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What is staying the same in Revio system v13.57

No major changes to core HiFi library prep kits / sequencing prep workflow and Revio instrument hardware /
data file formats

HiFi library prep workflow

Continue to use existing SMRTbell prep kit 3.0 / HiFi prep kit 96 /
HiFi plex prep kit 96 / Kinnex / PureTarget 2.0 products

Sequencing prep workflow

Continue to follow existing sample setup ABC instructions
provided in HiFi library prep protocols

PacBi®

Revio instrument hardware and run setup

No changes to sequencing stage design and work deck loading steps

Revio data file formats

BAM No changes to hifi_reads.bam + fail_reads.bam file structures

®
- ®
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What is new in Revio system v13.5?

New Revio system v13.5 with SPRQ-Nx chemistry makes HiFi sequencing easier and more cost-effective

Lower -cost HiFI genomes

New multi-use SMRT Cells enable cost-effective HiFi
sequencing projects at scale

Richer multiomic data

New 5hmC caller expands Revio system on-instrument
methylation detection capabilities beyond 5mC and 6mA

More accuracy

Revio system v13.5 improves HiFi sequencing accuracy and
5mC calling performance in CpG contexts

Stronger compliance support
New Revio system ICS v13.5 + SMRT Link v26.1 software
enables detailed audit logging of user actions?

PacBi®



Revio system v13.5 key workflow updates
Whatos new
A Existing Nanobind HMW DNA extraction

DNA sample extraction N/A workflows
A Existing Nanobind kits

Core SMRTbell library construction workflow
SMRThbell library preparation Existing HiFi library preparation kits
Existing applications support
7

Core Revio sample setup ABC workflow
Existing applications support
Existing Revio SPRQ polymerase kit

To o e

N/A

o o Do

Sample setup (ABC)

A SMRT Link v26.1 run design adds support for new Revio SPRQ A Overall Revio run design workflow
A Existing applications support

Run design sequencing plate-Nx
. A Revio IC$ v13.5 adds _support fqr new Revio SPRQ sequencing plate- A Overall Revio run setup workflow
Sequencing Nx chemistry and multi-use Revio SMRT Cell tray-Nx A Existi ) - -
A Revio ICS v13.5 adds support for new on-instrument 5hmc calling Existing on-instrument analysis workflow

ABC = Primer annealing + polymerase binding + complex cleanup steps in Revio sample setup workflow

PacBi®




Revio system v13.5 key software updates
New ICS and SMRT Link software enable support for Revio SPRQ-Nx chemistry

Revio system supported software

SMRT Link v26.1 2

. Revio ICSv13.51

A Minor ICS software bug fixes

Instrument control A Updated robotic workflow to support
multi-use SMRT Cells

A User interface improvements to
include multi-use SMRT Cell info

A Added support for new Revio SPRQ-

Nx sequencing chemistry?3 Doy erainls>

Primary analysis

A Run design support for new Revio
SPRQ sequencing plate i Nx3

A User interface improvements to
include multi-use SMRT Cell info

: A Updated consensus basecalling
On-instrument model (DeepConsensus) to support
CCS analysis new Revio SPRQ-Nx sequencing
chemistry?

A Improved accuracy and increased
confidence of 5mCpG calling

A Added on-instrument 5hmC caller

On-instrument
methylation calling

=) Data
%@% Management

No major changes

A Improved asymmetric barcode
demultiplexing support

A Improved methylation reports

On-instrument
barcode demux

No major changes SMRT Analysis

1 103-854-800

PacBi®
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Revio system v13.5 release includes new SPRQ-Nx consumables & ICS
New consumables and instrument control software enable an improved user experience for HiFi sequencing

Revio SPRQ sequencing platep Nx Revio SMRT Cell trayp Nx Revio ICS v13.5
PN 103-726-200 (4-rxn) PN 103-483-800 (4 SMRT Cells)

v

*}f* SPRQ chemistry upgrade [!] Multi -use SMRT Cells Richer multiomic data
n - .
I (\ « multi-use SMRT Cell support lower $/genome + simpler workflow 5hmC along with 5mC and 6mA
New SPRQ-Nx chemistry supports multi-use SMRT Cells New multi-use SMRT Cells can be used forup to 3 Revio ICS v13.5 improves 5mC + 6mA calling accuracy
and provides excellent HiFi sequencing performance?! acquisitions to enable lower cost per genome? and features new on-instrument 5hmC calling?®

- -
2 ~$690 per Né}llfOH .
I L | ||# acquisition P ||#
uses (~$345 / genome) |

5-hydroxymethylcytosine
(5hmC)

R 1 Revio SPRQ-Nx sequencing plate chemistry supports all existing HiFi applications.
PGCBI‘ 2 $345/ genome cost shown is calculated based on sequencing 2 human genomes per acquisition to achieve 20X HiFi coverage per genome. 10
3 5-hydroxymethylcytosine (5hmC) is enriched in neuronal and developmental tissues, where it contributes to cell-type-specific gene expression patterns.



New Revio SPRQ -Nx consumables packaging and kit configurations

New Revio SPRQ-Nx consumables product packaging features white-colored boxes with magenta trim to easily
di stinguish theusddad oRewilad SBR@gdensumabl es

S0 WetzcRUNDUA N2 RYWEAAALWRY Ut 2 NEWAREWd SPRQNX consumables

Revio SPRQ Revio SPRQ Continue to use
Polymerase kit polymerase kit SPRO-Nx packaging e polymerase kit e’gftmgrai'ig
103-520-100 is white -colored with 103-520-100 poly
magenta trim
_ Revio SPRQ Revio SPRQ
Sequencing sequencing plate sequencing plate T Nx2
plate 103-504-900 103-726-200
(4-rxn) (4-rxn)
Revio Revio
SMRT Cell tray SMRT Cell tray SMRT Cell trayT Nx
102-202-200 103-483-800
(4 singleuse SMRT Cells) (4 multi-use SMRT Cells)
Revio SPRQ Revio SPRQNXx
reagent kit, 24pack reagent kit, 24-pack
103-520-200 103-748-700
24—pack (24 acquisitions) = (24 acquisitions)
: Contains: ~f— - , Contains:
reagent kit (1) Revio SPRQ polymerase Kkit, S (1) Revio SPRQ polymerase kit,
(6) Revio SPRQ sequencing plate (6) Revio SPRQ sequencing plateNx,
(6) Revio SMRT Cell tray (2) Revio SMRT Cell trayNx
(1) SMRTbell cleanup beads (10 mL) (1) SMRTbell cleanup beads (10 mL)
° 1 O0ld fdsisrepl Revi o SPRQ consumables will remain available for purchase.
PGCBl‘ 2 Revio SPRQ-Nx sequencing reagent plates can be stored at 4°C for up to two weeks after first use (each reagent plate consumable can only be used twice). 11



Enhanced economics of HiFi long

-read sequencing with SPRQ -Nx (cont.)

With SPRQ-Nx chemistry, multi-use SMRT Cells on the Revio system can lower your sequencing cost by ~30%

versus single-use SMRT Cells

SPRQ-NXx pricing benefits
increase with the number of uses
A SPRQ-NXx is more expensive for 15t use
A SPRQ-NXx is less expensive at 2 uses
A SPRQ-Nx is least expensive at 3 uses

3 ~$690 per
[ acquisition
UeEs (~$345 / genome)
5 1
=] mNx =1x
B
§_ 995 888 995 995
CU I I I I
)
o
1%
o
O I
1 2 3
Acquisitions

SPRQ-Nx makes large -scale HiFi projects more financially accessible than ever before

Example HiFi sequencing costs 1 for a hypothetical 10,000 -sample human whole genome study at 20 x coverage.

REUD SIFRG RSO SISO Cost benefit at scale !
(single -use) (multi -use)

Cost per human genome
(20%)

~$500 ~$345

Total reagent cost ~$5 M ~$3.45 M

~30% savings in reagent
cost - ~$1.55 M in cost
savings for this example
project

Study design, sample type, and level of multiplexing may affect the number of SMRT Cells required. All prices are listed in USD and cost
may vary by region. Pricing includes sequencing reagents run on your system and does not include instrument amortization or other

reagents. Talk to your local PacBio representative for your local pricing.

SPRQ-Nx provides low HiFi sequencing cost without compromising accuracy

Data shown is for a single Revio SMRT Cell 80%
acquisition for HG002/GM24385 sequenced 70%
with SPRQ or SPRQ -Nx chemistry 60%
s 50%
it
f-& 40%
[==]
30%
20%
10%
0% = 1
Qo Q10 Q20 Q30 Q40
BASE QUALITY

99.8 99.9 98 98.5 96.7 96.9

mSPRQ

m SPRQ-Nx

ACCURACY, F1%

SNV InDel sv

PGCBi‘ 1 Cost savings and benefits are calculated based on 3 acquisitions (uses) per multi-use Revio SMRT Cell using Revio SPRQ-Nx chemistry and pooling two human genomes per acquisition to achieve

20X coverage per genome. See Application brief

I Head-to-head performance and economics of SPRQ  -Nx (102-326-664)


https://www.pacb.com/learn/resources/literature/
https://www.pacb.com/learn/resources/literature/
https://www.pacb.com/learn/resources/literature/
https://www.pacb.com/learn/resources/literature/
https://www.pacb.com/learn/resources/literature/

Revio SPRQ versus SPRQ-Nx consumable cross -compatibility

Revio SPRQ-Nx sequencing plate chemistry is compatible with both single-use Revio SMRT Cells and multi-

use Revio SMRT Cells

Revio SPRQ sequencing plate
103-504-900

Revio SPRQ sequencing plate
103-726-200

|
i

NX

Revio SMRT Cell tray

(single -use SMRT Cells)
102-202-200

Revio SMRT Cell tray T Nx

(multi -use SMRT Cells)
103-483-800

v/
X

IR

PacBi®

13



Revio SPRQ -Nx sequencing plate chemistry supports all existing applications
Note: For libraries <5 kb, use Revio SPRQ sequencing plate T Nx with single-use Revio SMRT Cells?!

HiFi sequencing application Compatible Compatible Compatible
q gapp Polymerase kit Sequencing plate SMRT Cell tray

SPRQ polymerase kit Revio SPRQ sequencing platep Nx Revio SMRT Cell trayp Nx Revio SMRT Cell tray
03-520-100 03-726-200 03-483-800 03-483-800
WGS (15p 20 kb) 105020 = | s - — Multi -use e Single -use
- L — eX, SMRT Cells SMRT Cells
Kinnex full-length RNA / single-cell g Multi -use Single -use
RNA / 16s rRNA (15p 20 kb) - SMRT Cells SMRT Cells
Microbial genomes (5 p 10 kb) [ =] = Multi -use. = — o ;';g'f Colle
I—— For libraries 05 , kise SPRQ sequencing '
plate i Nx with multi-use Revio SMRT
Cells or single-use Revio SMRT Cells Sinal
. = e o - Ingie -use
Shotgun metagenomics (7 p 20 kb)  mgre— S
Multi -use Single -use
PureTarget (5p 10 kb) SMRT Cells SMRT Cells
; ; Multi -use Single -use
Bngmjdpo!tfrvfodjohf) === SMRT Cells SMRT Cells
For amplicon libraries <5 kb, use _
Amplicon sequencing (< 5kb) 1 SPRQ'sequencing plate 17Nx with SSI:/TF%IT? Cols

single -use Revio SMRT Cells!

il

PqCBi‘ 1 For amplicon libraries <5 kb, using Revio SPRQ sequencing plate with multi-use Revio SMRT Cells may result in reduced P1/.HiFi yield performance for Use 2 and/or Use 3. 14



Revio system v13.5 DeepConsensus improves HiFi sequencing accuracy

Improved DeepConsensus model! results in more usable high-quality reads per run, more reliable quality
values, and faster time to results

Updated DeepConsensus model delivers: HiFi yield distribution by empirical quality binning for
A Increased percentage of reads that achieve empirical Q30 Revio system data generated with SPRQ [ NX Chem|Stry
accuracy from 47.9% to 53.2% (+5.3% of reads) 100%
A Improved quality calibration, particularly near the Q20 HiFi ’
threshold
. . 80%
Additional software improvements enable faster
data processing times and increased HiFi data
. wn 600/ m>Q30
throughput to ~18 Gb/hour through: Q o
L : © m Q20-Q30
A Model optimization to reduce computational overhead o — 90
= 0, m<
A Floating point quantization to accelerate inference while 2 40%
maintaining accuracy >
A Adoption of updated inference frameworks such as ONNX 20%
(Open Neural Network Exchange) for improved hardware
utilization
0%
Revio v13.3 Revio v13.5
DeepConsensus 2 DeepConsensus 2
PGCBl. ‘ GO gle Research A Revio v13.5 DeepConsensus model is trained on both SPRQ and SPRQ-Nx data
A Both SPRQ and SPRQ-Nx chemistry perform similarly with Revio 13.5 with no major change
in error modes from Revio 13.3
R 1 See Improving HiFi sequencing accuracy with Google DeepConsensus and AlphaEvolve f or further details about DeepConsens Wghabvolt All i mpr
PGCBl‘ coding agent (PacBio BLOG, April 30, 2026). 15
2 RevRevio v13.3 DeepConsensus model is trained with SPRQ chemistry. RevRevio v13.5 DeepConsensus model is trained with SPRQ chemistry and SPRQ-Nx chemistry.


https://www.pacb.com/blog/improving-hifi-sequencing-accuracy-with-google-deepconsensus-and-alphaevolve/

Revio system v13.5 improves methylation detection capabilities
Updated methylation analysis software supports 5ShmC calling

Revio on-instrument methylation analysis
Jasmine v26.1.3

2P

Available now
in GitHub

https://qgithub.com/PacificBiosciences/jasmine

T

New models for Revio SPRQ-Nx chemistry

T

5-methylcytosine (5mC in CpG) calls more strongly match bisulfite
data

T

Improved 6mA strand calling annotation!

T

New 5-Hydroxymethylcytosine (5hmC in CpG) caller

Off-instrument methylation analysis
MethBat v1.0.0

Available now
in GitHub

https://qgithub.com/PacificBiosciences/methbat

MethBat secondary analysis tool aggregates and analyzes CpG
methylation calls made from PacBio HiFi datasets?

A Now includes 5mC, 6mA, and 5hmC pileup functionality

Note: pb-CpG-tools will not undergo further development and will
be deprecated in May 2026 2

| f using Jasmine version 026. x

Recommend to use MethBat tool since it supports analysis of all
methylation types

If using Jasmine version <26.x

Can continue to use pb-CpG-tools

1 Balanced calling of 6mA on both strands. The prior caller had slightly higher recall for A in forward strand compared to T in reverse strand..
2 See MethBat GitHub page for more details about methylation secondary analysis features, including: Creation of a methylation profile for a collection of genomic regions (e.g., CpG islands)

° Creation of cohort / background profiles from a collection of methylation profiles.
PGCBl‘ 3 pb-CpG-tools will remain available for at least the remainder of 2026.

16
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Revio system v13.5 performance specifications remain unchanged with SPRQ -Nx chemistry

Revio system v13.5 data throughput

HiFi yield per
Library Run time ! acquisition 2 Methylation
0.51 5 kb 12 hours 95% 67 8 Million reads
51 10 kb 3571 70 Gb
i 3
10i 15 kb 24 hours 90% 207 100 Gb 5m_C + 5hmC at CpG sites and 6mA3 for
native DNA
151 20 kb 1007 120 Gb
20i 25 kb 30 hours 85% 1007 120 Gb

1 Run time refers to the data collection step, which determines the time between processing SMRT Cell acquisitions.

2 HiFiyield is dependent on library quality and sequencing preparation procedures. Specified yield is based on high-quality samples prepared following best
practices.

3 The 6mA caller is designed to detect methylation in the context of the Fiber-seq chromatin assay.

Revio system v13.5 key applications and sample throughput

Expected Samples per Samples
Library coverage 4 acquisition per year °
0.51 5 kb Amplicon sequencing 50x >1,000 >2.5M
5110 kb Microbial genome 50x 384 480,000
51 10 kb PureTarget repeat expansion panel 200x 48 60,000
5110 kb Ampli-Fi human genome 20x% 1 1,250
1571 20 kb Human genome 20x 2 2,500 Revio system v13.5
151 20 kb Human methylation profiling 5x 8 10,000 +
157 20 kb Transcriptome with Kinnex full-length RNA kit 10M reads 6 7,500 SPRQ-Nx chemistry

4 Expected coverages are estimates.

5 Annual throughput is estimated and based on 2,500 Revio SMRT Cell acquisitions for 12 hour runs; 1,250 Revio SMRT Cell acquisitions for 24 hr runs; and
1,050 SMRT Cell acquisitions for 30 hour runs.

o
PGCBl‘ See Revio system specification sheet  (102-326-552) for the latest Revio system performance specifications. 17


https://www.pacb.com/wp-content/uploads/Revio-specification-sheet.pdf
https://www.pacb.com/wp-content/uploads/Revio-specification-sheet.pdf
https://www.pacb.com/wp-content/uploads/Revio-specification-sheet.pdf
https://www.pacb.com/wp-content/uploads/Revio-specification-sheet.pdf
https://www.pacb.com/wp-content/uploads/Revio-specification-sheet.pdf




Revio system v13.5 multi -use SMRT Cell workflow key features

Revio system core run setup procedure for multi-use SMRT Cells remains the same as for single-use SMRT Cells

o Run multiple acquisitions per Revio SMRT Cell with SPRQ  -Nx chemistry

. . . ] 24 les/3
loading sequencing plates, pipette tips and samples / 3 runs

SMRT Cell trays onto Revio work deck
i 2 &,

plates

Each SMRT Cell supports
up to 3 acquisitions

|

Multi-use Revio SMRT 24 samples
Cell tray 2 (optional ) (= 24 acquisitions)

..........

Multi-use Revio

SMRT Cell tray 1 Different samples Automatic

eachacquisition washing

\ / Minimal carryovet

SMRTCellsstay
In iInstrument

»~ Software managed

Nomanualsteps

Tracking of SPRQ i Nx consumables

is fully automated via updated
PqCBi‘ 1 Revio SPRQ-Nx use-to-use barcode carryover level is typically <0.1% SMRT Link and Revio ICS software

6 SPR@NXsequencing

1

No changes to existing procedure for Mon Tue Wed Thu Fri gat  Example run schedule:

4 y ’ e - 2 Multi-useSMRTCelltrays

19



HiFi sample prep, HiFi library prep and Revio system seguencing prep core

workflows remain the same for SPRQ

-Nx chemistry

No changes to DNA input and DNA QC requirements for HiFi sequencing?

SAMPLE

LIBRARY SAMPLE SETUP

PREPARATION PREPARATION (A\=18))

Follow existing HiFi sample prep
+ library prep procedures

gDNA input mass into Sequel II® and Sequel
library prep lle

Total DNA per SMRT® 9
Cell#* Tug Hg

Revio SPRQ™-Nx chemistry)

sample must be used. If bypassing SRE, no less than 20 ng should be used g dividual sample goinginto

library preparation.

T DNA input requirements for HiFi

library prep remain the same for Lower quality DNA may be

used with the expectation
of lower sequencing yields.

DNA fragment size recommendations

DNA shearing Automated pipette-tip shearing (preferred DNA shearing method)
Target fragment lengths 15-20 kb

DNA size distribution
(Femto Pulse system)

SPRQ and SPRQ-Nx chemistry

Input gDNA QC requirements for
HiFi library prep remain the same
for SPRQ and SPRQ-Nx chemistry

Preparing whole genome and
metagenome libraries using

SMRTbell® prep kit 3.0
. klist

Overview

This procedure describes the workflow for constructing whole genome sequencing (WGS) libraries from genomic ang
metagenomic DNA using the SMRTBel® prep kit 3.0 for s g on PacBio® long-read systems. This pi dure
may be performed manually or using one of the many qualified automation methods for SMRTbell prep kit 3.0.

i o i,

L e i Ay O,

Genomic DNA (gDNA) QC and input mass recommendations

PacBio Nanobind® DNA extractions kits are recommended to ensure there is sufficient mass and quality of high
molecular weight DNA for this protocol.

gDNA quality QC

The Agilent Femto Pulse system is recommended for the accurate sizing of gDNA. Please see the PacBio Technical
note for more details.

Recommended guidelines for evaluating gDNA quality for this protocol:

+ Use the Femto Pulse gDNA 165 kb analysis kit (Agilent FP-1002-0275)

« Dilute samples to 250 pg/uL

* 70% or mare of the DNA should be =10 kb for this protacol. This corresponds to a genome guality number (GQN) of
7.0 or higher at 10 kb. If the GON at 10 kb is less than 7.0, higher gDNA inputs may be required.

« |f the majority of DNA is less than 10 kb, Short read eliminator is not recommended.

s Shearing may be bypassed if the sampleis already in the appropriate size-range.

L]
PGCBl‘ 1 Refer to latest PacBio Procedure & checklist protocol documentation for up-to-date guidance on application-specific DNA input amount requirements.

20


https://www.pacb.com/support/documentation/

HiFi sample prep, HiFi library prep and Revio system seguencing prep core
workflows remain the same for SPRQ -Nx chemistry (cont.)

No changes to Revio run setup and on-instrument/off-instrument data analysis procedures

RUN DESIGN INSTRUMENT SETUP ON-INSTRUMENT OFF-INSTRUMENT
& RUN START DATA ANALYSIS DATA ANALYSIS
I |

Follow existing Revio run setup
and HiFi data analysis procedures

v

Runs

-
=k Create New Run

PacBi® 21




SMRT Link v26.1 Revio Run Design user interface supports new SPRQ

sequencing plate T Nx

Run design core workflow remains the same when setting up a new Revio run with multi-use SMRT Cells

RUN DESIGN

=k Create New Run

X

PacBi®

Runs / Create New

New Run Design

Run Information

Instrument Type

Veos

Run Name

Run 03.18.2026 15:51

Plate 1 Required (]

Revio sequencing plate

Revio sequencing plate - 1 rxn

Revio SPRQ sequencing plate

Revio SPRQ sequencing plate - Nx

Run Comments

Transfer Subdirectory @

Use Adaptive Loading

O YES NO

Sample Information

| v | Plate 1, well A01:

Import from Sample Setup

Application
Required

Plate Well @
Required

Well Name @
Required

Select Revio SPRQ sequencing plate
T Nx in Plate field drop-down menu if
using Revio SMRT Cell i Nx trays?t

Well Comment

Library Type
Required

B Select Sample -

Plate 1, Well AD1

Standard

PGCBi. Select a Module ~

No changes to required
Run Design fields

r

Insert Size (bp)
Required

Library Concentration (pM)
Required

Movie Acquisition Time (hours)

Samples

Sample is indexed

Bio Sample Name [}
Required

24

Revio SPRQ-Nx chemistry with
multi-use SMRT Cells is supported
forl i brary i nse’t

Note: Revio system v13.5 software does not block
users from entering library inserts sizes <5 kb if running
SPRQ-Nx chemistry with multi-use SMRT Cells

1 Note: Revio SPRQ sequencing plate i Nx is compatible with both single-use Revio SMRT Cells and multi-use Revio SMRT Cells. Revio SPRQ sequencing plate is not compatible with multi-use

Revio SMRT Cells.

2 For amplicon libraries <5 kb, do not use Revio SPRQ sequencing plate i Nx with multi-use Revio SMRT Cell tray i Nx. For amplicon libraries <5 kb, can use Revio SPRQ sequencing plate i Nx (or

Revio SPRQ sequencing plate) with single-use Revio SMRT Cells.

22



SMRT Link v26.1 Revio Run Design user interface supports new SPRQ
sequencing plate 1 Nx (cont.)

Run design CSV supports new SPRQ-Nx sequencing plate part number

RUN DESIGN
Specify Revio SPRQ
A B sequencing plate T Nx E F G H
1 /[Run Settings] part number?! in Plate fields
2 \Instrument Type revio
3 Run Name Please input your run name
4|Plate 1 103726100
5 |Plate 2 103726100
- & Transfer Subdirectory
7 |CSV Version 1
8
v 9 [SMRT Cell Settings] 1_A01 1_B01 1_col 1_D01 2_A01 2_B01 2_co1 2_D01
10 'well Name Well_name_1 Well_name_2 Well_name_3 Well_name_4 Well_name_5 Well_name_6 Well_name_7 Well_name_8
11 'well Comment human_HG002_diploi human_HG002_diploi human_HG002_diploi human_HG002_diploi human_HG002_diploi human_HG002_diploi human_HG002_diploi human_HG002_diploid
12 Application HiFi Reads HiFi Reads HiFi Reads HiFi Reads HiFi Reads HiFi Reads HiFi Reads HiFi Reads
13 |Library Type Standard Standard Standard Standard Standard Standard Standard Standard
R uns 14 'Movie Acquisition Time (hours) 24 24 24 24 24 24 24 24
15 |Insert Size (bp) 14000 14000 14000 14000 14000 14000 14000 14000
16 Library Concentration (pM) 200 200 200 200 200 200 200 200
17 Assign Data To Project 1 1 1 1 1 1 1 1
v 18 Include Base Kinetics FALSE FALSE FALSE FALSE FALSE FALSE FALSE FALSE
19 Consensus Mode molecule molecule molecule molecule molecule maolecule molecule molecule
20 Full Resolution Base Qual FALSE FALSE FALSE FALSE FALSE FALSE FALSE FALSE
21 Subread To HiFi Pileup FALSE FALSE FALSE FALSE FALSE FALSE FALSE FALSE
—_ 22 Use Adaptive Loading TRUE TRUE TRUE TRUE TRUE TRUE TRUE TRUE
23 Sample is indexed FALSE FALSE FALSE FALSE FALSE FALSE FALSE FALSE
24 |Bio 5ample Name Bio_Sample_Mame_1 Bio_Sample_Name_2 Bio_Sample_Mame_3 Bio_Sample_Name_& Bio_Sample_Name_5 Bio_Sample_Name_6 Bio_Sample_Name_7 Bio_Sample_Name_8
25
26

PGCBi‘ 1 Note: Individual Revio SPRQ sequencing plate i Nx part number to enter into run design CSV is 103-726-100. (When purchasing the Revio SPRQ sequencing plate i Nx consumable kit
product, the orderable part number is 103-726-200.)



Revio system v13.5 run setup and instrument workflow for multi -use SMRT
Cell trays

Revio instrument control software automatically tracks SMRT Cell uses and prioritizes allocation of samples to
used cells before new cells!?

Example run schedule: Run 1 =8 samples and Run 2 = 4 samples ( total # acquisitions = 12)
- Only one multi-use SMRT Cell tray (=4 SMRT Cells) is needed to sequence all 12 samples since each SMRT Cell can support up to 3 acquisitions (uses)

Multi-use SMRT Cell tray 2 is not used_ since instrument
scheduler will allocate Samples 51 12 to used cells from
tray 1 before using new (unused) cells in tray 2

- Thereis no need to load SMRT Cell tray 2

Multi -use
cell'tray 2

Multi -use

()
(] SamFﬁe 2 (BOl)
& Sample 3 (C01)

2 = v‘ f f” ) ,; ‘ . “A \ ¢ —— o~ m— >

.SamF4 D01 ¥ =EEE | o X : = =

Rl i i J

S e y . < 4 - — » < -~ v ae)

. Sam Ie5(A01) = - . r ¥ ) _

O f ' —

ample = / ‘ X

f. SampfJ - - 4 [ {4 ! uses

e8(D01) 5

Multi-use SMRT Cell tray 1 is

Plate 2 used forRun 1 and Run 2

With SPRQ -Nx, 1 multi-use Revio SMRT Cell tray
(= 4 SMRT Cells) can support 12 acquisitions

S T S | Seavencrg pa SMRT Cell tays | __Use

-

Samples 17 4 [Plate 1_A01-D01] SPRQ-Nx sequencing plate 1 SPRQ-Nx multi-use SMRT Cell tray 1 Use 1 (Cells17i 4)
Run 1 (8 samples)

Samples 51 8 [Plate 2_A01-D01] SPRQ-Nx sequencing plate 2 SPRQ-Nx multi-use SMRT Cell tray 1 Use 2 (Cells 171 4)
Run 2 (4 samples) Samples 91 12 [Plate 1_A01-D01] SPRQ-Nx sequencing plate 1 SPRQ-Nx multi-use SMRT Cell tray 1 Use 3 (Cells 171 4)

P B- 1 Definitions: New cells i unused cells on the instrument work deck that are still inside their SMRT Cell tray(s). Reuse cells i used cells sitting on the instrument stage(s) that have remaining uses.
GC I‘ 2 See Appendix for general rules for SMRT cell multi-use (Revio system ICS v13.5). 24



Revio system v13.5 run setup and instrument workflow for multi -use SMRT
Cell trays (cont.)

Revio instrument control software automatically tracks SMRT Cell uses and prioritizes allocation of samples to
used cells before new cells

Example run schedule: Run 1 =8 samples and Run 2 = 4 samples ( total # acquisitions = 12)
- Only one multi-use SMRT Cell tray (=4 SMRT Cells) is needed to sequence all 12 samples since each SMRT Cell can support up to 3 acquisitions (uses)

No need to load a _
SRR RCYAl SPRQ-Nx multi -use SMRT Cell usage

Multi -use ==

. - BESRRRER RiRRRRR BREAHH A s ; A Each multi-use SMRT Cell supports up to 3
pampie LA01) ‘ —_— acquisitions (uses)

Samr) 2 (B01) . .
e 3 (C01) Revio ICS software automatically _allocates \3 ;
: \ (\Cell4 . A Once removed from cell tray for 15t use, the 39 use (Use

o] Sa%’Bfé 4 (DO1) A
» samples to cells and tracks SMRT Cell reuse S0\ T ST T S8 TELIS (A e

i g Y r
S = \ : : : 1%
- No manual user intervention required! A\ AL
n S (A01) > .
& SSariTSu%%C(ggl) ———m — \\ Cell 3 A Used SMRT Cells stay mounted on the instrument
PR (o0 : ’ stages until there are no remaining uses available (or

Ch SampleS(DOl)
. L\ > 2\ the cell expires)?2

e » - Multi-use SMRT Cell tray 1 is \ ) A Note: Expired SMRT Cells and SMRT Cells with no
Plate 2 used for Run 1 and Run 2 \Cé" remaining uses are automatically discarded _ into the

instrument waste bin - NO option to use expired multi-
use SMRT Cells for a sequencing run

_ Sequencing plates SMRT Cell tays | __Use

Plate 1

Samples 17 4 [Plate 1_A01-D01] SPRQ-Nx sequencing plate 1 SPRQ-Nx multi-use SMRT Cell tray 1 Use 1 (Cells17i 4)
Run 1 (8 samples)

Samples 51 8 [Plate 2_A01-D01] SPRQ-Nx sequencing plate 2 SPRQ-Nx multi-use SMRT Cell tray 1 Use 2 (Cells 171 4)
Run 2 (4 samples) Samples 91 12 [Plate 1_A01-D01] SPRQ-Nx sequencing plate 1 SPRQ-Nx multi-use SMRT Cell tray 1 Use 3 (Cells 171 4)

. 1 If a SMRT Cell has not started another use within 108 hours, then it will be expired and automatically discarded into the waste bin by the instrument control software.
chBl‘ 2 Once removed from tray, a SMRT Cell is never returned to the tray. Note: Expired SMRT Cells and SMRT Cells with no remaining uses are automatically discarded into the instrument waste bin. 25
There is no option to use expired multi-use SMRT Cells for a sequencing run. Used cells can also be manually discarded by specifying to clear all stages through the instrument touchscreen display.



Revio work deck touchscreen displays SMRT Cell multi -use information

Revio work deck touchscreen shows remaining SMRT Cell uses and remaining time until a multi-use cell on an
iInstrument stage expires

Remaining time until the multi-

use cell on a stage expires

& System tools & Multi-use SMRT Cell Summary

Disk space View disk usage and remove leftover data from
summary previous runs
SMRT Cell Remaining uses Start within
Self t Run a diagnostic to verify instrument hardware 12345678 1 20h 15m
est
and sensor functionality 29345678 1 1d 02h
Network Access tools for diagnosing network 32345678 2 4d 12h
diagnostics connectivity issues 42345678 1 2d 16h
Multi-use Manage and view the status of multi-use SMRT Discard
SMRT Cells Cells Number of remaining SMRT Cells

uses for cells on stages

PacBi® 26



Revio work deck touchscreen displays SMRT Cell multi -use information (cont.)
Users can manually specify to discard multi-use SMRT Cells via work deck touchscreen

& System tools & Multi-use SMRT Cell Summary
Disk space View disk usage and remove leftover data from
summary previous runs
SMRT Cell Remaining uses Start within
Self test Runa d:agn;)suc to verify instrument hardware 12345678 1 20h 15m
n nsor functional
A aEhecr uncUanally 22345678 1 1d 02h
Network Access tools for diagnosing network 32345678 2 4d 12h
diagnostics Connecti\llty Issues 42345678 1 2d 16h
Multi-use Manage and view the status of multi-use SMRT Discard

SMRT Cells Cells SMRT Cells

Can choose to manually

discard multi-use SMRT Cells

NOTE: You c annot select individual SMRT Cells to discard

- Selecting Discard SMRT Cells will discard ALL multi-use cells currently on
instrument stages regardless of the remaining number of uses for each cell!

L]
PGCBl‘ 1 After clicking Discard SMRT Cells , a follow-up message will then appear to ask the user to confirm the selected action.

27



Revio system front panel display shows SMRT Cell multi

-use Information

Revio front panel display shows remaining SMRT Cell uses and remaining time until next cell expires?

Number of remaining uses for cells on stages

84013

Remaining time until the next cell on a stage expires

MDennyson_WilkinsLab

Pending Loading

SCollins_WilkinsLab

Pending Loading

PacBie :

Remaining SMRT Cell uses
W)
Use within: 2d 01h

Sequencing Complete

07Th 15m

Sequencing Complete

Multi -use SMRT Cell expiration time

A Expiration countdown timer starts when SMRT
Cell is first removed from the cell tray for 15t
use (Use 1)

A IMPORTANT! i Once removed from cell tray
for Use 1, the 39 use (Use 3) must start within
108 hours (= 4.5 days) !

(N (N
Cell breakout 1 i 2 i é/

® ‘ °---

T=0h Oh<T< (108 h <108 h
T movie time)

A Note: Expired SMRT Cells and SMRT Cells with
no remaining uses are automatically discarded
into the instrument waste bin - NO option to
use expired multi-use SMRT Cells for a
sequencing run

28



SMRT Link Instruments module is updated to display SMRT Cell multi -use
Information

SMRT Link Instruments module shows more detailed multi-use SMRT Cell status and expiration time information
v 84028 READY

Instrument Type Status Time until preload available
Revio Ready =

Multi-use SMRT Cell Status &

o SMRT Cell e Start within e Remaining Uses for Next Run e Information

EA313135 1 Start remaining SMRT Cell use before it expires.
EA313136 1 Start remaining SMRT Cell use before it expires.
EA313130 4 days and 12 hours 2 Y
EA313137 Expired Y2 Used 1 of 3 times.

Runs
Name SMRT Cell Status Run Completion
Revio_example_8-acquisition_run Pending Loading Sequencing ~ Complete Completed 1 day and 2h ago

1. SMRT Cell 3. Remaining uses for Next Run 1.2
A SMRT Cell ID serial number A Number of uses remaining for a specific multi-use SMRT Cell
2. Start within 4. Information
A Remaining time left before a multi-use SMRT Cell expires and becomes unusable?® A Other status information or warning messages for a specific SMRT Cell

R For a run in progress, Remaining uses for Next Run is calculated based on how many uses are being consumed by the current run design.
PGCBl‘ 2 Note: Expired SMRT Cells and SMRT Cells with no remaining uses are automatically discarded into the instrument waste bin. There is no option to use expired multi-use SMRT Cells for a
sequencing run.



SMRT Link Instruments module is updated to display SMRT Cell multi
iInformation (cont.)

v 84036 RUNNING

Instrument Type
Revio

Multi-use SMRT Cell Status @
SMRT Cell
EA314038
EA314025
EA314033

EA314039

Runs
Name

Revio_example_8-acquisition_run

Start within
3d and 10h
3d and 12h

3d and 14h

3d and 17h

Status
Running

For a run in progress, Remaining uses for Next

Remaining Uses for Next Run

1

1

1

SMRT Cell Status
Pending Loading Sequencing Complete

PacBi®

being consumed by the current run design

Run is calculated based on how many uses are

-use

Run Con
In 15h 561

Example: For each multi-use SMRT Cell in this 8-acquisition run design
using a new SMRT Cell tray i Nx (=4 new Nx cells):

A First 4 acquisitions were completed on Use 1 (or are in post-primary

analysis)

A Second 4 acquisitions are in progress on Use 2 (or in cell prep for Use 2)
A Remaining uses for next run = 1 for each SMRT Cell
A Total # acquisitions remaining = 4

Well > Run > Cells <

Flate Well name Status Mgwe Cell type Use Cell ID

well time

140 20260518_8403... Complete 12 hr Multi-use 1 EA314038

1801 20260518_8403... Complete 12 hr Multi-use 1 EA314025

1C01 20260518_8403... PostPrimar... 12 hr Multi-use 1 EA314033

1DM 20260518_84053... PostPrimar... 12 hr Multi-use 1 EA314039
=

2 Al 20260518_8403... Acquiring 12 hr Multi-use 2 EA314038

2 BO1 20260518_8403... Acquiring 12 hr Multi-use 2 EA314025

2C0 20260518_84053... InPrep 12 hr Multi-use 2 EA314033

2 D0 20260518_8403... InPrep 12 hr Multi-use 2 EA314039
s 1

30



SMRT Link Run Detalls report page is updated to display SMRT Cell multi

Information

Run Details report page contains new columns to show SMRT Cell type, use count and

Select module ~

PacBi®

-use

cell ID?

Runs / Run Details
20260316-2_84028 Raven-FCS-Vrf-14
w Overview

Run Created:
2026-03-16, 04:07:05 PM

Run ID:
r34028_20260316_230714

Completed Cells:
4

Run Start:
2026-03-16, 04:08:01 PM

Failed Cells:
0

Instrument SN:
84028

Instrument software:
13.5.0.284303

Run Complete: Time remaining for PostProcessing:
2026-03-18, 03:16:30 AM =

Transfer Status:
Completed at 2026-03-18, 06:05:39 PM

Created By: Transfer Directory:

swei /fcollections/raven_training/Verification,/r84028_20260316_230714

Instrument Name:

Indicates this is the first use
of the Multi-use SMRT Cell

Indicates this is a
Multi-use SMRT Cell

Expana Aul

Indicates the serial number
ID for this SMRT Cell

[ Run Details ] Well > Cells Productivity > Prpnens e
e [ S Status Cell type Use | CellID Reads 7t | ey || Rl | SR | TG [
well (median) bases (mean)
TADT  65Raven-Hg2-8. — Complets N Mutti-use 1 EA3DOTIE 91M  1423Gb 156 kb Q36 95% 66% 1,614 Gb 97.1 kb
1BO1 66 Raven-Hg2-8..  Complets 24hr | Multi-use 1 EA300TIO 8OM  1340Gb 151 kb Q36 95% 6% 1515 Gb 38.7kb
1001 67 Raven-Hg2-8..  Complete 24hr | Multi-use 1 EA300720 96M  1450Gb 151 kb Q35 95% 3% 1,639 Gb 388 kb
1D01 68 Raven-Hg2-8..  Complete 2ahr | Multi-use 1 EA300721 9AM  1466Gb 156 kb 35 95% 72% 1,593 Gb 87.7kb

1 Note:

PacBi®

¥ Export Run Details

Export Run Details CSV contains
new columns to show SMRT Cell
type, use count and cell ID

Control reads >

Pol. read length Read length
(N50) eac (mean)

179.3 kb 18,108 107.1kb

168.3 kb 17,928 98.1kb

167.3 kb 19,736 1004 kb

164.8 kb 20,236 100.3 kb

1



With new multi -use SMRT Cell trays, Revio system can be pre -loaded with
fewer consumables to enable continuous instrument operation  pelowpoceaels

system v13.3 and v13.5

A After run is started, Revio door is locked and the work deck becomes unavailable while reagent prep, cell immobilization and pre-extension (PE) take place
A Door becomes unlocked after cell prep is completed for all SMRT Cells in the 15t run to allow pre-loading of consumables needed for a 2" run while 15t run is still in progress?

Example Revio run schedule to process 24 samples per week with single -use SMRT Cells (24-hour movies)

Tuesday Wednesday Thursday Saturday

P_reload
window 2 x SMRT Cell trays (= 8 cells) <% 5%
SMRT Cells 2 x Seq. plates (= 8 reactions) \— e

to load

8
Robot
& cell prep
Stage 1 SMRT Cell 1 SMRT Cell 5 SMRT Cell 9 SMRT Cell 13 SMRT Cell 17 SMRT Cell 21
9 Sample #1 (24 hrs) Sample #5 (24 hrs) Sample #9 (24 hrs) Sample #13 (24 hrs) Sample #17 (24 hrs) Sample #21 (24 hrs)
Stage 2 SMRT Cell 2 SMRT Cell 6 SMRT Cell 10 SMRT Cell 14 SMRT Cell 18 SMRT Cell 22
Sample #2 (24 hrs) Sample #6 (24 hrs) Sample #10 (24 hrs) Sample #14 (24 hrs) Sample #18 (24 hrs) Sample #22 (24 hrs)
Stage 3 SMRT Cell 3 SMRT Cell 7 SMRT Cell 11 SMRT Cell 15 SMRT Cell 19 SMRT Cell 23
9 Sample #3 (24 hrs) Sample #7 (24 hrs) Sample #11 (24 hrs) Sample #15 (24 hrs) Sample #19 (24 hrs) Sample #23 (24 hrs)
Stage 4 SMRT Cell 4 SMRT Cell 8 SMRT Cell 12 SMRT Cell 16 SMRT Cell 20 SMRT Cell 24
9 Sample #4 (24 hrs) Sample #8 (24 hrs) Sample #12 (24 hrs) Sample #16 (24 hrs) Sample #20 (24 hrs) Sample #24 (24 hrs)
Data ready 1|2 3|4 5 7 910 11412 13|14 15|16 17|18, 19|20 21122 23|24
to transfer

1 For 8-sample (= 8 acquisition) run designs with adaptive loading, door becomes unlocked ~40 hours after first run is initiated. For 4-sample (= 4 acquisition) run designs with adaptive loading, door 32

(]
PGCBI‘ becomes unlocked ~10 hours after first run is initiated.




With new multi -use SMRT Cell trays, Revio system can be pre -loaded with
fewer consumables to enable continuous instrument operation (cont.)

A After run is started, Revio door is locked and the work deck becomes unavailable while reagent prep, cell immobilization and pre-extension (PE) take place
A Door becomes unlocked after cell prep is completed for all SMRT Cells in the 15t run to allow pre-loading of consumables needed for a 2" run while 15t run is still in progress?

Example Revio run schedule to process 24 samples per week with multi -use SMRT Cells (24-hour movies) 2

Tuesday Wednesday Thursday Saturday

Preload
window

SMRT Cells
to load

Robot
& cell prep

Stage 1
Stage 2
Stage 3

Stage 4

Data ready
to transfer

PacBi®

2 X SMRT Cell trays (= 8 cells) T 57 0 x SMRT Cell trays (= 0O cells) 0 X SMRT Cell trays (= O cells)
8 2 x Seq. plates (= 8 reactions) s = ‘ 2 x Seq. plates (= 8 reactions) Kygm Wam ‘ H 2 x Seq. plates (= 8 reactions) g =
SMRT Cell 1 i SMRT Cell 1 i SMRT Cell 1 i SMRT Cell 5 i SMRT Cell 5 i SMRT Cell 5 1
Sample #1 (24 hrs) Sample #5 (24 hrs) Sample #9 (24 hrs) Sample #13 (24 hrs) Sample #17 (24 hrs) Sample #21 (24 hrs)
SMRT Cell 2 i SMRT Cell 2 i SMRT Cell 2 i SMRT Cell 6 T SMRT Cell 6 T SMRT Cell 6 T
Sample #2 (24 hrs) Sample #6 (24 hrs) Sample #10 (24 hrs) Sample #14 (24 hrs) Sample #18 (24 hrs) Sample #22 (24 hrs)
SMRT Cell 3 i SMRT Cell 3 i SMRT Cell 3 i SMRT Cell 7 i SMRT Cell 7 i SMRT Cell 7 i
Sample #3 (24 hrs) Sample #7 (24 hrs) Sample #11 (24 hrs) Sample #15 (24 hrs) Sample #19 (24 hrs) Sample #23 (24 hrs)
SMRT Cell 4 i SMRT Cell 4 i SMRT Cell 4 i SMRT Cell 8 i SMRT Cell 8 i SMRT Cell 8 i
Sample #4 (24 hrs) Sample #8 (24 hrs) Sample #12 (24 hrs) Sample #16 (24 hrs) Sample #20 (24 hrs) Sample #24 (24 hrs)
H H

1 For 8-sample (= 8 acquisition) run designs with adaptive loading, door becomes unlocked ~40 hours after first run is initiated. For 4-sample (= 4 acquisition) run designs with adaptive loading, door

becomes unlocked ~10 hours after first run is initiated.
2 Note: When running multi-use SMRT Cell trays, Revio system v13.5 workflow adds ~45 min to cell prep time for Use 2 and Use 3 of each SMRT Cell compared to cell prep time for single-use

SMRT Cells.
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Revio system v13.5 + SPRQ -Nx chemistry example performance 1 WGS

SPRQ-Nx chemistry shows excellent HiFi sequencing performance across multiple SMRT Cell uses that meets
or exceeds Revio system specifications for every usel23

- HiFi yield (Gb) Reads (M) | Length (kb) Read QV - SNV F1 INDEL F1 SV F1

143.9 . . . 0.9987 0.9895 0.9752

HGO002
SMRT Cell 1 2 144.2 8.9 16.3 35 68.7 0.9988 0.9897 0.9747
3 119.9 8.0 15.0 36 64.1 0.9989 0.9898 0.9729
1 147.0 9.2 16.0 35 68.7 0.9988 0.9892 0.9731

HGO002
SMRT Cell 2 2 148.6 9.1 16.3 B85 73.0 0.9987 0.9867 0.9754
3 124.7 6.9 17.9 35 53.9 0.9988 0.9877 0.9751
1 148.9 9.7 154 35 70.1 0.9987 0.9843 0.9740

HGO002
SMRT Cell 3 2 154.5 9.6 16.1 35 75.7 0.9988 0.9889 0.9739
3 136.7 8.6 15.9 36 64.9 0.9988 0.9896 0.9754

1 See Revio specifications sheet  (102-326-552) for expected HiFi yield performance range for different library insert sizes and applications. For 15 7 20 kb WGS libraries, the specified HiFi yield
range is 100 7 120 Gb of HiFi data per acquisition when using Revio SPRQ chemistry or Revio SPRQ-Nx chemistry. Note: HiFi yield is dependent on library quality and sequencing preparation
procedures. Specified yields are based on high-quality samples prepared following best practices.
. 2 Reduced HiFi yield on Use 2 and/or Use 3 is typically caused by lower P1 loading efficiency.
PGCBI‘ 3 Example data shown are for HG002 17 kb WGS library run on a Revio system with SPRQ-Nx chemistry (24-hour acquisition time; 250 pM on-plate loading concentration). Variant calling performed 35
with PacBio WGS variant pipeline; GIAB v4.2.1 small variant benchmark; GIAB T2TQ100 v1.1 SV benchmark.
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Revio system v13.5 + SPRQ -Nx chemistry example performance

SPRQ-Nx chemistry shows excellent HiFi sequencing performance across multiple SMRT Cell uses that meets
or exceeds Revio system specifications for every use!

RNA sequencing | Use |  HiFiyield (Gb) HiFi reads (M) HiFi length (kb) HiFi read QV p1 JIEIEEE e ek gl
per acquisition specifications °
1 9.5 14.4 27 84.4

137.1 72.1 M
507 60 M
Kinnex full -length
2 135.2 9.3 14.5 29 68.8 71.0M i
RNA, UHRR?2 transcript reads per
acquisition
& 116.2 7.9 14.6 29 60.2 61.2 M
. — — - 16S reads Product
HiFi yield (Gb) HiFi reads (M) HiFi length (kb) HiFi read QV S o s
per acquisition specifications
) 1 170.5 8.8 19.3 33 78.8 103.4 M
Kinnex full -length 707 80 M
;Ii?( L?gé S84 2 168.2 8.7 19.4 35 65.4 102.1 M 16S reads per
MSA10023 acquisition
3 139.8 7.2 19.5 36 50.3 84.9M
PureTarget — - - - Mean target Product
9 HiFi yield (Gb) HiFi reads (M) HiFi length (kb) HiFi read QV 9 T .
sequencing coverage speC|f|cat|ons
PureTarget 2.0 1 12.6 1.84 6.7 44 29.5 1064 Mean target coverage
repeat expansion 100-fold or greater per
panel 2.0, 24 -plex 2 6.5 0.93 6.9 44 17.7 523 1 ug DNA per sample
whole blood / Min. target coverage
Coriell cell line 4 3 7.1 0.82 8.6 39 13.8 350 20-fold per sample
1 Reduced HiFi yield on Use 2 and/or Use 3 is typically caused by lower P1 loading efficiency.
2 Kinnex full-length RNA UHRR libraries were run on a Revio system with SPRQ-Nx chemistry (24-hour acquisition time; 140 pM on-plate loading concentration).
8 Kinnex full-length 16S rRNA, ATCC MSA1002 libraries were run on a Revio system with SPRQ-Nx chemistry (24-hour acquisition time; 120 pM on-plate loading concentration).
4 PureTarget 2.0 repeat expansion panel 24-plex whole blood/Coriell cell line libraries (2 £g of input DNA per sample) were run on a Revio system with SPRQ-Nx chemistry (24-hour acquisition time).
5 See Revio specifications sheet  (102-326-552); Application note 1 Kinnex full -length RNA kit for isoform sequencing (102-326-591); Application note - Kinnex 16S rRNA kit for full -length 16S

chBi‘ sequencing (102-326-601); and Application note T Comprehensive genotyping with the PureTarget repeat expansion panel and HiFi sequencing (102-326-614). Note: HiFi yield is dependent on 3g
library quality and sequencing preparation procedures. Specified yields are based on high-quality samples prepared following best practices.
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Revio system v13.5 + SPRQ -Nx chemistry example datasets

Example Revio SPRQ-Nx datasets are available for whole genome sequencing and epigenetics

Revio system i

Whole genome sequencing Homo sapiens i HG002 HiFi long read SPRQ-Nx chemistry
: . . - Revio system i
Whole genome sequencing Various plants + animals HiFi long read SPRQ-Nx chemistry
Whole genome sequencing i Variant detection, : - Revio system i
assembly, epigenetics Coming soon Al SPRQ-Nx chemistry

Pq C B i ‘ https://www.pacb.com/connect/datasets/ 37


https://downloads.pacbcloud.com/public/2026Q1/HG002-SPRQ-Nx
https://downloads.pacbcloud.com/public/2026Q1/HG002-SPRQ-Nx
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Revio system v13.5
summary




New SPRQ-Nx extends Revio SPRQ chemistry with new 5hmC methylation caller

and multi -use SMRT Cells, enabling a richer and cost

PacBi®

2026

SPRQ-Nx

Multi-use SMRT Cells

Up to 4 simultaneous acquisitions

480 Gb per day
$599k system
$345 per 20x genome (30% lower)
500 ng DNA input

2,500 genomes per year

amC, 5hmC, and 6mA methylation caller

-effective HiFI workflow

307 40%
lower cost

Most affordable
long-read genome

5hmC in

every run

Built-in multiomic
insights

o No change in
cO library prep
(v)

or analysis

Same HiFi quality, same

workflow, less waste
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Revio system v13.5 + SPRQ -Nx key specifications
Revio system v13.5 data throughput

HiFi yield per
Library Run time ! acquisition 2 Methylation
0.51 5 kb 12 hours 95% 67 8 Million reads
51 10 kb 3571 70 Gb
i 3
10i 15 kb 24 hours 90% 207 100 Gb 5m_C + 5hmC at CpG sites and 6mA3 for
native DNA
151 20 kb 1007 120 Gb
20i 25 kb 30 hours 85% 1007 120 Gb

1 Run time refers to the data collection step, which determines the time between processing SMRT Cell acquisitions.

HiFi yield is dependent on library quality and sequencing preparation procedures. Specified yield is based on high-quality samples prepared following best
practices.

3 The 6mA caller is designed to detect methylation in the context of the Fiber-seq chromatin assay.

2

Revio system v13.5 key applications and sample throughput

Expected Samples per Samples
Library coverage 4 acquisition per year °
0.51 5 kb Amplicon sequencing 50x >1,000 >2.5M
5110 kb Microbial genome 50x 384 480,000
51 10 kb PureTarget repeat expansion panel 200x 48 60,000
5110 kb Ampli-Fi human genome 20x% 1 1,250
1571 20 kb Human genome 20x 2 2,500 Revio system v13.5
151 20 kb Human methylation profiling 5x 8 10,000 +
157 20 kb Transcriptome with Kinnex full-length RNA kit 10M reads 6 7,500 SPRQ-Nx chemistry

4 Expected coverages are estimates.

5 Annual throughput is estimated and based on 2,500 Revio SMRT Cell acquisitions for 12 hour runs; 1,250 Revio SMRT Cell acquisitions for 24 hr runs; and
1,050 SMRT Cell acquisitions for 30 hour runs.

o
PGCBl‘ See Revio system specification sheet  (102-326-552) for the latest Revio system performance specifications. 40
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Revio system v13.5 with SPRQ -Nx chemistry enables HiFi sequencing at scale

See What can you do with

one HiFirun (102-326-578)
Revio system with
SPRQ-Nx chemistry

Application Samples per run

1 acquisition 4 acquisitions
Cwhole genome sequencing ||
Human genome (20 3 coverage) 2 8
Human methylation profiling (5 23 coverage) 8 &2
De novo assembly (1 Gb genome) 4 16
Microbial de novo assembly (1 Gb total sum of genomes) 384 1,536
Cegeedpanes | |
Amplicon sequencing >1,000 >4,000
Hybrid capture sequencing
20 Mb panel 16 64
2 Mb panel 96 384
100 kb panel 384 1,536
PureTarget panel sequencing 96 384
CRNAsequencng | |
Kinnex single -cell RNA sequencing 1 (6,000 7 10,000 cells) 4 (6,000 i 10,000 cells)
Kinnex full -length RNA sequencing
5M reads 12 48
10M reads 6 24
Cvieobal |
Shotgun metagenomic profiling 128 communities 512 communities
Shotgun metagenomic assembly 16 communities 64 communities
Kinnex 16S rRNA 1,536 communities 6,144 communities

@) reviospao roumesase

a0 e
onaes T-wwase

Revio system v13.5
+

SPRQ-Nx chemistry

et
Ma nsA
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SMRT Link v26.1
+ SMRT Link Cloud v26.1

SMRT Link v26.1 key features & benefits
New SPRQ-Nx chemistry support
New SMRT Link v26.1 audit logging support

SMRT Link v26.1 user experience
Improvements

A Improved targeted sequencing analysis
(asymmetric barcode demultiplexing + export
FASTQ) support

Improved Ampli-Fi run design support
Improved methylation reports

To o
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SMRT Link v26.1 key features and updates

SMRT Link v26.1 makes HiFi sequencing easier with Revio SPRQ-Nx chemistry support, stronger compliance
support and data analysis workflow usability improvements

]

SPRQ-Nx chemistry

support

ng)

Audit logging
support

Data analysis
workflow usability
improvements

PacBi®

A Support for new Revio SPRQ-Nx consumables and multi-use SMRT Cells

A New audit trail feature provides 21 CFR Part 11-aligned, tamper-resistant logging
with centralized visibility and exportable records

A Improved asymmetric barcode demultiplexing support to enable automatic
demultiplexing (in-SMRT Link), predefined barcode pairing rules, and built-in GUI
validation

A Improved Ampli-Fi run design support to enable use of preloaded, protocol-
specific barcodes and automatic demultiplexing (in-SMRT Link)

A Improved methylation reports contain richer multiomic data (5hmC + 5mC + 6mA)
and expanded visual plots
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New SMRT Link v26.1
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SMRT Link Run Design page is updated for Revio system to support SPRQ -NX
consumables

Plate field dropdown selection menu includes new SPRQ sequencing plate i Nx (4-rxn)

RUN DESIGN

.
PGCBl. Select a Module ~
Runs / Create New

New Run Design

Run Information Sample Information

Instrument Type

Veos

Plate 1, Well A01:

Import from Sample Setup

B Select Sample

Run Name .
Run 03.18.2026 15:51 Application N
Required M
Plate 1 Required @ Plate \:’ezll 6, Plate 1, Well A0 B
za e No changes to required
Well Name @ R i i
. : un Design fields
v Select Revio SPRQ sequencing plate Required .

Revio sequencing plate

T Nx in Plate field drop-down menu if
using Revio SMRT Cell i Nx trays?t

Revio sequencing plate - 1 rxn Well Comment

Revio SPRQ sequencing plate

By lereryy Standard s
Revio SPRO sequencing plate - 1 rxn ] Required
Ru ns Revio SPRQ sequencing plate - Nx Insert Size (bp)

Required

Run Comments Library Concentration (pM)
Required

=k Create New Run

Movie Acquisition Time (hours) 24 N

Transfer Subdirectory @

Samples
Use Adaptive Loading

Sample is indexed o

O YES NO
Bio Sample Name [}
Required

1 Note:
not

PacBi® do not



SMRT Link Run Detalls report page is updated to display SMRT Cell multi -use
Information

Run Details report page contains new columns to show SMRT Cell type, use count and cell ID?

PGCBi. Select module ~

Runs / Run Details

20260316-2_84028 Raven-FCS-Vrf-14 COMPLETE

v Overview
Run Created: Completed Cells: Run ID:
2026-03-16, 04:07:05 PM 4 r84028_20260316_230714
Run Start: Failed Cells: Instrument SN:
2026-03-16, 04:08:01 PM 0 84028
Run Complete: Time remaining for PostProcessing: Instrument software:
2026-03-18, 03:16:30 AM = 13.5.0.284303
Created By: Transfer Status: Transfer Directory:
swei Completed at 2026-03-18, 06:05:39 PM /fcollections/raven_training/Verification,/r84028_20260316_230714

Instrument Name:

Indicates this is the first use
of the Multi-use SMRT Cell

Indicates this is a
Multi-use SMRT Cell

Indicates the serial number
ID for this SMRT Cell

Expana Aul
[ Run Details ] Productivity > Polymerase reads > Control reads >
e [ S Status Cell type Use | CellID Reads 7t | ey || Rl | SR | TG [ Pol. read length Tt | LG
well (median) bases (mean) {N50) {mean)
TADT  65Raven-Hg2-8. — Complets N Mutti-use 1 EA3DOTIE 91M  1423Gb 156 kb Q36 95% 66% 1,614 Gb 97.1 kb 1793kb 18,108 107.1kb
1BO1 66 Raven-Hg2-8..  Complets 24hr | Multi-use 1 EA300TIO 8OM  1340Gb 15.1 kb Q36 95% 6% 1515 Gb 38.7kb 1683kb 17,928 98.1kb
1001 67 Raven-Hg2-8..  Complete 24hr | Multi-use 1 EA300720 96M  1450Gb 151 kb Q35 95% 3% 1,639 Gb 388 kb 1673kb 19736 1004 kb
1D01 68 Raven-Hg2-8..  Complete 2ahr | Multi-use 1 EA300721 9AM  1466Gb 156 kb 35 95% 72% 1,593 Gb 87.7kb 1648kb 20236 1003 kb
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SMRT Link v26.1 provides the first step in 21 CFR part 11 enablement

New audit trail logging feature provides 21 CFR Part 11-aligned, tamper-resistant logging with centralized
visibility and exportable records for SMRT Link servers connected to Revio and Vega systems

What is 21 CFR part 117

A 21 CFR part 11 is a U.S. Food and Drug Administration
(FDA) regulation outlining how regulated organizations
should maintain electronic records

A Covers user access and authentication, audit trails of
system activity, data integrity and traceability, and
system validation and accountability

How does SMRT Link v26.1 help enable 21 CFR
part 11 compliance?

A With SMRT Link v26.1, actions taken in SMRT Link and
on Revio and Vega instruments will be traceable via
new SMRT Link audit log feature that contains a table
highlighting who performed what actions where and
when starting from the SMRT Link v26.1 install date?

Audit Logs
z’:r’:ber Date and Time (UTC) IT ¥

1

2

3

10

2026-04-27, 06:38:15 PM

2026-04-27, 06:30:20 PM

2026-04-27, 06:30:20 PM

2026-04-27, 06:30:20 PM

2026-04-27, 06:17:13 PM

2026-04-27, 05:59:20 PM

2026-04-27, 05:59:19 PM

2026-04-27, 05:59:19 PM

2026-04-27, 05:46:17 PM

2026-04-27, 05:41:34 PM

UseriD It ¥V

SYSTEM
phinstrument
SYSTEM
phinstrument
phinstrument
SYSTEM
jbruand
jbruand
asouppe

pbinstrument

Source I ¥

Revio 84029

SMRT Link

Revio 84032

SMRT Link

SMRT Link

SMRT Link

SMRT Link

SMRT Link

SMRT Link

SMRT Link

oo

Displaying rows 1 to 11 out of 101 (scroll to load more)

Event Name IT ¥ Description IT ¥ S;ft;are Version
Instrument Started Instrument start... 13.5.0.286403
Run Data Updated The XML data f... 26.1.0.284828
Acquisition Transf... Acquisition Tran... 13.5.0.286403
Run Data Updated The XML data f... 26.1.0.284828
Run Data Updated The XML data f... 26.1.0.284828
Analysis Job Started Analysis job 115... 26.1.0.284828
Analysis Job Sub... Analysis job 115... 26.1.0.284828
Analysis Job Creat... Analysis job 115... 26.1.0.284828
Analysis Output D... Results from an... 26.1.0.284828
Run Data Updated The XML data f... 26.1.0.284828

P B- 1 Note: Audit events start to be logged from the timepoint when the SMRT Link v26.1 software is installed. Events that occurred prior to installation of the SMRT Link v26.1 software cannot be
GC I‘ retroactively added to audit logs after the SMRT Link v26.1 software installation is completed.
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How to access SMRT Link audit logs

Admin users can access audit logs through SMRT Link Settings menutl

How to access audit logs

1. Loginto SMRT Link using a user profile with Admin privileges.

) ] Access to Audit Logs page is restricted
2. Click Settings button. to users with the Admin role
3. Select Audit Logs .

POCBi. Select module ~

.D

General

Instrument Settings
Instruments Notification Settings
User ent
Updat
= Last Update: 2026-05-19, 09:30:45 PM
Audit Logs
About
+ 84006 RUNNING ou
Instrument Type Status Time until preload available
Revio Running Available
Runs
Name SMRT Cell Status Run Completion
Revio_example_run_name Pending Loading S.equenc'\ng grgki In 1h 52m

PacBi®
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Audit Logs page displays a table of recorded activity across all connected
Instruments

Each entry includes: Entry Number, Date and Time (UTC), User ID, Source, Event Name, Description, and
Software Version

PGCBi. Select module ~

Settings
Sections
Audit Logs Can view all activities recorded Audit table information can be Download 3]
General in SMRT Link sorted by, for filtered by applying column-

example, timestamp

specific filter settings

Instrument Settings

Displaying rg g1 out of 101 (scroll to load more)
Notification Settings Entry Number Date and Time (UTC UseriD It ¥ Source IT ¥ Event Name l.T Description I V
User Management 1 2026-04-04, 12:53:25 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
Updates 2 2026-04-04, 12:53:29 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
] 3 2026-04-04, 12:51:56 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260

Audit Logs

4 2026-04-04, 12:51:56 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
About

5 2026-04-04, 12:48:38 AM pbinstrument SMRT Link Run Completed Run '20260402_84030 SMB_

Audit logs capture system and user actions performed in SMRT Link and on connected instruments,
including who performed the action, what action was performed, where it occurred, and when it occurred.

PacBi® 51



Audit log entries include both system
User ID field identifies whether an action was performed by a PacBio user or by the PacBio system ICS

-generated and user

-performed actions

. Displaying rows 901 to 912 out of 1701 (scroll to load
Action User ID Example event
p . . Ent Date and Time
generated by type or activity N':mrl‘{aer (UT? userip II ¥ Source I V Event Name || V Description || ¥
it
A Actions that affect 901 2026-04-17, 09:... SYSTEM Revio 84025 Run State Changed Run state changed from Idl...
N instrument status
SYSTEM A E g "run state changed" or 902 2026-04-17, 09:... instrument_user Revio 84025 Expired consumable User has elected to continu...
P aCBiO system data transfer initiated 903 2026-04-17, 09:... instrument_user Revio 84025 Expired consumable User has elected to continu...
ICS A Acti that affect SMRT 904 2026-04-17, 09:... instrument_user Revio 84025 Expired consumable User has elected to continu...
ctions that afiec
pbinstrument 1 Link status 905 2026-04-17, 09:... instrument_user Revio 84025 Humidity low User has elected to continu...
AE.g., AfArun dajta updatedo
906 2026-04-17, 09:... pbinstrument SMRT Link Run Data Updated The XML data for run 2026...
907 2026-04-17, 09:... pbinstrument SMRT Link Run Data Updated The XML data for run 2026...
Instrument user A On-instrument user actions
electm to start a run 908 2026-04-17, 09:... pbinstrument SMRT Link Run Data Updated The XML data for run 2026...
(e.g., ﬁinsti’rumeﬁ1 n§
. -04-17, 09:... pbinstrument in un Data Update e ata for run
PacBio (human) x-pﬁ"e C%A’SL? ables 909 2026-04-17, 09 bi SMRT Link Run Data Updated The XML data f 2026.
end -user 910 2026-04-17, 09:... pbinstrument SMRT Link Run Data Updated The XML data for run 2026...
ik A In-SMRT Link user actions
. -04-17, 09:... pbinstrument Lin un Data Update e L data for run
SMRT Link user A E.q. creating anew run 911 2026-04-17, 09 bi SMRT Link Run Data Updated The XML data for run 2026
(e . dohn_Sniith o) d'g'.’ g P
€sign or a new analysis Jo 912 2026-04-17, 09:... John_Smith SMRT Link Run Design Created Run 2026_0417_84025_10...

For

actions

taken by

the PacBio

S y spbimstmmén© g ,

itshea aliar

fromt ypd effASYSTEMNM gsr

ued i n the

system

1
chBi‘ 2 |n Revio system ICS v13.5 + SMRT Link v26.1, on-instrument actions taken by a human end-user are recorded in audit logs with Use r | ilstrumenti usero . I n future

will reflect the (human)end-user 6s act ual | D user name.

soft wagpe



How to download SMRT Link audit report
Admin users can download audit report through SMRT Link Audit Logs page

How to download audit report PDF

1. Click Download on Audit Logs page and wait for Audit Report PDF to be generated. This may take up to a few minutes.

PGCBi. Select module ~

Settings
Sections
General
Instrument Settings Displaying rows 1 to 11 out of 101 (scroll to load more)
Notification Settings Entry Number Date and Time (UTC) IT V UseriD It ¥V Source It V Event Name It V Description T v
User Management 1 2026-04-04, 12:53:29 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
Updates 2 2026-04-04, 12:53:29 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
) 3 2026-04-04, 12:51:56 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
Audit Logs
4 2026-04-04, 12:51:56 AM pbinstrument SMRT Link Run Data Updated The XML data for run 20260
About
5 2026-04-04, 12:48:38 AM pbinstrument SMRT Link Run Completed Run '20260402_84030_SMB_
Sections
Audit Logs o
General
. Preparing Audit Report. This may take up to a few minutes. Please do not close this page.
Instrument Settings e C Preparing > o 5 e
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Example Audit Report PDF
Audit report

Example Audit Report

PDF report reflects the filters that were applied to
the SMRT Link audit table at the time of export.

Server: smrtlink-sms.nanofluidics.com
System ID: 5da74fe3-2183-461a-ae12-e870f7070032

PacBi@®

Exported by: admin
Exported on: 2026-04-04 00:57:35 UTC

This PDF reflects the filters that were applied to the SMRT Link audit table at the time of export.

Entry Date & Time User ID Source Event Name Description Software Version
Numb | (UTC)
er
1 2026-04-04 pbinstrument SMRT Link Run Data Update | The XML data for run 26.1.0.283967
00:56:15 UTC d 2026_0403_84015_SID_Pack_testing
_HG_3use_useland2
(484e2025-7620-4c3e-a997-de76149
208a1) was updated.
2 2026-04-04 pbinstrument SMRT Link Run Data Update | The XML data for run 26.1.0.283967
00:56:14 UTC d 2026_0403_84015_SID_Pack_testing
_HG_3use_useland2
(484e2025-7620-4¢c3e-a997-de76149
208a1) was updated.
3 2026-04-04 pbinstrument SMRT Link Run Data Update | The XML data for run 26.1.0.283967
00:53:29 UTC d 20260304_84028_Hg002_RavenTrou
bleshooting_PkmidFloor
(00aalabc-b17a-4370-b7ce-4e2bd665
6e96) was updated.
4 2026-04-04 pbinstrument SMRT Link Run Data Update | The XML data for run 26.1.0.283967
00:53:29 UTC d 20260304_84028_Hg002_RavenTrou
bleshooting_PkmidFloor
(00aalabc-b17a-4370-b7ce-4e2bd665
6e96) was updated.
5 2026-04-04 pbinstrument SMRT Link Run Data Update | The XML data for run 26.1.0.283967
00:51:56 UTC d 20260304_84026_Hg002_RavenTrou
bleshooting_PkmidFloor
(71ab16f7-62ed-43b3-aaed4-d95c3491
eb5fc) was updated.

Page 1 of 142

Software Version

g002_RavenTrou
loor
3-aae4-d95¢3491

26.1.0.283967

30_SMB_dyeball-
D5A2-dC_YY954
\302296_Take3'
-bac6-4a356d6a
1 on REVIO

26.1.0.283967

'om Completing

13.5.0.284573

MB_dyeball-dG_Y
-dC_YY954-167_
96_Take3
-bac6-4a356d6a

26.1.0.283967

MB_dyeball-dG_Y
-dC_YY954-167_
96_Take3
-bac6-4a356d6a

26.1.0.283967

MB_dyeball-dG_Y
-dC_YY954-167_
96_Take3
-bac6-4a356d6a

26.1.0.283967

MB_dyeball-dG_Y
-dC_YY954-167_
96_Take3
-bac6-4a356d6a

26.1.0.283967

PacBi®

Page 2 of 142

Software Version

1
MB_dyeball-dG_Y
-dC_YY954-167_

6_Take3
-bac6-4a356d6a

26.1.0.283967

B_dyeball-dG_Y
-dC_YY954-167_

6_Take3
f-bac6-4a356d6a

26.1.0.283987

I0110_s1in
83820 failed with
| after placement
fter 2 cell reseat
or chip not
1":"Sensor chip
at","2":"Sensor

zhip not detected
r chip not
5""Sensor chip
at","6":"Sensor

zhip not detected
r chip not
- (Col: 4)

13.5.0.284573

]
G2_21206_formul
-435e-82ea-h34c
ited.

26.1.0.283967

1
G2_21208_formul
-435e-82ea-h34c
ited.

26.1.0.283967

Page 3 of 142
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SMRT Link v26.1 improved asymmetric barcode demultiplexing support

New Barcode Type specification in Data Management enables automatic demultiplexing (in-SMRT Link),
predefined barcode pairing rules, and built-in GUI validation for all asymmetrically indexed sample types

SMRT Link v25.3: Run Design only supports symmetric barcoding of samples when using newly imported index sets

A SMRT Link v25.3 Run Design form does not enable specification of whether the barcodes at each end are the same (symmetric) or different (asymmetric) for
indexed samples

A SMRT Link v25.3 Run Design assumes all imported index sets are symmetric , preventing users from using asymmetric barcode sets that are not already pre-

installed with SMRT Link (i.e., Twist UDI barcodes, M13 barcodes)
A For newly imported index sets, users can only select symmetric index (barcode) pairs  for multiplexed samples
A Asymmetric index pairing only works for specific SMRT Link -preloaded asymmetric barcode sets like the Twist UDI barcode set

A The only workaround for using other asymmetric barcode sets is to set "Sample is indexed = NO " in Run Design and then manually run Demultiplex Barcodes utility in
SMRT Link after the run is finished.

Example:

Newly imported barcode set User-desired barcode combinations SMRT Link v25.3 Run Design only allows symmetric barcode assignments
>SSM_bc1002_F SSM_bc1002_F--SSM_bc1050_R mpleisipdeed O YES 10
ACACACAGACTGTGAGGTAAAACGACGGCCAGT Biosample 1 Indexesssu_socode.lisTest 04 =]
>SSM—bC1003—F Biosamplenamesﬁ 1 ivel F Fil
ACACATCTCGTGAGAGGTAAAACGACGGCCAGT SSM_bc1002_F--SSM_bc1002_F Feaured y
SeSh bei0od R SSM_bc1003_F--SSM_bc1003_F o
CACGCACACACGCGCGGTAAAACGACGGCCAGT _ - - SSM_bc1004_F--SSM_bcl004 F ,

S Blosample l . Available Barcodes Included Barcodes -

GATATACGCGAGAGAGCAGGAAACAGCTATGAC SSM—E°1051—R“SSM—E°1O51—R o g =
SSM_bc1052_R--SSM_bc1052_R C
>SSM_bel051 R SSM_bc1004 F--SSM_bc1052 R -
CGTGTCTAGCGCGCGCCAGGAAACAGCTATGAC _ o
>SSM_bc1052 R Biosample 3 “0
.

GTGTGAGATATATATCCAGGAAACAGCTATGAC . —

User imports a barcode set containing 3 forward User wants to assign 3 asymmetric index pairs to 3 User is unable to assign 3 asymmetric index pairs to 3 unique biosamples since only symmetric

(F) indexes + 3 reverse (R) indexes unique biosamples barcode combinations are displayed  in SMRT Link v25.3 Run Design interactive barcode selector

tool - In this case, user must specify Sample is indexed = No and manually perform barcode

PqCBi‘ demultiplexing in SMRT Link v25.3.
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SMRT Link v26.1 improved asymmetric barcode demultiplexing support (cont.)
New Barcode Type specification in Data Management enables automatic demultiplexing (in-SMRT Link),
predefined barcode pairing rules, and built-in GUI validation for all asymmetrically indexed sample types
SMRT Link v26.1 (on -premises): Data Management enables option to upload a CSV file defining allowed barcode
pairings to support asymmetric indexing of samples 1.2

A To use specific index sequences for asymmetric barcoding , optionally include a CSV file defining all allowed barcode pairs , €.0., "bc1001 Fbcl001_R".

Data Management / Import

To import a barcode set: Import Data

1. Navigate to Data Management Import from Select File

> |mp0rt Data SMRT Link Server Data Type Browse Local Files
2. Select a barcode set FASTA file

. _ Barcodes (FASTA) E Select File: (fa, .fasta) Erowse m
. . - . Local File System
3. (Optional) Provide a valid pairs d

CSV file CSV file defining allowed pairings (optional) (i ]

If a CSV file is provided, only the barcode
Select File: (.csv) ¢ pairs listed in the file are allowed and

displayed in the SMRT Link Run Design
interactive barcode selector tool  for
assigning biosample names

>SSM_bc1002_F
ACACACAGACTGTGAGGTAAAACGACGGCCAGT
>SSM_bc1003_F
v ACACATCTCGTGAGAGGTAAAACGACGGCCAGT
Example barcode set | >SSM_bc1004_F

. Example CSV file defining all allowed
FASTA containing: | CACGCACACACGCGCGGTAAAACGACGGCCAGT - _
3 forward (F) indexes + 3 >SSM_bc1050_R barcode pairs (i.e., to enable asymmetric |[SSM_bc1003_F,SSM_bc1051_R

reverse (R) indexes GATATACGCGAGAGAGCAGGAAACAGCTATGAC indexing of samples)
>SSM_bc1051_R
- CGTGTCTAGCGCGCGCCAGGAAACAGCTATGAC

>SSM_bc1052 R

rY t Dat GTGTGAGATATATATCCAGGAAACAGCTATGAC
mport Data

1 Note: If no CSV file is provided , the barcode set is treated as symmetric and each barcode is paired with itself. If a CSV file is provided, a barcode set is treated as asymmetric if at least one
defined pair contains different forward and reverse barcodes.

PqCBi‘ 2 Note: To modify allowed barcode pairs for an existing barcode set, you will need to re-import the barcode set in Data Management using a different filename and also upload a new CSV file 57
containing the updated list of valid barcode pairs.

SSM_bc1002_F, SSM_bc1050_R
Data Management

SSM_bc1004_F,SSM_bc1052_R




SMRT Link v26.1 improved asymmetric barcode demultiplexing support (cont.)
New Barcode Type specification in Data Management enables automatic demultiplexing (in-SMRT Link),
predefined barcode pairing rules, and built-in GUI validation for all asymmetrically indexed sample types

SMRT Link v26.1 (on -premises). Data Managements enables option to upload a CSV file defining allowed barcode

pairings to support asymmetric indexing of samples 1.2

A After importing barcode set FASTA + (optional) CSV file, Barcode Type column value is determined automatically —based on structure of barcode pairings in CSV

© oote Management

View: O Projects @ Data Barcodes +

Datasets Displaying rows 1 to 9 out of 63 [ Search ... ]
Dates > Data Set Details >

I; o Name It ¥ Number of Records IT ¥ Total Length It ¥ Barcode Type It ¥ Date Created ¥ ¥ Path It ¥ uuID It ¥

31133 S5M_Barcode_list_Test_04 [ 198 asymmetric 2026-04-02, 06:10:21 PM /pbi/dept/secondary/siv/s... c3460cd1-9723-7444-95ed-

o 1 Only barcode pairs specified in the CSV will be displayed in SMRT Link Run Design interactive barcode selector tool for assigning biosample names.
PqCBl‘ 2 To modify allowed barcode pairs for a given barcode set, you will need to re-import the barcode set in Data Management using a different flename and also upload a new CSYV file containing the 58
updated list of valid barcode pairs.



SMRT Link v26.1 improved asymmetric barcode demultiplexing support (cont.)

New Barcode Type specification in Data Management enables automatic demultiplexing (in-SMRT Link),
predefined barcode pairing rules, and built-in GUI validation for all asymmetrically indexed sample types

SMRT Link v26.1 (on -premises): Data Managements enables option to upload a CSV file defining allowed barcode
pairings to support asymmetric indexing of samples 1.2

A After importing barcode set FASTA + (optional) CSV file, Barcode Type column value is determined automatically —based on structure of barcode pairings in CSV

Demultiplexing behavior

A Same barcode on both ends of the sequence depends on barcode type
Symmetric A No valid pairs CSV required

A Demultiplexing is automatically performed on-instrument Symmetric barcode sets

A Different barcodes on each end A Demultiplexed automatically

A Defined using a valid pairs CSV file on-instrument

Asymmetric _ o _
A Demultiplexing is performed automatically or manually off-

instrument (in SMRT Link) after sequencing run completes

A Assigned to barcode sets used for Iso-Seq workflows that are Asymmetric barcode sets

) . : ) 5
Iso-Seq (informational -only) pre-loaded into SMRT Link

A Demultiplexed automatically
A ﬁfgigr':ﬂethoL?nekneric or legacy barcode sets that are pre-loaded or manually off-instrument
(in SMRT Link) after

A May not include pairing definitions S oy Vel el e
A May not support asymmetric validation or automated workflows 9 9 P

SMRT® LINK

Other (informational -only) 3

1 Only barcode pairs specified in the CSV will be displayed in SMRT Link Run Design interactive barcode selector tool for assigning biosample names.
2 To modify allowed barcode pairs for a given barcode set, you will need to re-import the barcode set in Data Management using a different filename and also upload a new CSV file containing the

PqCBi‘ ;deated list of valid barcode pairs. 59

Note: Iso-seq and Other labels are only used for Barcode Sets that are pre-loaded with SMRT Link and cannot be assigned or edited by users.



SMRT Link v26.1 improved Ampli

New oAmmliapplication type
automatic demultiplexing (in-SMRT Link) for Ampli-Fi samples

-Fi run design support
opt i

on 1 n r uspedfe lsarcades amdn a b

Runs / Create New
New Run Design

Run Information Sample Information

Samples

Use Adaptive Loading
Sample is indexed

Instrument Type New Ampli -Fi application type available
Plate 1, Well AO1: : : :
O Revio Vega in SMRT Link v26.1 Run Design
Import from Sample Setup B Select Sample
Run Name
Run 04.02.2026 21:14 Application - .
" Ampli-Fi $
Plate 1 Required @ Plate Well @ o 1\ a0t ¢
Required '
‘
$ S
Well Name @
Required
Lot Serial Expiry
Well Comment
Plate 2 @
- Library Type
. L] .
$ Fegrted Standard
. Insert Size (bp)
Lot Serial Expiry Required
Run Comments Library Concentration (pM)
Required
Movie Acquisition Time (hours) 24 .
Transfer Subdirectory i ]

New SMRT Link v26.1-preloaded Twist UDI v2 barcode

set FASTA is automatically selected for Ampli-Fi samples?

O YES NO

O YES NO
Indexes

Required

SMRT Link v26.1 Run Design interactive barcode selector
tool supports assignment of asymmetric barcode pairs

Biosample names (4]
Required

Twist Universal Adapters with UDI v2

Interactively | From a File

from Twist UDI v2 barcode set to biosample names!2

PacBi®

Fi_Barcoded_Sample_Name_File.csv

1 In SMRT Link v25.3, barcode demultiplexing of Ampli-Fi samples requires 1) Amplifi_TwistUDladapters_noP7P5
template file to be manually downloaded from the PacBio website in order to correctly assign asymmetric Twist barcode pairs to biosample names.

barcode set FASTA file and 2) Ampli - 60



SMRT Link v26.1 improved methylation reports (Revio system only):
Data Management Methylation Summary report
Updated Methylation Summary report now includes 5-hydroxymethylcytosine (5hmC)

Human WGS library

For 5hmC, the model only reports
5hmC sites where the probability

of modificationis® 0. 50

Visual overview

of 5hmC analysis
workflow. Here,
5xC refers to the
combination of
5mC + 5hmC sites.

Note: On-instrument 5ShmC calling is only available on
Revio systems running v13.5 instrument software.

PacBi® 61




