that captures polyA+ as well as polyA-
transcripts using random primers. Ribosomal cDNA is removed using specific probes.

Description

ARevision

SMARTer single cell total RNA sequencingName

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, 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

4 hours, 55 minutes1861x (5-10 um diameter cells)

4 hours, 55 minutes1862x (10-17 um diameter cells)

4 hours, 55 minutes1863x (17-25 um diameter cells)

Duration (s)Temperature (C)OperationScript Step

Incubation Profile

36085S1IncubationLysis

12010S2

540042S1IncubationRT

60070S2

6094ManualNewBackload
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3098Denaturation
PCR Cycle (3
Step) x10

Backload

1555Annealling

3068Extension

12068ManualManualBackload
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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

224Preloading Reagent

57Cell Wash Buffer

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 300 cells / μL

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

37lysis mix

48RNA Seq RT Mix

Harvest Inlets180 µl eachHarvest Reagent

Harvest Outlets5 eachPCR mix

Reagent Mix Recipe - Sample Prep

Preloading Reagent

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

C1 Preloading RGT (1X)

10x reaction buffer (Secondary: 10X)

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

9.51910 X Lysis buffer (10X)

21RNase inhibitor (40 U/µl)

20 Total Prep Volume

lysis mix

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

2.3SMART Pico Oligos Mix v2

1.00051.565XFirst-Strand Buffer (5X)

6.7RNAse free H2O
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0.66711C1 Loading RGT (20X)

1.00051.5310x reaction buffer (10X)

1spikes 1/1000

20 Total Prep Volume

RNA Seq RT Mix

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

0.57111C1 Loading RGT (20X)

0.571145X First-Strand Buffer (5X)

1.02781.80.9RNase Inhibitor (40 U/µl)

9.992517.53.5SMARTScribe Reverse Transcriptase (100 U/µl)

7.9SMART TSO mix v2

2.7RNAse free H2O

20 Total Prep Volume

3' PCR primer mix (Secondary)

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

2.413' PCR primer (12 µM) (12 µM)

4RNAse free H2O

5 Total Prep Volume

5' PCR primer mix (Secondary)

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

2.41Rev primer (12 µM) (12 µM)

4RNAse free H2O

5 Total Prep Volume

1,5x PCR mix (Secondary: 1.5X)

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

1.510502X SeqAmp CB PCR buffer (2X)

42SeqAmp DNA polymerase

308RNAse free H2O

1400 Total Prep Volume

PCR mix

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

0.99011.1051C1 Loading RGT (20X)

23' PCR primer mix

25' PCR primer mix

0.97271.085613.11,5x PCR mix (1.5X)

18.1 Total Prep Volume
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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

634413TakaraSMART Pico Oligos Mix v2

5X634413Takara5XFirst-Strand Buffer

10X635013Takara10 X Lysis buffer

40 U/µl634413TakaraRNase inhibitor

4456740
Thermo Fisher
Scientific

spikes 1/1000

5X634413Takara5X First-Strand Buffer

100 U/µl634413TakaraSMARTScribe Reverse Transcriptase

634413TakaraSMART TSO mix v2

12 µM634413Takara3' PCR primer (12 µM)

12 µM634413TakaraRev primer (12 µM)

2X634413Takara2X SeqAmp CB PCR buffer

634413TakaraSeqAmp DNA polymerase

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

20X100-5170C1 Loading RGT
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