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ERBHEBREL

DRAGEN Single Cell RNA
- BaseSpace™ Sequence Hub 73&
(959K B H)
-DRAGEN # > LAY —/\—
(A—HILIRER)

Partek Flow
(777F-A—AHILIRER)

e Partek:
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lllumina Connected Multiomics

o

*NGS: Next Generation Sequencing
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24 )Lt )LRNA-Seqf T D:

N

U )LEILRNA-SeqlE/NILURNA-Seq b IEZE2A Y, IR EICEGFREAEREZEEILET A ENTES1-0H.
BLOMRBEL AN TOIREOHEEZIEETE S, —A T, 1#ilaH-Y OmRNAZIZIEEIZV4E L, PCREEIC
KDBRELRET A0, HEAMICEBEEDEWNSFII VT A VI EZERTEENETETH S,

https://www.mdpi.com/207 3-

4409/9/5/1293. &Y%

illumina

/NJLYRNA-Seq
S
i
4 . MRMERIZHIT3
£ EEFREED
g 70|:|77’r)l/€f€%
1F21—TTEEDT =z Gensd
SA473)—% R Sample 1
224 )Lt JLRNA-Seq
5
* 2 I {8 < DfEC &l
= 5 EEFRBEED
. . i TaTrAILEES
c
i P b &
SATS)—%FHH O ¥CEC

1R EDEEFREEEZRDHLETEY,
ESLVo-lREKEANEDEREDEIETEFENT
WE=EEDERARET B,

BIFRED/N\I—VCEDEE A

Sy OEELBEEEEE
. > MR F D MR
5 > BRSO R R
L% > MEEERORR
% > HREH IR DR R

*mRNA: messenger RNA
PCR: Polymerase Chain Reaction
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<24 )Lt J)LRNA-Seqfi2fit D E AR

T ILEILRNA-Seql2ENT, EDV—FREDHBEAENEEBINTH=-OICEAShLIEBEDESS2S

lllumina Single Cell 3' RNA Prepld&PIPseq™ VS RAM)—ZF AL THY . MifaE=[E &z 4+ (PIP: Particle-templated
Instant Partition) [CH AL. FIIZ&FENE/N—O—F{EE—XEELITHEEBE RIGETI,

ZDEE, FE-XIZIFA=—DGEILN—a—FBIINEESLTEY . EHEINAHcDNAIXZFD/N—a—FEHZFHEFEDIE
TIZD)—FEXCOMRBBERTHSIERATEHENTED,

Particle-templated emulsification

\ PE1(partial) Cell barcodes Bl Poly (dT)V

LR R iy

. Bl + Spacer
~ NNNACG
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UMIZFIRLI=RED R FHO T4 DS LiERE

1#H =Y DMRNAZ [ZBH TOGNSH | B FAVVCDRENEERTOEEEZERT D,

XD 2T ILEILEHTIL. Unique Molecular Identifier (UMI) EFE(EN 56~ 1018 B DS54 LERFIZFIFL.
Bl—HFHEDEE)—FEHA -HETAHET, PCREEIEIZEB/NATREZHELTLNS,

< UMIZERLEMES < UMIZERLI-IES
.|
i / ‘ > ALUMI + RLvuEs T i
/' o RLSF O :[Fl— 5 FDPCREFE TH B AT REMEA
e PC?&E*E I _,%_[,\
_' P0|y dT ] Vil al=2BS __ > BICUMI + BLSTvEV ST iE
Prlme—r - T — I Al D7 F
= In silicoT @ PCREEZEYIBS L THED

collapse M F &£ BWSFAOUNEER

LHAL. FHAIOUNMIBTAUMIOFAIZIE. BEXFETIEAEHROBMNTEE NEE
AN DRR (UMIEZE., Bv— RSB E) OEFIER/ N7 X (MRNADPoly-A tail - DB E ) 28
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PIPseq VZEAN)—IZEIT 2R FHIUT420T DEARNGEE

PIPseq V72 AN —ZFHATH5AKT—070—TIEUMIZEHT ., IMIEBIZRW B DO FhO T4 T %12,

e o O Intrinsic Molecular Identifier (IMl
Q A ' copies ( )
oye : Cyc4 Cyc 5 frr;gme'ntallon > %ﬁ?jt‘:%k15$iiﬁwﬂéﬁjﬂr7ﬁ§ﬂiu\ %*LE)O)‘I:J] H"ﬁﬁ[
IS h1-cDNAS F DML BOERED FOEMFELTHA
T T T T T T T T T T T T > 'ﬁE%E@%%BEE?” (UMl) %1%1’)?:\
Cell barcode B PolyA cDNA %'??5

BR(C kDM AEIckoTELAIMI = BBEENDNATADDENSFHY R A EE

— a— 4 Binning Index (BI)
IMI 2
IMI 3 > PCREEEFRDEEZREL. 7 FHROEHEHIE
N ——————— > LBOHFTH, A—5 FHRROAEMEASEU—FE,

IMI 4
<+
I @ 7

RICU—RTIL—T(EY) ELTHEAITTRE
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PIPseq VI IAKN)—IZHBITBHIEZ D EE

PCRIBIRIZK>TALAAE—HDBREIGHVUEHIEL., EFO D FRITAEDIFEH-01Z,

ZH A

c 1DDRFHILMAIEDBIET. EROVIMALE (M) ZH I H5IE—NELRTFD
« ZOD&H, BREICIOE—8 = 2 FBIEALGT EREDODFREIYESAVUMLTLES

« ZZTo

Barcode Gene Bl IMI Reads
Raw Unique
CCACCTCT 4 | AacC || 140,633,101 12 1
;ii;ii ATA | 140,633,107 3 1
AATGTAT! AGT | 140,631,790 1 1
140, 632,057 4 1
140,632,995 10 1
—
TTA | 140,631,790 7 1
TCG | 140,633,098 3 1
140,633,101 1 1
TCT || 140,633,108 1 1
CAA | 140,633,109 3 1
CGT | 140,633,455 9 1
cG | 140,632,099 5 1
140,632,125 16 1
140,632,128 20 1
140,632,675 1 1
GGA || 140,633,106 8 1
GTC | 140,632,098 4 1
Gee | 140,632,057 1
140,632,126 1

llumina

1ZEHL. ZOHERBFRAWNTHO FHEHIET S
BIEDRN (A A=) xstEToLRFAppendine S B

E® F i agteq 1. :L:_OBI*Z&;EE%':s ﬁuﬁ\?Hﬂ;Et*EfE
Bl Bn2 SNAIMIZEELTEED S
ETIITIITY | EROIMMEL=—BIEOEEN S, BE

2
N Ty |10 ) BRBIPM)ZHET S
T T Bl: 55T ILTIEFEHLT
[can]  [icon]  feco] 15 F=1.35@#DIMIMNFLNT:
L L 3. &Barcode + GeneZ EDIMIEZEIPMTES
(GGA) (GTC) (GCC)

CET.ERODFHRUITEVMEICHIESND
#1:19 IMI =+ 1.35= 14
— 9145 F 1 LHEE
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TR ODRN

ZREMEBRI

DRAGEN o e lllumina
0,%,% Fartek Connected

Single Cell RNA DO

YT .
INMTS5AY .0:0. Flow Multiomics
Read1 Read2
R1 R2 _ . - - S—

\_FASTQ FASTQ ) MR WERE2 4ERES --

0 3
5 0
R1 1R 0 0
Cell Barcode BI SR 1 0 SiatfE - T fR4L - R
IMI HBiaF X
> j’;;’fi_\, hﬁﬁﬂbjf H—F =T BY T T
R2 ~ J (Seurat#z &) ALV =TT

cDNA

“BEREEDH RN EGVFET
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=RBHEREL

— R TSk T —L—%

ERAOZRBHYVIFHIT DRAGEN Single Cell RNAZHRR TSV 74— LTl

959K | m—hIl
@ DRAGEN DRAGEN
Sk Tf—Ls BaseSpac<I-:-3 gg?_luence Hub lllumina .Connected 2 LFHSYE Ao FLER
(BSSH) Analytics (ICA) (AWS / Azure) H—13—
PPN DRAGEN Single Cell RNA DRAGEN Single Cell RNA DRAGEN Single Cell RNA | DRAGEN Single Cell RNA
- = % éls\ - = E ‘\5 él\\ N SN > SN
R BRLRE ol AWSEBIR R U E Y =R DDE
- 2DV IRETO - D)V DBRAEEL
A—H—=TL R —13 T CLI/APITD T3t IS - BEEDAWS / Azure - ERAOEES(tUR
-1 TByte LEDF—4EHFIZ - ABAF—ADRIL— A—FoISEREZRE (PIPseq) R4
[FHERNTHIUEBE JRMFAERENBE

« [FASTQINO=REMIDHELBIEF X MEOAIVETRN) VIR (FFAIVN) 1774V EERK
o BREANOAHAO, ZHGEUMAPIZ RS HRIEETEEAIREIZAY . LYGHHIGENTICIE = REHNADE
« Cell Ranger(10x Genomics#t) [&. lllumina Single Cell 3' RNA Prep®IMI+BIZF LB TE7E LNV = IEXT s

*CLI: Command Line Interface
API: Application Programming Interface

| | | umin a® For Research Use Only. Not for use in diagnostic procedures. AWS: Amazon Web Services 13
UMAP: Uniform Manifold Approximation and Projection



ERBHI TV TA—L—F

ZREHERREI

DRAGEN Single Cell RNADQH A77MILIXZLDZRBRYV I D7 IZHEBIAH ATRE

H5K-a—HIL | Vel | :
= - lllumina Connected Multiomics Y—RN—TA®HY T+ DT
TIIhTF—L Partek Flow (IcM) i (Seurat 11 &)
s RIS (£ RRMHBE RIS RABUHBE Y — LI
- E(ZHYYIRIETD - E(ZHYYIRIETD o, .
AR LS - SR OH AR — R
A—H—IL R4 A=Y —ILUR) TR LU LRI — LIS
-V NELEFLHELEZTILTF -V NELEFLOHELEZTILTF s 5= e
439 R DA AL IR ATHRORIFOTRIHG CVERITIETAVRE
HEWERTOBAS(LURBY - Partek Flowdiity—LeLTigge TVST ORI —MRERA

*INJLURNA-Seq. 2T )L, ZRINS R TREH X ChiP-Seq. ATAC-Seq. DNA-Seq. A*3245 /L. YA TFLAT—2 11 &

« Partek Flow / ICMIE. [E RN DEHLZ T ILEILT—3DOET AT ORIt Z B IRE TR REIC

o R *ATAC: Assay for Transposase-Accessible Chromatin
| | | UI I || na For Research Use Only. Not for use in diagnostic procedures. ChIP: Chromatin Immunoprecipitation 14
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BSSHA®DOY 1> (1/2)

Nlumina Q #% lllumina.ce TvHE A W A 2 &

Vv A B R B

Products

1. AILZFHPHSBSSHAOS 1Y

FAT, HEZIUTS Y b7 VT, S B L
Humina.com BaseSpace Seguence Hub XEEE%%E?%)%@HQL EJ:O)i‘H_’,Bk'V—Oﬁa') v

AMulliiminag Machihnara BacalGQmarna Annc l >y ESTE

BaseSpace Sequence Hub

Cloud-based genomic run management and simplified biocinformatics for growing NGS operations.

LRy

Already have an account?
Log into BaseSpace Sequence Hub below and start analyzing your data.

ILoginto BaseSpace| | | 2. BB IELDEIEZAYO—/LL. lLog into BaseSpace |%%') v

i | | U mMmin aO For Research Use Only. Not for use in diagnostic procedures. 16


https://jp.illumina.com/

1

BSSHAM

illumina

054> (2/2)

Register

Already have an account? Sign in

Email address

Y

3. THIUrEHEEFLTELMEE(XIDon’t have an
: -~ irst name . - .
Sign In . account? |Z=%')v7L. RegisterMo7 Aok
exmell sdiess = DR D& 857 =t
illumina@illumina | Leijsme
password Y ey 4. BHEMNTTLEL, Sign INnODR—I(2A—)L
lumina = — FELRENRT—KZA AL, Sign InEJ1)v9
[[J Remember email address Confirm password
on't have an accouni? ° o -
[ s | — i) R—BLH A FDURLTEL ZHr D
TORRAAEE(TVII—UHE)
o . A https://basespace.illumina.com/
Private domain sign in >
Additional products MIORy FTRESBD (R
Verinata EEA i
Correlation Engine
i | | U mMmin aO For Research Use Only. Not for use in diagnostic procedures. 17



https://basespace.illumina.com/

BSSHT DT £k

T80T YT A—F-Riff - REL. [Project) TEIZEE —  FFIHLL Project EIER

Home Runs Biosamples Projects Analyses Apps Demo Data

. 1. TProjects I B
Projects roIees

2. FileZ7A4a> %9y LTINEW 1%ER

1-50f5 Show 25 v
o} H B
New Project

File Last Updated
Name
New —>| | single-cell_08JUN2025]
HealthyDot B 2025-04-08 03:19
Edit ? Description
Conv >

3. EFEDBMZEREL. [SaveZRL TT—2DRFFLEDProjectz1Emk
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BSSHADY T )LT—45(FASTQ) D7 y7A—F

SR ERIZ. BSSHO 7 A YU RZas A4 L. ST —2NR1IEEE
” BSSHIZHET BoLT. SUHITSLTF—AN 7Y T O—KBFASTQ
BaseSpace

4 ik (Application: DRAGEN BCL Convert '&iR) N BB TER AT RE,

FSv 7 &FAYT DHTEEIZE

‘ R(eRa1d)1 AlEE, =L 1YV TILTDDTY
| 4 TA—KRIZDH %o

MY TIL-BGCGBDI7AILETD

| FAsTQ [@] a
| Sy 7u7O—RTOMMEREHELE,

HxIISHY
Read?2 ¥ Appendixz 5 #a
R2
(R2) DY T IVETYTA—FRT S
r =% FASTQ 55 . BSSH CLI ORI AZEHE,

1EQATRETTERYI LTI

(X X @
Basespece JNOY LR CTy e L BT

N —

aAvRSAY
MBI —D i
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AR RS A2 %ERLV=BSSHADFASTQ7Z v FO—K (1/4)

REBEvYLNT7YT (WIEOHHELE)
1. T H0OSOETI7AINEFmKRIREBIZAHoO—K

& Windows PowerShell

Windows PowerShell

Copyrigh
= ATZF T0UTk X + v
Aar O Y " Amicrosoft Windows [Version 10.8.26100.U652]
. r alb Uo A Ps C:\IL] (i; ;-J!izy:;,u?t‘ ’S::‘por:lu:.:[. All ri;hts l'zbl.‘l‘\-’(.‘d<
o Linux C:\I1llumina> bs
L ]‘.'r“.'”‘: ;j C)‘l‘-‘ri';s
. - - | —
{51 : bs.exe C:¥lllumina¥bs.exelZ{&7F mm Q PowerShell &F7z[& cmd

> cd C:¥Illumina¥ %9 cd [change directory] AY R TEERIHILA IR ENT HEETLOTLY
> bs -h CLI METTEIN ANILTERRSEDATUR (-h AT 3>) THEER

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.


https://knowledge.illumina.com/software/cloud-software/software-cloud-software-reference_material-list/000001138
https://knowledge.illumina.com/software/cloud-software/software-cloud-software-reference_material-list/000001138
https://knowledge.illumina.com/software/cloud-software/software-cloud-software-reference_material-list/000001138
https://knowledge.illumina.com/software/cloud-software/software-cloud-software-reference_material-list/000001138
https://knowledge.illumina.com/software/cloud-software/software-cloud-software-reference_material-list/000001138

REvYNT7YT (WIEROHDELE)
2. IEREBSSHT7 AU MDEHRRIIEEN

LLTFOavT U REAR

RITRESNT=URLIZCOT IS99 EHTT7IEAL.
DO+ 1=-L\BSSH 7Aoo rzOg 4>

Please go to this URL to authenticate:
https://basespace.illumina.com/oauth/device?

code=XXXXX

®

AR RS A2 %ERLV=BSSHADFASTQ7Z v FO—K (2/4)

https://basespace.illumina.com/ocauth/device?code=XXXXX

BaseSpace CLI
lflumina, Inc.

This app is requesting permission 10:
) Access your basic information. A

This includes your name and email address. [

[N—

sa Giobal Read

This app may browse the names of your Projects, Samples, and

App Results, and may view or download all associated Files.

& Global Create

jJ an ' : A ece J‘ :I

“Accept” THERiZREL . #EEE T

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.



IR RSA2 %A -BSSHADFASTQ7 v FO—K (3/4)

FASTQ7 Y7 O—FETD % :

Projects
3. 7v7O—K%kDProject&{ERL - FEER
UTDbsa<w k() £1=IEBSSHT S o #HiProjectE b ZE (2 IE L TR File

> bs project create -n ‘Test Project 1’ New

ZDHITIE Test Project 11 ELVNS R FRD ProjectF1ERL Edit

UTDbsa<v U RE=IIBSSHI S HFDOURLAS 7 YT O—K%kProject® D (3 F) 47

> bs project list

25 basespace.illumina.com/projects{468478011fabout

F e Fommmm e Fo +

Id | Totalsize | Test Project 1

F e B ———— Fomm e +

| Test Project 1 | 468478011 |© | SUMMARY  BIOSAMPLES  SAMPLES  FASTQS  OTHER DATASETS
| Test Project 2 17406399 | 6283469
T L T L +

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.



Av RS AL ERBUVE=BSSHADFASTQ7 v A—K (4/4)

FASTQ7v7RA—KZE{T:

7)1

[ " | HTIL3

4. FuTO—ROARIFEET (4
UTDaAR RN ZEAALTFASTQI7MILET7 YT HA—k
) : Read1 Read?2
> bs dataset upload -p 468478011 --recursive C:¥Illumina¥Fastq R1 R2
bl RO L] R2)
F F

ZDFITIL T4684780111 £LVSIDDProject (2., TC:¥lllumina¥FastqlANDEH 2 T ILDOFASTQERIFKE7y7O—FK
FASTQ _ FASTQ/

7v7A—kET DO 5

Creating sample: Sampleo@l

HTI)IL2

Sample@@l S1 L@@l R1 001.fastq.gz 9.69 GiB / 9.69 GiB [ ] 100.00%
Sample@@l S1 L@@l R2_001.fastq.gz 13.66 GiB / 13.66 GiB [ ] 100.00%
FASTQZ7A LD & iRA: [ L[V TNEE] [L—rFF] [V—FES]_001.fastq.gz
> BT ILOFASTQI7AILIZDNWTH, EHUTILORT =N T74ILE NS BEMIZERE SN,
[ ] ABSSHLETDH>T )L (BioSample) &L TRLGNS

» NextSeq 1000/2000 TL—rv—Uh [L—UFEF] BEWMESIZIE. T7MILAICL001Z LEFID KSIZEML.

- -a1low-invalid-readnames EERPAYEPL =07l 0Vl s

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.



BSSH DRAGEN Single Cell RNA7 71y DE4T (1/8)

Sequence Hub

illumina

Projects Anatyses Apps Demo Data

Accurate, comprehensive, and efficient secondary
analysis with DRAGEN

Hiumina DRAGEN apps provide pushbutton capabstos wit hin BaseSpace Sequenca Hub's intuitive and securo environmant

Enichment - DRAGEN Somatic - DRAGEN RNA

1. TAppsl&I'1)vy

2. BEIA—LT Single Cell’ &%

3. RN T1-TDRAGEN Single Cell RNAI7ZFV%ES1)v9

All Apps

2 Apps Found

DRAGEN Single Call RNA

| | | U mMmin a® For Research Use Only. Not for use in diagnostic procedures.



BSSH DRAGEN Single Cell RNA7 71y D E4T (2/8)

DRAGEN Single Cell RNA

% lllumina, Inc.
@ [l Bookmark this app @ Help

FOR RESEARCH USE ONLY

The DRAGEN Single Cell RNA (scRNA) app is optimized for analysis of the lllumina Single Cell 3'RNA Prep and

also supports third-party single cell preps. It can process multiplexed single-cell RNA-Seq data sets from reads

to a cell-by-gene count gene expression matrix. The pipeline is compatible with library designs that have one

read in a fragment matched to a transcript and the other containing a cell-barcode and molecular identifier. The

pipeline includes the following functions:

This version of the DRAGEN Single Cell RNA App includes DRAGEN v4.4.2 and the following features:

RNA-Seq (splice-aware) alignment and matching to annotated genes for the transcript reads
Cell-barcode and UMI error correction for the barcode reads

Genotype-based and genotype-free sample demultiplexing

Molecular identifier counting per cell and gene to measure gene expression

Cell hashing and feature counting by read 2 UMI

Sparse gene expression matrix output

Single cell RNA QC metrics

Interactive UMAP visualization of a single sample

Barcode rank plot or knee plot

Note: If the lllumina Single Cell 3' RNA Library kit is used, then molecules are counted using lllumina's

proprietary PIPseq technology utilizing binning indexes (Bis) and intrinsic molecular identifiers (IMis) rather than

UMIs. In this case, the molecular identifiers no longer require error correction.

illumina

Version

‘ 444

Compute cost
Free

Published
2025-01-08 04:50

[ Launch Application

Categories

RNA-Seq 4
HIPAA

lllumina
Dragen 5

VersionT4.4 . x LI E R

[Launch ApplicationZ&%2')v%

Developer
Visit Website

Terms
EULA
Privacy

For Research Use Only. Not for use in diagnostic procedures.
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BSSH DRAGEN Single Cell RNAT 71 DE4T (3/8)
DRAGEN Single Cell RNA D7 —2270—

FHEADITFAIL

FASTQ

R1: /N\—a—K%
R2: cDNAEZ %I

)7L R
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RawZ7/ Lt H A

LEIZF x #kEI0

HIUEIMIYIR
filtered.matrix.mtx.gz

=% fiaf0)
)L/ \—a—FEeF|

filtered.barcodes.tsv.gz

B BEFI71—F¥—D
Z¥-ID-21F

filtered.features.tsv.gz

BIEANIHR

barcodeSummary.tsv
bardodeCounts.txt

> metrics.csv
 pvas fastqc_metrics.csv
74327 RO mapping_metrics.csv

trimmer_metrics.csv
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BSSH DRAGEN Single Cell RNA7 7)) D ZE1T (4/8)

Analysis Name
DRAGEN Single Cell RNA 06/09/2025 1:41:28

Save Results To €

Select Project

6. [Select Project1&4')v%

Single-Cell_08JUN2025

Biosample(s) ©

select Biosample(s): || 8. [Select Biosample(s)1&21)v)

HEK-3T3-Human-Mouse-Mixture-T2: Unknown

Showing 30 of 38

& Single-Cell_ 08JUN2025 2025-06-09 0102 Kazuak| Yamaguchi

Sigle_Cell_21APR2025 2025-04-2113:05 Kazuaki Yamaguchi

b Human-M Mixt Unknown NextSeq2000/Nov 2024-12-20 Humina

7. RyT7YyTEEINABESDOT. ERLEETO ok
ZEIRL . [Select)Z2") vy

9. RyIT7YTEEMNESDT, 7v7O—KLI=FASTQ
& HML1=BioSampleZ:#ERL . [Select iz v

s ———

llumina

For Research Use Only. Not for use in diagnostic procedures. 27




BSSH DRAGEN Single Cell RNA7 7' MZE4T (5/8)

S—

Homo sapiens [UCSC] hg19 v5 Pangenome 10 Referenceo)jo)bg\‘ry‘/b\gig*ﬂ
Homo sapiens [1000 Genomes] hg38 v5 Homo sapiens [1000 Genomes] hg38 v5 ->:<Pangenome t%ﬂﬁo) rfd:L\J LY ity 4§ b by 4 PO
Homo sapiens [1000 Genomes] hg38 v5 Pangenome Z?ﬁ‘\RNAﬁzp*ﬁ'—C[i*E%—é
~ Homo sapiens [NCBI] hs37d5 v5 ”;( XCustomO)iﬁ FASTAjT/f)[,;:‘)\B [DRAGEN
Custom Reference File - Homo sapiens [NCBI] hs37d5 v5 Pangenome Reference BUI'dGI’(ﬁ{E?jU) 1 CEHIIZ
Mus musculus [UCSC] mno “Include RNA Data in Reference” 74> THERKL .
Rattus norvegicus [UCSC] m6 Custom Reference F”e?ﬁ\gigj;ﬁ-d—é
Custom

Gene Annotation File ®

Select Dataset File(s)] | 11. 73R R LGene Annotation FileZiEMIL1=LMEE &, FHIIZProjectiZ7y7A—RLTHL

GTFIZ74IL (.gtf £1=I% gtf. gz EHaH ) ZEIRT S

Map/Align Output ©

BAM v 12.Map/Align Output®@ T ILE VU NLEEDLDEEIRT S

| | u m | n aﬂ For Research Use Only. Not for use in diagnostic procedures. 28



BSSH DRAGEN Single Cell RNA7 7)) D ZE1T (6/8)

Library Kit © Customn . . ~ . . , . . .
o —— 13.Library KitA 5T lllumina Single Cell 3' RNA Library kit | %2 1R

Single Cell RNA Library kit 1 % Tlllumina Single Cell 3' RNA Library kit1Z:#iR 9 45 &. Barcode Position&
B e L SR Single Cell RNA Library kit 2 UMI/BI PositionAEEITA NSNS

Single Cell RNA Library kit 3

0_7+1116+20_25+31_38 . . .
Single Cell RNA Library kit 4

Single Cell RNA Library kit 5
UMI/BI Position ¢ Single Cell RNA Library kit 6

3941

Barcode/UMI Read *®

T 14.Barcode/UMI ReadlZ [Read 1% &R

Barcode/UMI Source ©

FASTQHeader v 15.Barcode/UMI SourcelZ [Barcode/UMI Read] ZZ#R

Barcode Sequence List File

16. lllumina Single Cell 3' RNA PrepD 77 A ILAABEIMIICHWNWN SO R ZEIRDFFE

Select Dataset File(s)

RNA Library Type °

Foward v 17.lllumina Single Cell 3' RNA PrepTl&Forwardz#E R

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures. 29



BSSH DRAGEN Single Cell RNA7 7)) DZE1T (7/8)

LBR(X. A TLavDRENETHAH O BEICIELCTREZENM

= Demultiplexing = Cell Hashing and Feature Counting - Advanced Settings

Genotype-based or genotype-free sample demultiplexing. Cell hashing and feature counting using feature barcode UMI. Expected Number of Cells
Demultiplexing Method

[ Enable Cell Hashing

None v
(] Enable Feature Counting

Sample VCF ° Thresholding Method

Feature Barcode UMI Position 3
Ratio v

Reference VCF © Cell Hashing Reference Inflection

Fixed

DTS ILAIT T

Number of Samples Detect Doublets *Ij Fﬁ 'd_%) Eﬁ{lﬁd)%:ﬂ_\l [j:
Enable doublet detection {fﬁo)zs,r F‘-tsﬁgg‘ﬁ

Detect Doublets Feature Barcode Reference % (Z5'f P39’\0_:) E )

Enable doublet detection

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures. 30



BSSH DRAGEN Single Cell RNA7 7)) D ZE1T (8/8)

= Additional Arguments

B 18.:B/1L7=L’\DRAGENAZ T a5 A H 415 & &, [Additional Arguments |IDF V%
@ Jacknowedoeancag e B RYDRITFIVIEANTALANT B, 12fZL. BSSH7 T TILT R TODRAGENF

arguments with no verificatig

IS without any warranty of a 2|_7°:/3>0)EJJ«FEEEE\[;??*)*L—CL\@L\:t':535%

technical support for use of this input control, and (iv) lllumina has no liability for mv

use of this input control, including without limitation, any loss of data, incorrect req USE AT YOUR OWN RISK. This field allows the user to add any DRAGEN command line
e gay oy argument, which can cause DRAGEN to:

or any costs, liabilities, or damages that result from use of this input control.

» Crash/fail/hang
i : : Py * Run for a very long time
Additional DRAGEN Commandline Arguments for Single Cell RNA © s Oanarala hakBaCG0 oF Invalid Fastls

The app appends this input text to the DRAGEN command line for scRNA (valid characters are
alphanumeric plus ._-"' ). Note that there is no validation of the contents. If you use this field
and the appsession aborts, the output®.log appsession log file may help to understand the
cause of the failure.

BaseSpace Labs T7°>3>§|ﬁ®5¥ﬂ'i MTE%%EE\

| acknowledge and agree that (i) this is a BaseSpace Labs App, (ii) | am using it AS-IS without .
any warranty of any kind, (iii) lllumina has no obligation to provide any technical support for this IIIumlna Pl PSGC] SCRNA | DRAGEN

App, and (iv) lllumina has no liability for my use of this App, including without limitation, any loss
of data, incorrect results, or any costs, liabilities, or damages that result from use of this App.

19. | ARV ~ADRIEIZFzvIZE AN, [Launch Application1Z21)v%

i | | u mMmin aO For Research Use Only. Not for use in diagnostic procedures. 31


https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna-pipseq
https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna-pipseq
https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna-pipseq
https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna-pipseq
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LR—+D#ERTTE (1/3)

illumina Sequence Hub Kazuaki Yamagu... 2

Q Home Runs Biosamples Projects Analyses Apps Demo Data

ERROR : BaseSpace was not able to create ICA storage for your NovaSegX run and analyses data. MORE INFO

. 1. TProjectsI~# &)
Projects
= O ~
2. FEDTODONED) VY
kol B }:{ [;_](> -,‘,“-, X 1 selected 1-250f36 Show 25 v
Name Owner Size Last Updated

 Single-Cell_08JUN2025 Kazuaki Yamaguchi . 2025-06-09 01:02
_ Sigle_Cell_21APR2025 Kazuaki Yamaguchi -- 2025-04-2113:05
 MNluminaDNA-PCRfree-HG001-25B-v13 lllumina Demo Data 5.43TB 2025-01-22 03:35
© NextSeq2000/NovaSeq6000/NovaSegX: lllumina Si lllumina Demo Data 558.47 GB 2025-01-28 05:55

i | | U mMmin a® For Research Use Only. Not for use in diagnostic procedures.
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LiR—kD4%

Analyses

Status ¥

Complete

Complete

ju]]]
-
4

“:;I

Analysis Name

BaseSpace to ICA Data Copy 08/15/2025 15:12

BaseSpace to ICA Data Copy 02/07/2025 12:3

N

2/3

BaseSpace to ICA Data Copy (v1.0.1)

BaseSpace 1o ICA Data Copy (v1.0.1)

(Il 1-100t10 Show 25

Complete

Compiete

Complete

Brain-Nuclei-Mouse Fixed/Unlixed T20/T100 C

HEK-3T3-Human-Mouse-Mixture-T2 DRAGEN

PEMC+Human-T20 DRAGEN Single Cell RNA O

DRAGEN Single Cell RNA {v4.4.2)

DRAGEN Single Cell RNA (v4.4.2)

DRAGEN Single Cell RNA (v4.4.2)

Size Last Modified Comi
558 GB 2025-08-1517:06
558 GB 2025-02-08 03:31
174 GB 2025-01-30 05:31
9GB 2025-01-30 05:49
33 GB 2025-01-30 05:49

Complete
Complete
Complete
Complete

Complete

illumina

hg38-mm38 reference

Brain-Nuciei-Mouse-Unfixed-T100

PBMC-Human-T20

Brain-Nuclei-Mouse-Fixed-T2

HEK-3T3-Human-Mouse-Mixture-

BaseSpace CLI (v1.0.0)

BaseSpace CLI (v1.0.0)

a

BaseSpace CLI (v1.0.0)

BaseSpace CLI (v1.0.0)

BaseSpace CLI (v1.0.0)

For Research Use Only.

3.

Applicationl DRAGEN Single Cell RNA 1M Analysis
Mo, ENENDFEITLAR—r=BEEREE

81GB 2024-12-20 02:28

40 GB 2024-12-19 21:10

10 GB 2024-12-19 12:10

Not for use in diagnostic procedures.
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LiR—bD R E (3/3)

Analysis: Brain-Nuclei-Mouse Fixed/Unfixed T20/T100 DRAGEN Single Cell RNA 01/03/2025 15:54:12

SUMMARY REPORTS INPUTS FILES

>how 1 associated project

illumina DRAGEN Reports

Brain-Nuclei-Mouse-Fixed-T20 3 :
Single-Cell RNA Report ™ DRAGEN

Report

Metric

Created on

2025-01-04 05:44

Run name

Brain-Nuclei-Mouse-Unfixed-T100
Single Celi RNA

Report

Metric

Sinale-Cell RNA Trimmer DRAGEN-FastQC Mapnina

Summary: > FILTEDLR—MMEE
Report: &4 > 7 )L T LMDBarcode Rank Plot, UMAP PlotZ& T %L R—bk

Metric: &9 > 7I)ILC t@%ifﬁﬂlﬁMetrics'Tﬁ#E |

i | | U mMmin a® For Research Use Only. Not for use in diagnostic procedures. 35



Report77 4 LD AR) Y X (G TE

Sample Report

Run name
Single Cell RNA

Sample name
HEK-3T3-Human-Mouse-Mixture-T2

Single-Cell RNA Trimmer

DRAGEN-FastQC

Mapping

Single-Cell RNA Metrics

|, Download CSV

Metric

Total Reads

% Mapped

Reads with Valid Barcodes
Passing Cells

% Reads In Passing Cells
Median Reads per Cel
Median Molecules per Cell
Median Genes per Cel

% Sequencing Saturation

llumina

e

Elllll
v

Value

137 226 523
137,220,045

94.99%

132,823,486

w

< DRAGEN

Created on
2025-01-27 20:50

Sample Reporth XL TFD4IEH D
LiR—hZHEFE R BE

Single-Cell RNA
Trimmer
DRAGEN-FastQC
Mapping

[ ]

[ ]
A

[ ]

[ ]
v

For Research Use Only. Not for use in diagnostic procedures.
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Single-Cell RNA Metrics O #Z &5

Total Reads

% Mapped

Reads with Valid
Barcodes

Passing Cells

% Reads In Passing
Cells

Median Reads per
Cell

Median Molecules
per Cell

Median Genes per
Cell

% Sequencing
Saturation

llumina

FRITICIRA SN — %
SRECIIANT A A bEnfl)—F
EHA

;ﬁ)‘j]f&t}[// \—3— I‘7b\n|.. u&éhﬁ'
) —R# (PIPHEELFIESNT=2D)

Barcode Rank PlotlZE D= #aH
FIEHFESINT-HRE K

21)—FdD>%, Passing CelllZZ(Y
LTonf-EE
FfERRIZEIYETohz— D F
RfE

LR CRIESN-—EBLES FH
(IMI / BIZ & A H#5E) D R{E

SR cTRESh &R FRD
i RAE

U= XEAME =100 x [1 -
(A=—H5F 8/ BU—LH)]

U= RERDREETRT , VT LB TIEEE1 A ~2A)—FEEEMMEDIGEH HELE
f5]: T10T17,00088 1 > T Vb DIBE . 15 ~27")— |~x17ooo%mﬂ’a—1{*700075~31*400075
(170M~340M) ')—KRFE2E D Total ReadsHy SHVHESE

BET70~90% LU EMNEELL, BLMEE X —FDE LS EESORE. DNAAVZIFZED,

E L\ [FE BIF (Total Reads®D70~90%LL L) , ELMEE L. D/N—a—FEEIEE. @/ \—a—F
allowlist®E2Y . @OverrideCyclesRE. #£5,

FERLEFYMIKREKRET H;T2(52,000 cells, T101£10,000 cells, T20(%20,000 cells, T1001%
100,000 cellshf{& , EFR SIS RICKY VD HEEFHITMARED70~90%EE THNITRIFEH
i, MR ORE - E£FR, SAT3—REME, MET LR DT RRIEREICIYVIERE.

EWNMEER (BN >70%., FIEE: 50~70%. {ELY: <50%) . ELMES (X BELRERE. 7Y %
HRBEDEA. RNARBELRBRFEES,

Passing CellsIZHWTH. #EZ) —F /MR EXRSEFRBMNZUVLD O FEEIZFI A, Passing Cellsh
HWEEL BNEEAEYPTU, "EEAKREVGE XD —I IV REELHEERARERE,

SAT)— LM - MIHIE N EE R T IBIE, B — T U REEPTA TS —RARN ST THL,
HRRFEC EDORNAE DEVZHIEKTE, Reads$#1°% Sequencing Saturation&E&Hh & THERT S04
EhHb,

YT INRFTRECE S, TR REI A YUTIVE, HifafE. O — VIV RRE. YU T LA
BEZBRICANER, BiRITEMEEIES1I 3 RETFROEMBEAZRD.

BWNIEFRY FREMNEEITL, FIEFHE)—FHTRY, DRECOESMaHEEREEZEELT,
— I7_/X r_gnﬂ.T.Eo
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#MA T4 )LA) > — Barcode Rank Plot

Barcode Rank Plot
B Ceiis Il Background

ZN—O—FIZEY Y ToON=FHEBEIBICHERTHN-F52
o M NN—a—F (L) ESVEICHERF=-529

10K

Cells

o HitEh: NN\—a—FZLDHFHGBEIOgRT—IL)

FA{E# (Ratio / Inflection / Fixed LWF M TEH) A 5IHhh,
ZDERIH Passing Cells, H1ilAY Low / non-cell barcodes &

# of Molecules

ol
(]
o

llumina

HIESIND,
Transition . b—?:h“%\ﬂlﬁ’éﬂﬁ(knee) MBI > EmERYUTIL,
o W—THEESMN TR (knee) NABEREE — FEMAZOTITVEA. 18
FI“Hf@ZR ALT-mT8eH,

Barcode Rank PlotlE32DITY7IZ4H 155,
Background . Cells: BAYUFCIRERICHIBIEEZZE0D

« Background: {EHD U T/A XAFKEZEZLONDED
L. Transition: BEERE R ERNABO#MRDLLE/ AR

Barcode Rank

For Research Use Only. Not for use in diagnostic procedures. 38



Barcode Rank PlotdKnee D fxiE 1t (1/2)

DRAGEN Single Cell RNA®D Thresholding Method TRatio. Inflection. FixedD 3D H 52 R Al gE

- DRAGENA 2D DRREEH (Te, Tm) Z5tE L. FORZT VA FIRA
o Tm = BAFHEBD10/\—E2A(I)LIZHAHEDHIUED10%
- Te=HFMREHBOPTHREDLGWVREDOAD Y FD50%

o B BIFHERHRICIECT REICTHY M I7FRETESD

« B : TIOAI LR, R¥EDHUTILTREREL THE

c WOV EMDREBBLHEBITL. TR (A—ThNndm) #REEICKTE
« %8 : Barcode Rank@i#2® TEE (knee) | ® IEHiS ] Z2RBHEIT B3 HE
« i : /A XHZNHUTILS, BGHESEBREICERELIKWMGEIZER

o A—Y— HFT SMRMEEBMNICEE

- BAMEX. ZOMBHERDILSICKRESIND

- B EEO/N—a—Fafmiihbhb o iEERETHE A

- Ak EZERTHA UL THIEMNAEELTLS] BEO. BIREZEELEWVES

| | u mMmin a For Research Use Only. Not for use in diagnostic procedures.



Barcode Rank PlotdKnee M &1t (2/2)

—fi&#9(ZBarcode Rank Plot®lknee |E T(F L\ A TransitionTY7 D LEETHUTLS)FUH T LEHE

> {:HEK293 +> CHO#IRaZ: & DIEEMER(X., FEALEDMEAELLI-KES-RNAEFEFDI=6H. hOVrafmh
LRI —TH B, ZTDT=8. Tknee IJLIED/N—a—KRIZRBIZHD VDKL BBREIZ/NYI T IOV RERRITES
ZENZL kneeETECellséEEZTNITR Y TH S,

> ZD/7—AXTIL, TransitionfBiEZ < EH LIV EIXITEALELLY,

— A% #I75 F ;% &L T Barcode Rank Plotdlknee 1Z45EL . ZMDKnee Point CHEE SN/ \—a—F D LVUEH30% %

{IN—O—FZERIET AL HELE

> {5l:PBMC (GRAE M B4%ZEK) Tl )/ Bk VNETRNAE DL EEBR (KB TRNAENZ L) HNRTET S, Bl
knee TEH)5&E. RNAEN DL /BRI ED /A —a—F A Background &3> TRIVEN B ATREE NN B D,

> ZZT.kneehbE5(230%RBEZOHIC/N—O—FREZEHAHET. ERBEAERIZIZHEITHEEDEHRSIEN
ATRE, FHRIC. RS CERY TG ELMBORES - EEFHEIC/N) I3 NKEWN=H, COFELEHT
HD. ZDI30%IL—ILIIZKY ., SooTavbDIcliff | (RSEERS) D1/13~112FBEFETH Cells&EL THH . Transition
PRI D —ERERUE AT RE,
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Barcode Summary Metrics

Barcode Summary Metrics
J,- Download CSV

Mitochondrial

Cell Type Total Reads Total Barcodes Molecules Gene Reads Reads Genes
PASS 107,553,486 3,812 52,719,122 79,449,433 4,465,036 16,232,885
LOW 16,251,777 254,656 8,308,957 11,848,141 701,795 7,033,724

XKTROBRFHET—HITHY, MRDER ORI/ VR TICKTF

F351=H. BFLELUTOSERLARBEVSIDITTIZARLNZEISES
PASS : ThresholdZ##8Z 1=/\—a—K (EfED#EHIE)

Cell Type N—A—F DT LOW : Thresholdski (/1 X OMBI5\RNA. SEMRL f E)

ik e HUTILEHD)—FEZEIRIE, PASSIZZLD—FNEFLTNAIENEFELLNGE
Total Reads &Cell TypelZHn SN =) —F& ET0%LLE).
Total Barcodes ZEEILEST IR ESNf/N—a—FH PASS# = EFRICRRIT R ELLHHATE TV MIIKF,

= HBECLEDA——InFHEET . PASSTEWNMIESAT S SHMENE LY, LOWAEIIZ
- S UAN N . -

Molecules BanTH 54 EBBAL/ A REALES.
Gene Reads e T SR FBEHTICHEY—R, PASSTE LI EMZELL, LOWIZ S MBS FFEMAIRNA

AEAL TS ATREM,

B EALMEANAPTEMEBEDL T FILE R, —REIIZE)—KD10~15%
LTTHBIIEEELLY,

FN\—a—F (#ifa) T, DaED 1 D FIBBIESNTEIEF PASSTEUMEZRT CEMNEFELL, LOWIZZ WSS IFERRNARSK, BE (X1
HEHA. TOHET RN TO/N—3—RIZDOWTEELIZE HI-YBFEEGF(KHELLTEEER~BTALHYFS) .

Mitochondrial Reads Ika KU7ZHZE®D)—F#

Genes

i | | u m | n a® For Research Use Only. Not for use in diagnostic procedures. 41



UMAP Plot

DRAGEN Single Cell RNA7 Z1JMDUMAP Plotld. Barcode

UMAP Plot Rank PlotIZ k5 EE%TE T:E (LN 1= Passing Cells]fZ[1%
10 AAELT. PCA - k-NN - UMAP DR ITHIFHALIEEITL,

MiREOEEFRREOBEREZERIL

UMAP PlotTEB T REXTERSIUb
1. 95R3—1EE
o HNEEDBAES (- T YRTINBH. EfFEH)
o OSREA—DKREE FEEFEFLERDNTUR)
o JSRA—MDIER (GEE=%fFLl. ELV=E4 53

UMAP #2

2. QCHR
10 « INISRE—PHNhRMERERRTEVLA (ShaV R TR
7 FRTHERR
DIREZ—CEDT—EREETFIVY
15 -9 -8 -4 -2 0 2 4 6 8
oo s : 3. E\FHER

UMAP #1

EEA DR R X0 T LS IS L TLNS A
R -HORENRZTOGOD

| | u I I | | n aﬁ‘ For Research Use Only. Not for use in diagnostic procedures. 42



Trimmer Report

illumina

Trimmed Reads

- Download CSV

Metric Value Description

Input Reads 139,503,582 Total number of input reads to DRAGEN -
Max Read Length 71 Maximum detected input read length

Average Input Read Length 72 Average input read length to DRAGEN, after any adapter trimming by BCLConvert

Masked 436,91 Total number 3' Poly-G bases masked from mapping

Trimmed 139,503,582 Total number of reads trimmed by DRAGEN

Filtered 2,277,059 Total number of reads removed from the input by DRAGEN

Trimmer Metrics

Trimmed value is N/A when trimmer is disabled and O when trimmer is enabled but not applied.

3 Download CSV

Metric Value Description
Fixed-Length 0 Total number of fixed-length trimmed reads
Adapter 0 Total number of adapter trimmed reads

For Research Use Only. Not for use in diagnostic procedures.
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DRAGEN-FastQC Report

Base Quality By Position
ARGV DASES 00 NG 150 TR DAIDoNES Of SOARId Do (T 7a0ges : .
e m:n Base Quality by Position

Maw! Dty TV Sen
2 X3

NS ..

u I I | | n a@ For Research Use Only. Not for use in diagnostic procedures. 44



Mapping Report

Read-Level Metrics

| Download CSV

Matric Valuw

TOLW Inpadt reads 157226523
QC-faled raads 2277083
% QC-falea ThG%
Unrigus 1=ads 7wy

% Unigue WKox

Dascription

Tartal numbet of ot resds

Base-Level Metrics
. Download CSV

[otal numter of reads (aling one or mote guallty checks

Porcontage of reads Taling 0ne O Mone Qually CHeces

Tatal number Uf uricjus resds

Parcentage of reads that ace unigue

Matne

-
Torsl Danes
Mogped R
% Mapped R1
¥ QIR

-

Vaan

BS54 M

BEIISEM

PE-0ON

Descrigtion

TOTE! numder of Nt Lssss

Fotal numter of mapped tatey

oo RY

Porcentage of BT bases mappest

Putcentage of B Dasss with v quality scove >= I8

Deduplication

Perpanl

I Unique Resd: [ Dupbcate Beads

1
Samphe Index

Read MAPQSs

100
]
L]

B

Parcem

i

L]

; — R
1

illumina

Sarmghe Indes

For Research Use Only. Not for use in diagnostic procedures.
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HAF—205 ™o a—K (1/3)

illumina Sequence Hub Kazuaki Yamagu...

o

Q Home Runs Biosamples Projects Analyses Apps Demo Data n

ERROR : BaseSpace was not able to create ICA storage for your NovaSegX run and analyses data. MORE INFO

, 1. TProjects |~ &}
Projects
+ > > . 73 A o} o~
2. HBREAOVAO—FLEWERZSLTODIINEIIYY
kol D H @ -,‘,’,-, X 1 selected 1-250f36 Show 25 v
Name Owner Size Last Updated
 Single-Cell_08JUN2025 Kazuaki Yamaguchi -- 2025-06-09 01:02
_ Sigle_Cell_21APR2025 Kazuaki Yamaguchi -- 2025-04-2113:05
) lluminaDNA-PCRfree-HG001-25B-v13 lllumina Demo Data 5.43TB 2025-01-22 03:35
© NextSeq2000/NovaSeq6000/NovaSegX: lllumina Si lllumina Demo Data 558.47 GB 2025-01-28 05:55

i | | U mMmin a® For Research Use Only. Not for use in diagnostic procedures.
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HATF—A205 ™o a—-K (2/3)

NextSeq2000/NovaSeq6000/NovaSeqgX: lllumina Single Cell 3' RNA Prep (PBMC, Brain Nuclei, HEK/3T3)

SUMMARY BIOSAMPLES SAMPLES FASTQS

OTHER DATASETS

1 | 3. TOTHER DATASETS1%%)v%

ERLT- Project [C&FENDT—4 (Dataset) M) A7y TENS
4. Application+Analysis-Updated (B ) Z#

=X

ILDD. A A—KLT=L) DataSet #F v

Datasot

LiR—kT7AIL

Dataset Name Application Analysis ¥ Z Updated
HEK-3T3-Human-Mouse-Mixtur DRAGEN Single Cell RNA (v4.4.2) HEK-3T3-Human-Mouse-Mixture- 9 GB 2025-01-28
reports DRAGEN Single Cell RNA (v4.4.2) HEK-3T3-Human-Mouse-Mixture- 5 MB 2025-01-28
FTRTOHLTILD BioSample & HhY DL f=Dateset

> ZEYUTILDITRTOHAT7AIVEE

5. TFilelZ7A4a>&59')vy9

6. Download > Dataset EHEA T, FIvIE ANT=T7MILEFZFTLEHTAHoO—K

llumina
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HATF—2DF Y O0—K (3/3)

NextSeq2000/NovaSeq6000/NovaSeqgX: lllumina Single Cell 3' RNA Prep (PBMC, Brain Nuclei, HEK/3T3)

SUMMARY BIOSAMPLES SAMPLES FASTQS OTHER DATASETS

g 0O E =
Dataset Name Application Analysis ¥ Size Updated
HEK-3T3-Human-Mouse-Mixturn DRAGEN Single Cell RNA (v4.4.2) HEK-3T3-Human-Mouse-Mixture- 9 GB 2025-01-28
/
/
! hgle Cell RNA (v4.4.2) HEK-3T3-Human-Mouse-Mixture- 5 MB 2025-01-28
[5] HEK-3T3-Human-Mouse-Mixture-T2.scRNA.features.tsv.gz gz 684.85 KB
[} HEK-3T3-Human-Mouse-Mixture-T2.scRNA filtered.barcodes.tsv.gz gz 22.52 KB
A
> Dataset Z0') v 79 5EL. BFENDT7AILD
[ HEK-3T3-Human-Mouse-Mixture-T2.scRNA filtered.features.tsv.gz gz 684.85 KB Ee — L,
BEZxRTAIEE
[ HEK-3T3-Human-Mouse-Mixture-T2.scRNA filtered.matrix.mtx.gz gz 37.61 MB
» T7ANRED)IITHIET ERNDI7AIL
N ~ _ ~ ,L\b
[Z] HEK-3T3-Human-Mouse-Mixture-T2.scRNA.genes.tsv.gz gz 684.85 KB 0)9 I'j/ H I\:E’E-r AE
[E] HEK-3T3-Human-Mouse-Mixture-T2.scRNA.matrix.mtx.gz gz 56.04 MB

i | | U mMmin aO For Research Use Only. Not for use in diagnostic procedures. 48



DT IEIIVEBITTHEASNEN) VIR T7AIL (1/2)

DRAGEN Single Cell RNA7 U TIX, 2T LB TEELLGDH TNV IRT7AIL:
& NHAENhD

» <prefix>.scRNA.matrix.mtx.gz

RAIN—RT )Y AR TORMIALERTFRT D 1=—%Molecular Identifierdh o+
» <prefix>.scRNA.barcodes.tsv.gz

IR IR DEMBOEZILN—O—KRL—F VR, TRTOEIILN—O—FFED
» <prefix>.scRNA .features.tsv.gz

Tr)YIRAADEELRFE LV I —Fv—DELFHR.ID. BELB T —Fv—3247T

(R{EZE AL CHla = PASSHIRE LLOWIEHIR/ N\—a—FIZ R T DT—43) :

> <prefix>.scRNA filtered.matrix.mtx.gz

AIN—RATZN) I AR THEPASSHIRRIEZF AT D1 =—Molecular Identifierd 7ok
» <prefix>.scRNA filtered.barcodes.tsv.gz

IR YO AL DEPASSHIlED )L /NA—a—Fo—45 2R
» <prefix>.scRNA filtered.features.tsv.gz

IRV IRADEEBIEFE LIV T —Fv—DEIEFHA. ID. T4—F¥—34 7 (<prefix>.scRNA features.tsv.gz& @] —)

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.



UG WEILERTHAEINETRIVIRT7AIL (2/2)

matrix.mtx.gz. barcodes.tsv.gz. features.tsv.gzM3DNDT 71 )L E A& T, Partek Flowx>Seurat& L o1==R
FRATICAL Ty 5T ETHY MG AR A T E

matrix.mtx.gz b i=ho > b T —~4%barcodes.tsv.gz&features.tsv.gz Tt in 3 M LB IEZFIZIVEL I L., BIEF
FRRB T O LM AIRE

barcodeSummary 27 1 JL (<prefix>.scRNA.barcodeSummary.txt) [Z[&. PASSHE L ULOWIEHED L) AL E, &
N—a—FIZ T B)—F. FF. . BERZTFOHENEEND

T ILEILRNAAR) O X T74 )L ( <prefix>.scRNA_metrics.csv) [Z[&, U—K/N\—a—F FSU R TRET—F v —,
AT HMEBIZETHENAN)YINEEND, £f-. PASSHIEOMFUHLIZERSN-BEELED

HAT7AILDFEMAEERBIZDNNTIE T 1IZEEEL
* PIPseqE—F D15 & (L. DRAGENLIR—F M SEMDHEAT7AILERIDEREINBIGENH S

TDDARN) YO X-QCITF7AIL

ARV ORIT7ALIL QCo71IL

» <prefix>.scRNA.barcodeSummary.tsv » <prefix>.scRNA.fastqc_metrics.csv
» <prefix>.scRNA.barcodeCounts.txt » <prefix>.scRNA.mapping_metrics.csv
» <prefix>.scRNA.metrics.csv > <prefix>.scRNA.trimmer_metrics.csv

| | U mMmin a For Research Use Only. Not for use in diagnostic procedures.


https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna
https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna
https://help.dragen.illumina.com/product-guides/dragen-v4.4/dragen-single-cell-pipeline/dragen-scrna
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Partek Flow (1/6)
BT AT AUESITATENAFT A TARTAIRY—)L

R =T ERRERILFAZIIR
[CR9 AERRIESh == R

> J574hI 1——{KEx
> EREZ—FTHA[REE

> d—I)LRRAVF —FO#ET o

UTLHHHUHTTNIT IR
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Partek Flow (2/6)
AENLETI)r—a Y R— b g AT-BE—D TSI+ — LA

FTI)r—ay HRETAEHT
J—54t—>3> RPKM., TMM. scTransform. ScranTa>mR\)a1— 3>,
ER—12 G TF-IDFIEFRIEZE
RITHIR PCA. t-SNE. UMAP. SVD
INYFHRDBRE —REERETIL. Harmony, Seurat3f& 5
Partekn DSRR) Y KEWHE, T5IR—X BERHITAZIT o
Flow" ==
DESeq2. GSA. /\—FJLET /L, LIMMARL VR,
LIMMA-voom. &M ZIEEF, R7 VU EIR. —TEE
FIAEREWR DEDHT . /2 INT AR 3 #T (Kruskal-Wallistg
EBLUDUNNETE) . YTILF DR E D . ZEFHEL
etablie PHT. B LV alt-splicing D B 547
Z0H EFRBET (DT A4vV—EIREaVI X ER) . AR
W\ AAT—h—EtE., ECb#RET
i | | U min a® For Research Use Only. Not for use in diagnostic procedures. 53

*CRISPR: Clustered Regularly Interspaced Short Palindromic Repeats, RPKM: Reads Per Kilobase of exon per Million mapped reads, TMM: Trimmed Mean of M values, TF-IDF: Term Frequency—Inverse Document Frequency,
t-SNE: t-distributed Stochastic Neighbor Embedding, SVD: Singular Value Decomposition, GSA: Gene Set Analysis, LIMMA: Linear Models for Microarray data



Partek Flow (3/6)
DO WD EMLERBNET — RRNTSVTAREY—IIVEFRLIZAAR

x

- QA/QC*: SEABIIE Y ILF T Ly &R S Sk
MmOt R P
T Filter: F—3WD /A XEREL, T2 ERE [ S =
BEf = O e
F—2RREARIE : RITHIR . E RS 54T (PCA). © -
‘ B UMAP. &&Ut-SNE =0 e
INMAT—h—E B TTTR—ADIFTRBY T & =-om o
1;}, NAFI—h—ZRW MR TDREE ;w = e
B LR R DY L —T BEURAB B DI oo,

[T HFEIES =M

HIH
HIH
HZIH

H A2 BYEIR . GSEA. GO. BLU /SR T/ T
s F A NMEFT

%R AGEN 2ELEEEERT 288 DRAGENERALT

mEEE(QA/QC)ETAILA) VT HEE

« ?08
X
g b o

*QA: Quality Assurance

[ ] . .
| | | umin a® For Research Use Only. Not for use in diagnostic procedures. GSEA: Gene Set @g?gn;:gtg:g%zi 54



Partek Flow (4/6)
faR D AR

scQAQC plot

N
PCA, UMAP, t-SNE, and biomarkers table

J

)
Dot plot, volcano plot, heat map, and bubble map

J
Pie chart and bar chart

~
GSEA, GO bar graph, and KEGG pathway map

y,

illumina
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Partek Flow (5/6)
557 DR - 58 5E

HRMRADIA—< Vb T

IHRKR—k

EHE . FAQ. - it
REasvh, £& [ :
U R—bEEE -

‘. - ' 54705 WIZEHA
- i pa I — FNEo VI REEE

L i
AN — R
ERNSEIRT 4 [

= = | TRYNREDF T ay

= Bhweett v Clooaly oof hpes eang 88 sakame nh) «

[ )
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Partek Flow (6/6)
DT IV EERT 7 O—16

1 QA/QC 2 RITHIR 4 INAT) A R
BIEFI1ILE2)5 IGSRR T 5348 BIBFI)YF A MR

IEFIE

.' j
: Filter counts ) Filter features : Normalize G Step 1-PCA Graph-based Compute :
Single cell Filtered cells Filtered counts counts Normalized clustering Graph-based biomarkers Biomarkers
counts counts clusters
Single cell UMAP
Sals UMAP 9
Step 2 - . Filter fist ; Gene set
Differential Cytotoxic cells Filtered feature enrichment Pathway

E analysis vs T-cells list enrichment

Hierarchical
@]/ SR A A - GO L RIRAdd-onS £V R B EELYET e et
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Y—bN—T4&=) Iz 7 EERAL-=REGM

1. Seurat EDE Y
DRAGEN Single Cell RNA7 Z'1) M H /1ldmatrix.mtx.gz, barcodes.tsv.gz, features.tsv.gz 2= (D Feature-

barcode Matrix
« ZhlE 10x Genomics Cell Ranger ERILHF T (MTX + TSV) %MD T. IREELKW] — KEEEICREN O] 0)

TEDFFHAIAAFI R 6E

2. EDfth
« BSSHLEIZHATET —HEFRALI-FRITRANEHE

DRAGEN Single Cell RNA Example Data Set
llluming, Inc. You can view sample data sets and

Bookmark this apg

XBSSHAD & HFE. TV EAWEITEY,

SeuratZz 5L —K/N—T &Y TRz 7 Zlumina®D Y R—bk &R 54 THY.
FERLUVEHTOREWLWEDLEADXIGIERIETEEE A
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https://ilmn-sso.basespace.illumina.com/s/DHGWTyDYdh2V
https://ilmn-sso.basespace.illumina.com/s/DHGWTyDYdh2V
https://ilmn-sso.basespace.illumina.com/s/DHGWTyDYdh2V

Learn More: KHC#BTL1I=& ¥ )4

lHlumina Single Cell 3’

5
|

Partek Flow T3

reivn & Come ) mm O Come
lllumina® DRAGEN"™ Secondary Analysis et W e e e e

e 8 g e of code of Sao i g MLTNSC N e o advanced P Soreity F e sbgreent
ety artywa. PaOwee GTovhies & e e TEgE st BN sl RTRGON o1 8 Mg phattore
Pries The v oF 8 ENIaT OF CAAI whan fmedied el the Coneesseer @ (f debiog st he

‘.
! )
el a  a¥

RNA Prep

v DRAGEY Dynamw Resd Anelynn be GENorecy) s ontery iefpms et Sevesiad o phdwie
L Lot ol -~ - WG WS (et Darwrgnen Seguencog) Qou for & senge of "o s
IR CCROG PETOCW ST T IR e Te e hates TRALEN sty anetpen
Pocenars NEA B et aradten ety dnety v N Owe IGITE Ther svedaie O Tete @ b NNy
e e ] et My Pl prathes ahe of M 6T A0 et 1 Peve e ™ (4are yon S0 B Gooumastetins b Row 16 vin GA6 SRS 0 WPSVON
T GO Sate - -

R LOMDUS i Lk s

Prodat Negrhagivs

Aot wwe (et

o Pagerorre wleence Yesane d Mg o dree uiormmdersed scooul ey Fares Pow
- -

TRAINING PACKET lllumina DRAGEN Secondary Analysis Partek Flow
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https://support.illumina.com/content/dam/illumina-support/courses/illumina-single-cell-3-rna-prep-training-packet/illumina-single-cell-3-rna-prep-training-packet-200065159-00.pdf
https://help.dragen.illumina.com/
https://help.dragen.illumina.com/
https://help.partek.illumina.com/
https://help.partek.illumina.com/

Thank you

Kazuaki Yamaguchi
jp.illumina.com | techsupport@illumina.com
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https://jp.illumina.com/events/webinar/2025/webinar-250424.html

EEREF(FELHBR) NDOEFEECE

i

LS3-Y) ELEBmRDEDS It RNA-seq Eifi

9 IvEIVRNA fRIFODREEE %
29 5 PlPseq VDESH

The innovation of PIPseq V: breaking barriers in single-cell RNA analysis

L2 L)L RNAFRHT 0D [ B
DOT: 10.18958/7721-00036-0001916-00 E%E&j—é PI Pseq V@E*ﬁ
WOFR, ¢ X, Robert Meltzer

[ : .
Kazuaki Yamaguchi’ /Kenta Naka' /Robert Meltzer®? : A W 3 +HU&4 Y /llumina, Inc? %E%On I Ine. $i*i

RELLLFRASATVS > 7 2IVANA-SeqHMICiE, ERBKEOSHMLMERAPHEERIX b
NEHE, AL TORI-VERBTIAHEORME, HRMEOFHRE ENRENF HY), BHREHT
BREE & & - T3, lllumina Single Cell 3’ RNA Prepld, ChoDBBEERRLA [Z27E2ALR
TUWI T IEIVRNA-SeqHEM| TH3. Do TNTHRMOEVWT—2770—104&Y), £H)BLD
FHRETEMEEL 2 J ItV RNA-seqHMDFIBH E0IBEICT 5. AR CHERBHEIINTTH 3 PIPseqic 2
WTHBL, Z0O%, PlPseqV TERINAUERA, BICERMEDOE LICOWTRA S,

F—0—F JUT7ILEIVRNA-Seq, PIPseq, FOwvFULw b, Illumina Single Cell 3° RNA Prep

i | | U mMmin a® For Research Use Only. Not for use in diagnostic procedures.


https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600
https://www.yodosha.co.jp/jikkenigaku/articles/index.html?ci=191600

PIPseq V7 EAMN)—DERRT 5
DFHOT2UT FiEDH RS
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DFAVTAT DEKREE

lllumina Single Cell 3' RNA PrepdD 547351 —IZHVTI&, Read ™ s & = e b
11ZIF B HIF (PIP) HEDRIL/A—a—FEFH| £31E E D Binning _ems

Read 2[2lE. FrTF¥r—ENTF=-mRNAMSIER - — U REN Tz wm o ———————
CDNAbiﬁihéo é%': &l., M3
THEET 3505 LTINS ENTEY ., D FHIUMIF| ; ' —
AEn3 _ sae.

Intrinsic Molecular Identifier (IMl) :55 A2 )LDELSVRV)Th—LIBIEEZDE DS LETFIEIZEKY., 1DDF+T
Fr—RFhHix K TI5FEEE (=(2 Sovcle- ) 1) DRLGHUIME A E R ESND, B R IET /L LD ELGLZTVEV T HMEZFD
=6 CNoDYIRAMEREBELEICR— 2 FHED—FEHEL. 7 FHAVUMIFIATES,

~HERDUMIICIRFE S | EFEGR D FHVUNERIBEICT B~

PCREMDIUE LG FLICE>TERMSN, O— T VAT — Ao RESN - LEFREZEIC. 7 FZ—EIC
AL TAOUNT D

UMIEIFZELY . IMIESEERHZFFE AL =6 . NET (Intrinsic) &5
B F A B TEHREREITHEEDMRNAD FEHB AT D=6 REDHNE2T (UMD EFERETICERELIIUINER
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DFAIUTAVT DEERGR

Pe1 Cell Barcode Bl  Poly-A cDNA TSO

Binning Index (BI) [X3i&EEDEFHITHY). lllumina Single Cell

3' RNA Prep (PIPseq V) IZE W T, B—®IL/N\A—a—FATHvT M

az—v_éhf:ﬁj\%€64ﬁbj@_&7‘/{_7—_4:/3?/(bin)‘:ﬁj\iﬁﬁj—éf: L R . S
o BEIN—O—FXEEFIEIT)—FIZ64TEFEDDLINIZEYHT o M3

S, FbINKNTRI—IMIZH D) —FIZPCREEFLLTHIESN S,

BIn i X64FEEEDbinN DT F LYo T FdsnbEREL.
Coupon CollectorET JLEZRAWLNTI=Z—bin#EIMIBIMNLSED
DFHEHERNIZHETET Do

o CORHMAITEY . PCREECLH A IL/AXZERBL. FICH FHADLGENEGRFTELRELEZSFHIUAEE,

IMI &
-—

BICHOFHNDLEWNEETEH, A=—IbiniZzFI AT A ETHEERMIC
HELEDFHERMNAEEELY . OV LI EBRIZBTAEEREZR LIES,
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PEEEZEDUMIENUMiInaMERALE=HLLVA K

YV V V VY

S LB, BRRECFOEFEESTHTIE. BLS 9 FICRI—UMINMBA TS HUMIEZE
(Collision) A F 4

UMIEEZ SR DFS2 )y F 5 ER 7 HiPoly-A tailIZAEEBI IZEE S L 09K HEENEDLT T4 AV MIREY (Poly-
TINATR) DKL S

A BRICIETS—RTIEHIBL G BT TSIV BRIGEZE>TRUMIZIRE T M, BRv—U R %
REDIARI MRS

MIERYZET R RBALE (IMD ZF AL TR FZHAN T 570, ATHMSUF LEREMNIZIFTHEE
SHIZ3EEDBInning Index (B [Z&XY640ElESh . FEEM Y FRAFEEIF L
NE BT AL EBLIZE R BT 518, Poly-T/N\AM T A FEAELALY

DRAGEN Single Cell RNA7 7 Tl&, 2 =—BIEEIMID b o HE E SN 548 IE 1% %8 (IMIs per molecule,
IPM)Z AT, 159 FH=YDE FExshEEMHIE

— KYIEEHELG D FHO U hERR

| | umi N a For Research Use Only. Not for use in diagnostic procedures.



DFADTAT DEREE
215

MERB1.3I5ZRAN =D FhIUNETRT

Barcode

Gene

IMI

Reads

Raw

Unique

CCACCTCT
TATTGG
AAGCTC
AATGTATG

CD14

ACC

| 140,633,101

ATA

| 140,633,107

AGT

140,631,790

140,632,057

140,632,995

140,631,790

140,633,098

140,633,101

| 140,633,108

140,633,109

140,633,455

140,632,099

140,632,125

140,632,128

140,632,675

| 140,633,106

GTC

140,632,098

GCC

140,632,057

140,632,126

Ml =]lml=m]lRr]l=e]=]=]=

llumina

e ) g L

Bin 1 Bin 2 Bin 3

(ACC) (ATA)

1 2 1
o\ ] | ] | : J
IMIs Bin 4 Bin 5 Bin 6 Sum Divide
|:> {1c7) [:>| 19 ||:>

S N ) I

Bin 7 Bin 8 Bin 9

kCAAﬂ kCGﬂl FCCG]

R T I

Bin 10 Bin 11 Bin 12

(GGA) m (GCC)

HETOEX:

1.

Cell Barcode & GeneZ &IZY—FZEF IIL—T: &)—FIFFET .
EDHRBEN (Cell Barcode) &, EDEEFIZIVETENT-
M (Gene ID) THEEIND

64:EY DBIIZ k%Y T4 E|: & Barcode + Gene ¥ JL—TAT.
J—RIZ% 3tEEDBIERF [2&Y . 64FEEHDbIND LNF AN IZE|Y L
Tohd, RLbinADY—FIX, RS FHEETHAAEEMENEL
ERESND

F—IMIDcollapse (PCREMIRE) : Kbin T, F—DZEHD
)—FRIE. A—EABEROPCREJERGL ADIUNIFELEDD,
IMIZS AT 5" —W R FRIR AL E (7 / LEERR) [TE DL
TEESND,

A=—45%binDFEEH : & Barcode + Gene DA EHE T.
PIKEBIDD)—F A FEET BBIDEH=1=—2binixE KD 5,
ZDAZ—HbinMlT. EON FHROERMFETEELLTHASL
SR

A=—JIMIBDAEEFHEEE  collapseFHD T R TDHbinhd
——HEIMIEZHETL. FDBarcode + GenelZH 1T B#IMIEE R
H5

FHERBIPM)ZHEALTHFHEHTE: T2V 2K THTE
Shf= IMIs per molecule (IPM) ZFULNT, #EDFE (= £IMI
B/ IPM) ZK5, f=F-L. 2=—UBIFA10LL TDIHFE (XFHIE
1THd . L=——IBIBAREZDFE#HETH, A=—UBIEHA11LL
E DIBE O HIPMAEIEZEE A

EDOFTIE, IPM =1.35

19BN I=—5%IMl = 1.35 = 149 F LHETE
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HIERBOHEETOAER

1.

2,

3.

4,

5

A EaE—D R HORTE: E— D9 FIE. SEIDEIES A ZILhIT1~15EDOE B bEhf-aE—& £ KT 5, SO AT
E—DnfmlET—2tyrMIKEL. Yo TINAATOL— IO RFEEICLH>TELDS, HIEZRME. COMFIEaE—D
DEH (o TILTEDEHIMIB) ELTHESNS

A=—9BIESFHOBERZR: RILREDFNLEBRINETRTOIMIZRILBIZEET B, LE=A>T  BHED/NA—a—FREEE
FOHAEHLERATEEINDZA=—ILBIOHIE. ZOHRAEHLEDHSFHIZE>TRES, BIOKIIHFHDOHETEIZSLY
TEELREIZELD

H—RINERIB (CCP)ZFRALEETIVIE : A =—V4BIOEEN FHOBIZRIE., 7—RUUNERIRE (CCP) ELTETILIL
TE5,CCPIX. BTN TA—I4BIZ BRI =D EL D FHREEENICHTET S5, COETILVEERIC, HIEZRHEH#
Ed 5

IMIBIDS 2 FHT=YDIMIE(IPM) DHETE : H EZRMEHTET B0, 2=—IBIEHA5~32MBarcode + GeneZiHH L.
CCPTHifF SN A FH (A =—UBIRIZX T HHARHE) TIMIFREZEI-1-EZE . T DA EHE D IMI per molecule’” &EH7%:
L. FDFEHEHUTILDOIPMET S

HERDHAODUFDEHE #HTEL-IPMZEIZ, &Barcodebt BT F DA EDOEIZHITANFAIUNEWHEIE., IMIEZEIPMT
Y, ZOH/REFVVIETTHERD D FHhOULERDS

HEDBEHAEEHLLT. HEIZI=——V%EBINOEULD/NN—O—FEERFDOHEAEHLEISERAINS, CNODOHEAED
FIZOWTIL, #EELEIPMZERALTHEZITLD., RYEEGS FHhVURERE,

A=—YEBINMOREDHZE X MEZERET . WVVMIZDFFLI=—VLGBIDOHKIZF LGS, 2FY . DHO D FDIS5
B IMIBDESDENKELGEDO. FMEZTHY . BIBERFHIUMLTHEAT %,

llumina



HEXEUMI vs lllumina PIPseq V& 2 X b)) — B G LR

HH HEEUMI lllumina (PIPseq V&S AKMJ—)
Bk S5 LUMI (5 EE) IMI = 53 LYIBRGLE (REHE)
By ) Bl =315& (64E V) DEE VIZIMIZHECL .

Bl— D FHIXREHEENSIMIZEEDS
PCREDZF LT HIEIZEKYIMIZ & R,

PCREMD Y& PCRAIZUMIZ{TIOL ., OE—% B PORAF 15 LS H
3R (collision) ERE-SRETREEOT MERIRLEN—RA+64 EET

ENEEDFE TR EH TEL

Poly-T/\ 7 RIZ&KYUMIDBLFI £ kA

BRIMTR  HR&haIET. S FHAIOMENET EiR A7 2B
TS—TEME NSV M TEBUMIES S LB M

IPMZH#EL D FHEFHIE
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I IJ IS RETOBSSHANFASTQ7Zy7A—K (1/3)

illumina Sequence Hub Kazuaki Yamagu... 2.

Q Home Runs Biosamples Projects Analyses Apps Demo Data

Single-Cell_08JUN2025

SUMMARY BIOSAMPLES SAMPLES FASTQS OTHER DATASETS

(@ = @ © [1 #EELEPROJECTESYvHL. FILEZ 43> > [Upload) > [Files | &R

File
Edit > Size Last Updated Collaborators
Copy > uchi -- 2025-06-08 23:12
Download >
Upload >
Archive > Files
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kv kLykss

01. Choose File Type

THBSSHADFASTQ7yFO—~K (2/3)

02. Select and Review

2. 7vIO—F3B3T74ILDFELEEER, CZTIXTFASTQIZFEIR

© FASTQ

) VCF
Manifest

Other

llumina

BROWSE FILES

............................................

............................................

Additional upload guidance

..............................

(R1) (R2)

16 files and 250 GB maximum upload

ST \

Read1 Read2

\FASTQ FASTQ !

Total to Upload:

0 compieted | 3= P YTA—RTBFASTQU7 IV ERSYT & Oy
KAEIT1YUTILOT—E2LH, TyTA—FTELGL
XK RTFIVEDT—EDIGEE RIER2BADI7MIVE
FovJ &bkAvTY S
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V7T T ERTOHOBSSHANDFASTQ7 vy 7 HA—F (3/3)

02. Select and Review
4. 7yIO—KREBEIZSETLENER

Sample1_S1_L001_R1_001.fastq.gz 1.01GB

Sample1_S1_L001_R2_001.fastq.gz 120GB VvV
Total to Upload:
2 Completed -.- 2.21GB

5. [COMPLETE UPLOADZ%')wo L.
FYIAO—FEETEES

74V Ao BEIRIZ BSSHET®

H> 7 )L4 (BioSample® ) @ £
X ZDHITIE "Sample1”

03. Complete Upload

Save upload to: savel: @) BlosaMPLE

SELECT BIOSAMPLE EARWIZEBEEFTE

Library Name

EETEREATRE (ER/RZIRODEFETH),
Library name, Library prep kit®D1&R1&
AR T—RTHY. FBITICITFEZELGL

Library Prep Kit

SELECT

[ COMPLETE UPLOAD ]
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ST VEIVERTHAShS DOV
RE)YORITF7AIL

« <prefix>.scRNA.matrix.mtx.gz

» <prefix>.scRNA.barcodes.tsv.gz

« <prefix>.scRNA .features.tsv.gz

illumina




<prefix>.scRNA.matrix.mtx.gz& (&

7 ILEILRNA-seqT—RIZHIT5H NEEF X #RIODIVRTRIVOR(1TH) #REFEIT 57711
« BFHRE(N—a—FZ &) T .REBEFIMDFHOUREINE=-DERT
o IMI/BIZEDEPCREERELHIEZITO-RDI HDFHINEHIND

- X [ESparse Matrix (BR{TH: O DIZEAENREOTHAHITH) - RELTWVEWN O ENEON) EEFHAKRE
BOT.0LUNDEREZGTZETEE-JNEB- NI IOETRETS

> TILAIZKILTHEGRFXDAD UL = 01 6fA[E RSN, EEDOFEFTOEIZIE. COTR)YIRITEELEF
M X HBRBOIILYAXIZERSIN., FOOHHLAEERIZIEBOOND

o ZDOTKM)YIRADITIEELET (features.tsv.gz Exfit) . FlIEtz/L/\—a—k (barcodes.tsv.gz ExTIG) 975

1178 : A —
21 TE LI : fTR GEEFE) . 518 (Cell ) . O —H
ZTD%.:TITES HNES HhOoo O (EERK)

Fil: 113 (XHEEF1H . HlE1 T, 9FHOUR3IELSER
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<prefix>.scRNA.barcodes.tsv.gz& (&

BEEIWE—BRIZHANT H=6HD TRILN—a—F] ZMLEET77M41L

- <prefix>.scRNA.matrix. mtx.gzDSNEFE L xtis — [COFIEEDHBEDT—2h ] ZRET S

« HIMDODEIL IN—a—F) [TXE

« <prefix>.scRNA.matrix.mtx.gzM 3| &= = <prefix>.scRNA.barcodes.tsv.gzD1TES

- PIPseqTIldRead 1D EBERAICIL/A—a— FHAEHIAEFNTE Y. DRAGEN Single Cell RNAT7 7'1) iR Y
RIIEE ERBERZITL. EEMTGAREE (tiered) NG H/N—a— KX (161EHE) ICEHBLTHNT S

AAACCCAAGAAACTAG-1 ZTMRMDDEIL (/N\—a3—F) JIZH G
AAACCCACATCCTTGT-1 7B E(E matrix.mtx.gz DFHE S &£—H

AAACCCAGTGACGGGT-1 1 [FBIZE—/\—a—FOEHEREOL TV5r— R AT 5= DIEH
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<prefix>.scRNA.features.tsv.gz& &

<prefix>.scRNA.matrix.mtx.gzD <k )y O X774 )LD 1T (row index) [TTRNIVEEZ5T71IL
o [ZOTIFXEDELRF(HDHNEET)IZHIET Hh IZFEEERLTIND

« F1TIE <prefix>.scRNA.matrix. mtx.gzDITHE S Ext L. <prefix>.scRNA.barcodes.tsv.gz (51&E S ) LA D
BTCHEGF x MY )y I RE#EHT S

« ZDITAINIZHAINDS BIEFID(EB15H]) (X, T—2FETRFICAALE= GTFO7AILVIZEE#E S Tlrbgene_id
MZDFERMEINS

o BEEFUSNZE. LLERHTIZ SNT(Synthetic Nucleotide Tags) 1> HTO (HashTag Oligo) MEEh TL\5155.
ZTNHDEHRL. COT7AIVIZEFEND

%£1%: :BI5F ID(GTFMgene_idZ « —JL K, fl: Ensembl ID)

E25: BIEFRIL(GTFDgene_nameZs—JLE, f§l: TSPAN6, TNMD, CD14, GAPDH 7:&)
FE35: J4—Fr—DIEIE
- ¥ [& "Gene Expression”
- 85 B E{To1=-B AL "Antibody Capture" 4> "CRISPR Guide" 'A%

llumina 78




DRAGEN Single Cell RNA7 )
[ZB8 9 S B EIR
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DRAGEN Single Cell RNAEPIPSeekerlZH1+5
Mapping MetricsMZL>

v4.4. 2D /\—23 0 12HLVTIX . mapping_metrics.csvZ 74 JLIZEE b T S Mapping ratelZ[&. Mapper|Z
EBEIN-ERNITRTEENTWS, DFY. UTOFHEXLTEHSIN TS

Mapped Reads

Mappi te =
PP TAE = Total Input Reads

ZtIZlZ. antisense, ambiguously matching. non-matching readszENEFENTHY .. — R BHEMapping rateH
EEICHIMEEZTRT
:Mapping rateld LA FTDETEXTEHEINS

Unique Exon Matching Reads + Unique Intron Matching Reads + Mitocondrial Reads
Total Input Reads

Mapping rate =
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BSSH DRAGEN Single Cell RNA7 7 CEHT %
)27 R ) L

« lllumina Single Cell 3' RNA Prep® Z R fEHFTARMEFYMMIEENTLVST-8 . DRAGEN Single Cell RNA7 71
v4.4. 20, E TORBATITEE

> BaseSpace Sequence Hub®Basic7 1> h%{E AT &E
o MRALYI7PLURYT /I LEFERLIZWLES. BIRZDRAGEN Reference Builder (H{&) T. Hash Table7A4—< vk
DHREALYIFLOREER T DHELNHD
« BSSH Free Trial 7 A2 MMZT. 3I0BRIDFSA 7 LRI RICHRZ LY ID7L U RZERT S, BHLLIE
Professional 7 ho Uk (FEREH TRV T3 828 ICTHRAL) I7LU REERT S
« DRAGEN Single Cell RNA7 7 D& /N—23VITRIET B/ \wiaT—TILDN—DavhREGHD T, Ak
FEFRELTERRT S

S SirlinC?ll RNA Analysis Set-Up Hash Table Version Reference Builder Version
FI)"—ay
v4.4.2 Run Planning 10 Reference Builder (Instruments) v3.0.0
v4.4.2 Manual App Launch 10 DRAGEN Reference Builder v4.3.6
v4.4.4 Manual App Launch 1 DRAGEN Reference Builder v4.4.4001
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Partek FlowHJ X9) 73> AT 3>

¥ Partek Flowl3Z2# TS5 EAdd-onS 1t RIS
KYBIT AR RBNRELRY T T, TR EEL
LB AEFEh TS, T RIS,

Features Input file format Lab Edition Enterprise
BAM, BCL, CBCL, ho k<R A (CSV., TSV, TXT). FASTA, FASTA.GZ, FASTQ,
RNA-Seq FASTQ.GZ. SAM. SRA
~ I
ChIP-Seq/ATAC-Seq BAM. CBCL. > k<hk JO? A(\g?g/(;I'ZSVSAI&(TéRI;ASTA FASTA.GZ. FASTQ.
BAM. BCF. BCL. CBCL. FASTA. FASTA.GZ. FASTQ. FASTQ.GZ. SAM. SRA.
DNA-Seq VCF. VCF.GZ
Metagenomics CBCL. FASTA. FASTA.GZ. FASTQ. FASTQ.GZ. SRA
Microarray CEL. >J FILEE<R) U X (CSV, TSV, TXT)
Proteomics Olink (TXT) . SomaLogic (ADAT) . Akoya(CSV. TXT)
. . . AT IR (CSV, TSV, TXT) . H5, H5AD, R/8—ZXT ) HUX (MTX) . Seurat4 7
Single cell & spatial analysis x4k~ (RDS. QS). BED. 10x Space Ranger. NanoString CosMx Add on Add on
Pathway analysis Add on Add on
Included data storage 1 TB (lllumina hosted) 1 TB (Illumina hosted)
lllumina hosted
Customer hosted
Registered users One per seat Unlimited

Concurrent users

Based on number of seats
No purchase
(i.e. 1 for a single seat license)

Administrative account No
User data partition No
Project collaboration features No
Task queue control No
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8 )Lt )LER M CTPartek FlowZ{E 9 51548 D&

11— — 1E2H, FAR7I7EXFT05HEE (Lab edition)

Commercial F 22 B Fe{fi#% ¥3,219,200
Academic 2 BR 56 (Ml 4& ¥1,223,296

HH A —Y— 1E2H. AFE7IEXAF A NDIBE (Enterprise edition)

Commercial #2255 {1& ¥4.965,600
Academic # £ R 5 {Mi& ¥1,886,928

X 202651 AR R TOHEIRFEMAE(FIRS)ELYFET,

X _LtE2lELab.”Enterprise editionDEARZ A XIZHA . Single Cell & SpatialDAdd-onS A/ ABEEZEHET
X i ——3 (Lab:— A /Enterprise:#8%k). ZHEH. B 7IERAND=—X (seats), [CKYEEILFET,

X BHA—HY—FREL. AET7IEAD=—IHHHIEE (LFE KT,

X PathwayftT £ &% L9 5154 L Fl&kPathway Add-onD S AV A ERAMNEE N -LET,

30BN SATILAEBYET , Tf=. TEITDODWLWTEE->THEYET,
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Partek FlowlZ LA LI BT TR LN DIEER

Partek FlowTE/AZEMNTEAFEHRD—HIZE LI TIZRT,

HIALSE RS (T DR
sero WL R
T 1 ¢ DSR4
QA/QC Plots Scatter plots
- Read Couts - PCA

- Mitochondrial Counts - t-SNE

- Ribosomal Counts - UMAP

- Detected Features Pie Chart
Violin Plot
Profile Plot

Biomarker Table
Chi-Square Plot
Stacked Violin
Plot

llumina

RE =M
e
AL

3D Scatter Plot
Violin Dot Plot
Heatmap

Bar Chart
Volcano Plot
Bubble Map
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4 REER
AV ApE 262
BEFIV)YFAVNES

KEGG Pathway Map
Gene Set Enrichment
Enrichment Profile



Partek FlowlZ&B 2T L ILETTE LN A5
QA/QC

g

= mETHERERSHIC,
NnEZRS

Wi —F A EIRNLTWBEDIETILF T Ly, #BIFHIZ)—READE0E D (X FEHERE
PEGEHETHAEHANTE, EFOMBET—2ELTIERT 20 F A EMIZHI BT AT §E

Counts Detected features
5025 points § ® Y ® ° 5025 points
¢ -l \
] o e
QA/QC 757 o9 ;
cE® Q<
. 8 Q 8 ®
. HEMLEROQC 8 &) e
— — )+~ [ > = s SN
. AVESHTAITHETHNEERS s
o ©
wn ™

Mitochondrial counts

Lo 5025 points < 5025 points

[«2] ) u ekl ) o ~
c @ ® 0o % °dfy
E O 5 t..*‘ o P 802 040 c
o ° e 8
= - 1)
B3 o8
= g : ' - - : SRS

i ! 7 1T oA .
E 8 b‘ / : * “: : ; ’." » - \AH 7 <)
ol >

o™ : { .
2 IeQ I FIERE o8 T 000 M S
s = 7 _(‘ l‘.‘t;". ; ) "" : S
g - L: ad S P A Ao 4 o~ < = C sl

BRIEI24ILE—
WAV

illumina 86
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Partek FlowlZ &AL T L)L EITTELONDIEER

) — \II :_’
RIHlE HUTILPERD /Y FFHIEFTEANOVAR—R 3 LLIEEmpirical
TR 2 A 7_ BayesN—AND T/\YFMHIEEZRDPCATOVIF1§H L AIRE

PCA (18.75%) No Batch Correction PCA (11.62%) With Batch Correction

Sample name

@ Sampie 1
@ Sample 2

Sample name
@ Sample 1
@ Sample 2

9102 points N—e- 9102 ponts

PCA
PCA7OyrEANNT, YU 7ILED g a
FEEEZERAN . SANEZIREL. /Ny = ]
FHRDOHEZAIHRIE 5 S
PCIEIH)  pey aos PC3 (1.94%) PCL (6.45%)

INYFHHIED

AR & EAER

*ANOVA: Analysis of Variance
87

illumina
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Partek FlowlZ&B 2T L ILETTE LN A5

RITHIBEIS AR RITEHETIE . -SNELUMAPD R EIIES 5 L LR85 1+ 5 KT
4t 5 _ EHETOVREFIRTE, F5IR—REk-meansIZ&BIS5ARY T Dk
p FELERITHELATRE

BRDISRE)T

FFraveTLIURL - o

UMAP +° t-SNE I2& %R T
HIR D #E R &, 2D, 3D+
ETA KX TARIE

t-SNE UMAP HSRBYLY
. HSRAEDERLEERRE . HSRAD RIS EE R HS5IR—2R
. HEHIZESHSIAYLS
EHDOREILEL
K-means
« HOMLHIEELIE=ISRAAMEHH
illumina 88
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— ~ » ~/ ~ 0
Partek FlowlZ&A 2T )L ILER T TIEHELONAEER
ERMAR S EE (1/4) SRR INIBODHISAA—DEBEN S EETEH-D (£
.‘ﬁH ). B ED3IODEEFEELINT. ZOEBE=AH5—< v
CEMEIEE B LA EE (B LK)

t-SNE UMAP
Graph-based Expression
L ALAS2
92
®3
04
®5
@6 ,
o7 '
®3 / [ J
®
57340 points TRAC CCR7
57340 points

RITHIHZRIfRIET B
Graph-based - CT1 t-SNE & UMAP UMAP

' Top features | Cluster 1 ‘ Cluster 2 ‘ Cluster 3 ‘ Cluster 4 - Cluster 5 Cluster 6 Graph-based

‘ 1 TRAC S100A9 NKG7 IGHD C1orf56 PTCRA P
2 LDHB S100A8 ‘ GNLY IGKC ALAS2 TMEM40 0?2
3 \ CD3D LYz KLRD1 CD79A AHSP CLEC1B ' : 2
4 IL7R ‘ VCAN ‘ PRF1 LINC00926 | LRRC75A HRAT92 : 2
5 CD3E S100A12 CST7 VPREB3 HBD GPS o7
6 | CCR7 | CSTA | GZMA | MS4A1 SLC4A1 CMTM5 | @ ’ . ®3
7 \ LTB FCN1 HOPX FCRLA CA1 C190rf33 57340 points
8 GIMAP7 \ CLEC12A | CTsw FCER2 HBM ESAM

illumina 89
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Partek FlowlZ&B 2T L ILETTE LN A5

FERMRE S 58 (2/4)
wmsTomy

illumina

UMAP
1 2 3 4
L]
® LY ’ L
© ¢
& :
v
6 7 8
f‘a 0\' o .
o o ® g
9 10 1 12
- . ¢
g d = 0 Expression &
= d = g PAX5
13 14
L]
® ® TCL1A cD22
25384 points
3728 selected

DS RA—=TEIZ, UMAPEZ T OVREREIL, ZD L TY—h—EEFD
HINEX=AHS—<y I TalfR{Lalge (£ )

ZTO. M2 TDEIGOMISA T LEDEGFREELHE

Proportion

Pie Chart

Profile plot

MS4A1

Violin plot

~ Cell Type

Biomarker table

KT

Cell Type

For Research Use Only. Not for use in diagnostic procedures.

Top features B cells CD4 Tcells CD3Tcelis \ CD34+ ‘
1 TCL1A AQP3 GZMH ‘ CHN2
2 | coz IL7R FGFBP2 | TYMP |
3 PAXS KLRB1 ADGRG1 ‘ AOAH
4 ‘ LINC00S26 | TRAT1 CD3SA | ARHGAP25
5 FCRL1 CcD23 CcCL4 \ GAS7
6 \ MS4A1 TNFRSF25 CDSB | RBM47
& OSBPL10 ANK3 CX3CR1 ‘ S100A9
3 ‘ NIBAN3 INPP4B NKG7 ‘ RBFOX1 ‘
9 BANK1 GZMK TRGC2 \ CPPED1 ‘
10 ‘ CD79A IL32 KLRD1 PLXDC2 |

= L
EEEI He
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Partek Flow|Z&k 5

R 5228 (3/4)

=10 UMAP
’ !
‘\- p-
EEFRIT D51 F ( e -
AIRIEL . FE) R E[E-S |
THREAZER T V\J‘f
Graph-based
Top features | Cluster1 | Cluster2 | Cluster3 | Clusterd | Cluster5-
1 | GZMH | AQP3 MAL | TCLIA TRDC
2 | cosA CD4 | CHRM3AS2 | CD22 | KLRB1
3 | cDsB | GPR183 LEF1 | PAX5 GZMK
4 | TRGC2 | INPP4B CCR7 | LINCO0S26 | ZBTB16
5 ccLs CcD28 FHIT MS4A1 | DUSP2
6 NKG7 | ITGB1 PLCL1 | FCRLT SYTL2
7 CST7 | GATA3 IL6ST NIBANZ | KLRG1
8 | CCL4 | SI00A11 | TRABD2A | OSBPL10 | LINCO1871
9 | FoFBP2 | ATPSB2 ACTN | BANK1 | PLCBM
10 | MAT | RCAN3 | PRKCQAS! | CD79A | TRGC2

illumina

Gene score (B cells)

43257

25324 ports
3718 selected

5 per cell

Select & Filter &

Select
Deselected points @ Dim O Gray O None

Selection mode O Manual @ Criteria

Add criteria ‘ — Select - v @
Criteria

ene score (B cells) —
| 20200 == \ Quum@ 43251 |

-

0 10822

21644

32485 43287

Invert a Pin histogram o

Filter
Y ¥
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T I ILET THELONSIEEHR

B¥EDHIEIATDELFARAITIZEDNT, :L—b“‘—liX%fr —

LTI HET. MleniEE LY IEREICHIBT AT AE

0

-based Clusters

494

7 8 9 10 1 12 13 14

-based Clusters
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Partek FlowlZ &AL 2T LT TE LN AER
IR BB S 5T (4/4)

_

& & ©
.'
<

s

Chi-Square plot
Uk nown 2 s » N1 o ‘. . o] 28 @ @& b=y
1 1
........ ® & a "« & @ «
R . '. .'..
& | 2] - ™ ¢ @
" " & - .. -5'
-".. & te I'4 ... | .

" = ® - = = v ®
“w e = o | & -
- : : =

Chi-Square PlotTIlX., 575X 32—h, EDMEZ AT Z58<
XL TS ME— B THEER T 8E

Stacked Violin PlotTl&. &Cell Typel EDEIEFHIB Dk
Violin Plot CLLEX A] RE

illumina

AAZFERRONAF) o TAYRIE

SEIFLHTOVMNEREFE->TT—4
DINF—2%A[1R1E

Stacked Violin plot

|

|

i

!

-

<

'8

™~ .

o

3

- i
-

B ooy COAT call

ad
F

L CDda- Dendgnsc calls
Coll Type
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Partek FlowlZ&B 2T L ILETTE LN A5

FEEDA[R1E
2 RIE=EREHT D FER%ZVolcano Plot+>
Fioat Map/s LD IOy L CARAL

3D Scatter plot Violin Dot plot

Volcano Plot
« FHI|EEMITLA—LLEEIZTAAUHNEFEE

Heatmap

Cell typ

o FBHBITHRL. RILT—/TaVNEER =g

Heat Map&Bubble Map
o TAIINE—RDEEFI)ADLIER

ell type

Bar chart Volcano plot

i e Bubble map
Dot Plot 2 e Mean (Normalized counts) Variance

Z ‘ o @ O 1150 0 T e
« REZEMITLA-LLERICT AV EFE S [T =

e

-6 0 6
log2(Fold change)

1DDOREBTT—EEEIRT BE.
2THORERTRLCLT—42M
NTAEND

illumina
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Partek FlowlZ &AL 2T LT TE LN AER
Bl FYrEREBRI ) YFANSIT

KEGG BRIV F AV MDHT
« KEGG T—AR—XM;EH

GO gene ontology
¢ GO T—ER—XADEHA

KEGG #ZIgfEMTZERAL.
T—ARADEMZEHIBEREEE

KEGG copyright of Kanehisa Laboratories. Under license from Pathway Solutions Inc.

RBREEBITCHONIEER T AMIE DU -KEGGHGOfEHT

illumina 04
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Partek FlowlZ&k5I 2T ILEILETI THLONDFHR
Z DD LY RIFRIRY — L

Gene set enrichment
BEFEYCIVYFAVRSHT (GSEA)
NARBRAXENTERTF VLD 3
1§Fﬁ .:' 2 . P-value
(;SEA&il{E;'t“JI~ ANOVA ‘. .. Geneiin set -
B4 DBEFTRE EEFEILOERRE AT LT e
s '
& "
®
L)

EERY

\eb f— o*
1E /& 0) IE1I{¥ (\: 0 0.3 0.59 0.89 0 4;}4 3-33 |2|1: tslm 20'23 24‘24 23'23 32’32
ﬁ'{f?“t{ V4 I‘ 0)@% Rich factor Rank in ordered dataset

95

¢ ®
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Partek FlowlZ &AL 2T LT TE LN AER
SR A MR RIRE TR Y — L& 1R

Tropeciory Analyses

SMERREREEICKY
MR D/ 32— 7Rk

Interactions across the cell type pairs

Scaled means Interacton scores

o 0.3 066 1 0

e X ®
)

CellPhone DB (£ &7%:5
24 T DM E /E A%

COAT cells-Denenlic.

illumina

I S A A O B

,,,,,,,,,

4 53 253 3 &

: 3 $ £ 8 8 % 8 83 §

3 s 2 2 ¢ 2 £ 2 ¥ 8

B e EEEEERE

= g £ 3 g
o & = =

Heatmap

® @ cvraEnoo

® @ Focoiexrocod

g ¥

= 3

Heatmap

Pseudobulk PCA (63.98%)
Cell Type
O Lo
. @ COa T coie
| ® COB T onls
‘ D ..
BEICEDNTHEEZEED. i g
> o o o ® Tk
SR /NIVOH T ILEER @
¥ par
7
o
. ®
PC3 (H.4%) ¢ .
PC1 (30.64%)
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