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C1 CAGE is a method for single-cell transcriptome analysis for molecular counting of
RNA 5'-ends. Paired-end sequencing, random priming and unique molecular
identifiers are used for single-molecule fragment assembly of mRNAs and long non-
coding RNAs.

Description

BRevision

C1 CAGEName

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, 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

8 hours, 52 minutes1861x (5-10 um diameter cells)

8 hours, 52 minutes1862x (10-17 um diameter cells)

8 hours, 52 minutes1863x (17-25 um diameter cells)

Duration (s)Temperature (C)OperationScript Step

Incubation Profile

18072S1IncubationLysis

C1 Script Builder Version 2.1.1

6/23/2016 8:57:31 PM

1/9



Protocol Worksheet

C1 CAGE (Rev B)

6004S2

6025S3

60022S1IncubationRT

540042
Reverse
Transcription

90075
Enzyme
inactivation

1025S4

609595CHot StartPCR

1595DenaturationPCR x30PCR

3065Annealling

36068Extension

6007272CExtensionPCR
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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

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

57Cell Wash Buffer

C16Cell Mix

Reagent Mix Recipe - Cell Load

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 250 / 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

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 reagents2Preloading Reagent

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

NotesIFC InletVolume (µl)Name

Reagent Loading

224Preloading Reagent

37
C1 CAGE Lysis Mix with
Diluted RNA Spikes

48C1 CAGE  RT Mix

724C1 CAGE PCR Mix

824C1 CAGE PCR Mix

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)

Special Instructions:
--------------------
Dilution of spike is performed by serial dilution.
Like 1 uL ERCC RNA Spike-In Mix I to 9 uL C1 Loading RGT, and put 1 uL into 132.2 uL C1 Loading RGT.

C1 CAGE Diluted RNA spikes (Secondary)

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

19.9851332C1 Loading RGT (20X)

1ERCC RNA Spike-In Mix I

1333 Total Prep Volume
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Special Instructions:
--------------------
RT primer sequence: TCGTCGGCAGCGTCAGATGTGNNNNNN

C1 CAGE Lysis Mix with Diluted RNA Spikes

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

0.19840.29750.67Triton X-100 solution -10% in H2O (10%)

18.65DNA suspension buffer

0.67531.01240.57RNase inhibitor (40 U/µl)

1.67342.50891.13RT primer (SupN6i)  (50 µM)

1.5C1 CAGE Diluted RNA spikes

22.52 Total Prep Volume

Special Instructions:
--------------------
TS oligo sequence: TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGNNNNNNNNTATA(rG)(rG)(rG)
* r is RNA

C1 CAGE  RT Mix

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

1.05C1 Loading reagent

0.95651.67529.85x First strand buffer (5X)

0.00960.01684.90.1 M DTT (0.1M)

0.60131.0533.0810mM dNTP Mix (10 mM)

0.30060.52653.08Betaine (5M)

0.96831.69571.24RNase inhibitor (40 U/µl)

6.832511.96580.7TS oligo (NC2lg_Nbi)  (500 µM)

19.130933.50434.9Superscript III (200 U/µl)

0.5Nuclease-Free Water

29.25 Total Prep Volume

Special Instructions:
--------------------
PCR primer sequence: TCGTCGGCAGCGTCAGATGTG

C1 CAGE PCR Mix

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

3.75C1 Loading reagent

54.75PCR-Grade water

7.510x Advantage2 PCR buffer (not SA)

0.32440.4350x dNTP Mix (10 mM)

0.38930.483PCR primer (Supi) (12 µM)

350x Advantage2 Polymerase Mix

75 Total Prep Volume

Harvest Reagent

C1 Script Builder Version 2.1.1

6/23/2016 8:57:31 PM

7/9



Protocol Worksheet

C1 CAGE (Rev B)

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

2 mML-3224Life TechnologiesEthidium homodimer-1

4 mML-3224Life TechnologiesCalcein AM

10%
93443-
100ML

SIGMATriton X-100 solution -10% in H2O

T0221TEKnovaDNA suspension buffer

40 U/µl6110A2313ATaKaRaRNase inhibitor

50 µMInvitrogenRT primer (SupN6i)

4456740AmbionERCC RNA Spike-In Mix I

5X18080044Y02321Life Technologies5x First strand buffer

0.1MY00147Invitrogen0.1 M DTT

10 mM6110ATaKaRa10mM dNTP Mix

5M027-10865WakoBetaine

500 µMIDTTS oligo (NC2lg_Nbi)

200 U/µl1808004456575Life TechnologiesSuperscript III

AM9937AmbionNuclease-Free Water

639206S1785TaKaRaPCR-Grade water

639206S1799TaKaRa10x Advantage2 PCR buffer (not SA)

10 mM639206S1800TaKaRa50x dNTP Mix

12 µMInvitrogenPCR primer (Supi)

639206S1798TaKaRa50x Advantage2 Polymerase Mix

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

100-5170C1 Loading reagent
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