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SEQUEL SYSTEM PERFORMANCE

1M ZMWs enables

v 2.5-fold human

v > 8 microbial assemblies

v 8 minor variant samples for 1% accuracy

v >100 small amplicons



Barcode Pool Sequence Demultiplex Analyze



WORKFLOW

Barcode Pool Sequence Demultiplex Analyze

96 barcoded universal primers384 barcodes for 
sequence specific primers



WORKFLOW

Barcode Pool Sequence Demultiplex Analyze

96 barcoded adapters
2 x 8 microbial barcoded adapters



Do not worry about tailed or symmetric.
Call it SAME or DIFFERENT barcodes in a pair.

Barcode Pool Sequence Demultiplex Analyze



- Same insert size à equimolar pooling 

- Different insert size à weighted pooling 

Barcode Pool Sequence Demultiplex Analyze



- Demultiplexing powered by lima https://github.com/pacificbiosciences/barcoding

- Easy configuration via SMRT Link

- Label your bio samples

Barcode Pool Sequence Demultiplex Analyze
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Barcode Pool Sequence Demultiplex Analyze



DEMULTIPLEXING POWERED BY LIMA

Features:

• Process both, raw subreads and CCS reads

• PacBio BAM in- and output (optional: split output BAM files by barcode)

• Extensive reports that allow in-depth quality control

• Clip barcode sequences and annotate bq and bc tags

• Agnostic of input barcode sequence orientation

• Infer subset of barcodes in sample

• Latest develop version as binary

• Public documentation
https://github.com/PacificBiosciences/barcoding

conda install -c bioconda lima



DEMULTIPLEXING POWERED BY LIMA - PERFORMANCE

• 2 kb amplicons 
• Vector-sequence-specific primers 
• 6 hours long movies 
• 2 hours pre-extension
• 384 barcodes
• symmetric 

• Instrument version is 5.0.0 
and the chemistry is S/P2-C2



DEMULTIPLEXING POWERED BY LIMA - PERFORMANCE

• Symmetric has best performance

• Asymmetric for short amplicons

• Do not mix designs 
(not supported in SMRT Link)

Design Plex PPV %
Symmetric 8 99.7

16 99.7

40 99.6

48 99.5

96 99.4

384 99.1

Asymmetric 28 98.8

384 97.0

Sym+Asym 36 90.6
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