AILSFT )L ILEET AFS
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TOZAIWNT IV r—a3 5 AT T4 R
1ILETH%K St
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[AIVEFITIVEILERAI) —AXADIERN
A EF—I(Z. lllumina Single Cell 3'RNA Prep KitZ#flO TEASNZEFRITD)—XTI,
2RI EGESTHEY . B1RIEVyME. B2EREFSMRESHENLELET,

SEIFV—XDE1EELT, HIBOLE -S4T35)—RAEZFDLIZ, ERDRTYTORST IV a—H
DNTITHNALET . CIZEY ST L BB ZERBISED TO KO DERBEMNGIBZT B FULV 12

YEXR
/ xvhiR:20265E1 A29HE \ FSA#&: 2026451 A 300 £
lllumina Single Cell 3' RNA Prep KitD#ZE (20X T. lllumina Single Cell 3' RNA Prep Kit AR T—42##rY—IL

1 ERBLET. S| THS UV 2R O FIE
B2, EEOSATS—FROFNERTYTEIZSBAL, | OF—20REERHELET . HHH T, ARLDOT LYY
FHBNSTIEZDBRITEICOVTHIRY LIFET, Sy | TEBLTREELYEERT 2100 = REBH TS vk
Lt LEERE MBI BT DRBABASERML/ 9N | Tr—L LTRAL. ST L ILT — R
HETEATNERFET, D—BOFNELATN-EFET,

URL: https://ip.illumina.com/events/webinar/2026/ts-webinar- URL: https://ip.illumina.com/events/webinar/2026/ts-
20260129.html / webinar-20260130.html
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EHRIIIWEBHY A FTIHERZELY,
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/NJLDURNA-Seqér ) L )JLRNA-SeqdD 45

Complex Mixed cell

Informatic cell Gene expression
Slng le Cell tissue suspension clustering profiles
« INLURNAYV =V RETIV—IIHIZBEN R L—D—] « INILORNAL— VAT, U T ILR Dl oEonT-
BRRGIIL—IYDNREBEEHEIN TS EEEFRBFDEAZETE
« SUTIEIRNAS—TORIETTIL—IHSH ] o YUTIVEIRNAS— U RTIE, BRI ZE < O
B2DTL—VERRIHKHITENTES 25 L REDEETFRREHREDRE, (L TAIT1Y

RIZ&HHIAISRB) T T, BIEHHMRAZATEHA
MEEC LISEEFRITTOI7 /L&

https://jhoonline.biomedcentral.com/articles/10.1186/s13045-021-01105-2 & Ytk Z

llumina’
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25 )L ILRNA-SeqD K &5E A

KYHRDGHEELRE,
: TNETNNELLIRET Y —7R RS
Single Cell Input N A Y ERERE

. K

MNAHIRR IHaI7I7—o >

Expression

#
Q)\Q’ NK* iR S AB R
&>

*NK: Natural Killer . * ‘ .

R JEF:
W THDIGHEE R « SATI)—HRAEBELVL—TRADE
BT E S Y IE I IRAR ANV LY EEETHAZENZ L
TNENOHBEOEZELAYEN - JHEIFBHOGE. BERMICHO TAY
IEERZ LR JEEDHELD
o HUTILARBICHIRIZRANC ALY
Bl: BN FILEL =59 Al REH

https://www.mdpi.com/2073-4409/9/5/1293 &£DthZ=
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lllumina Single Cell 3' RNA Prep D=

T7HOEALPTLND—HoO—
s YAVARKTNAROERELGEEZTE
s BTEOAILIFI—H70—|ZFELEE CEEIZ#H ST

BRENIF—TUR

o HDOFETITHIENE#LLMCESS LS/ o/OR
AREEFES TS5 HELEE FTEE

« EEEMEEGFIINTIEVEE

EURTHIRIEDOT LY 21—23Y

« 100~10075#HAaZ A2 AT /E

- ROV T L ERECMETAE

» IRLDIVESHLSE B HBMRETEE

: . For Research Use Only. Not for use in diagnostic procedures. ) .
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RILTYIRIZKBIRILOIAV R

PIP™
(Pre-templated Instant Partitions)

OO DEES T ILETIO—TCH Y TR T

200 cells

2k cells 10k cells
(T2) (T10)

20k cells
(T20)

100k cells
(T100)

1M+ cells*

10051005 #RZE T, SL IR TE

B askzsssAETvbT -G /)vbkIL
RIED RIS EE]

B TILH Y100 FHEDRIGE ., A TRIESN TOFET A 2025F R CEEMRAELTITRELTLEE A,

*CRISPER: clustered regularly interspaced short palindromic repeat

. For Research Use Only. Not for use in diagnostic procedures. ) ,
| | Iu m | na ©2025 lllumina, Inc. All Right reserved.



lllumina Single Cell 3 RNA Prep& G547 v J

20135689 lllumina Single Cell 3' RNA Prep, T2 2,000#ER8/ R & . 84T JLIFvh
20135691 lllumina Single Cell 3' RNA Prep, T10 10,000#1f8/ R It . 84> 7 ILIFvb
20135692 lllumina Single Cell 3' RNA Prep, T20 20,0008/ R >, 4B T ILIFyb
20135693 lllumina Single Cell 3' RNA Prep, T100 100,000fR8/ R It . 2H > T ILIF vk
20132796 lllumina Single Cell Prep Starter Equipment EEMSE EOAEANNE
(FTav)
20132789 lllumina Single Cell Library Prep SAT5)—REHEDH
20132790 lllumina Single Cell 3' RNA Capture, T2 HRaIRIE EcDNAS R ED A
20132791 lllumina Single Cell 3' RNA Capture, T10 HRaIEIE EcDNAS R ED A
20132792 lllumina Single Cell 3' RNA Capture, T20 HRaIEIE EcDNAS R ED A
20132793 lllumina Single Cell 3' RNA Capture, T100 HRaIEIE EcDNAS R ED A
20132794 lllumina Single Cell Supplemental Enrichment and Amplification Kit HWRRALADA Ty
20132795 lllumina Nuclei Isolation Kit lllumina single cell 3' RNA PreplZ&EE#Z% 72 B v+
20132788 lllumina Single Cell Unique Dual (UD) Indexes Y UTIULEDERETILFILYIRIZHERUD Index 96 )L
(96 indexes, 96 samples) JL—k

*cDNA: complementary DNA

, For Research Use Only. Not for use in diagnostic procedures. ) ,
| IU mi na ©2025 lllumina, Inc. All Right reserved.



lllumina Single Cell Prep Starter Equipment® R &Y (—&h)

b ,tlﬁ
5]

&

PIPseq™RILTYIRZIFH—

PIPseqkZ4 /73X

Ny
& 0N

\

Fa1—TRRAER

illumina

For Research Use Only. Not for use in diagnostic procedures.
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FybH A XDEIR

sfES > TIL-
EBREYTI

RIFELLLIL BTV TIL

b )

5l £ D20% LA EF 5

HAHAEEFDEE

llumina’

BEY T FOEYHUTIL

BERYUTIIZETS DB ERIZET S
Bl BN 10%LL EE 5 4R D5%LL L% 5
HAHAEEFDEE HAHBEEFDEE

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

ERICH/IGHUTIL

SHIZHDLGHREFISEY S

. £HED1%ULEZEZEDS
BEREDRE
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IWVETIGA 2Ty MR - %5

5,000 A - #% 17,000 #HAE - #% 40,000 #HAE - % 200,000 #AfE-#%
| | | I
1,250 4 #ARa/uL 3,4004 #HRD/uL 5,0004 R/ uL 10,0004 #F8 /uL
4 L(L* 5 L(L* 8 L(L* 20>LL*

*A—H—HARDIPrepare Cell Suspension D ATy T, #iE(E£200 — 400 uL. #%[1&1000 LD FFHEEL T
EETHEITEE, BPDODRTYITTARNRELSHELEREL., T LM E-IIRETERT 5,

. . For Research Use Only. Not for use in diagnostic procedures. ) ,
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lllumina Single Cell 3° RNA Prep®7J—4- 70—

A B Cc D
Particle-templated emulsification Cell lysis RNA capture Reverse transcription
| =4 )) — BB =3
Y\‘-? x o3 —> 4 —b ,’-\3;-—‘// b D\ — 1 — o —
\/f @ @ » (32X = ' )
d . (q b Chemvcal ll - \}\ /,/ temgplate
: /.—:;_\\',l :_;’\ {
b _,,/' \"i” 42'.
E F )
Limited cycle PCR IMI generation and sequencing library preparation
5 cycle limit P e —— = = E
sty —— [N Ty s .\ - |
, R ' —» | cDNA ——— —_— =
4 Q £y i s it ' copies 0000 = -
T 1 Cyc 2 i : - L pot b b e = <._.—_.__..
Cyc 1 Cyc3 TR g DNA
Cyc 4 Cyc 5 Enzymatic - / sequencing

fragmentation A
Adapter ligation
and PCR amp

JORa—ILRIZE—TRMTRAULEEHDD., HIEANSSATI) —1EREFTH15EB DA —2 T IO R 424 L

*IMI: Intrinsic Molecular Identifier

illumina

For Research Use Only. Not for use in diagnostic procedures. ©2025 llurmina, Inc. All Right reserved, 15



PIP (Pre-templated Instant Partitions) M & &

E—XEDO/\—a—F#E&

Bl e TET PoyT

Hydrogel
Bead

TSN -HRE - B R D mMRNA

*mRNA: messenger RNA

For Research Use Only. Not for use in diagnostic procedures. ©2025 lumina, nc.All Right reserved . .



A

A. TR D e

1. PIPFa—TJI5 80 REFEEFA MRS E KR ERNase Inhibitorz RmmMLE Ry
FAY

2. Partitioning ReagentZ il

3. PIPseq RILT YIRS FH—ZRL, 1THIl3/ZENAFODIIE—XZELITIIL
DavERRK

QT ZETR—AYREF1—TH K EIZHEBAEIZEYRLRILTYS R 305
QTF A TA—~AYREFa—ThREEIZHRBIAZIZEYRLRILTYIR 29

o« INTUREEBE=HEHEDOHUTILTORERZHELE (T100I1ZRY. 7KL
TYIRIZTFa—TFIMTIEAHE)

« H>J)LERNase InhibitorXPIP&RE TIEGLKPIPEHRIZHHEEINA LS. E
RYCFYTHRPIZELIAATEHINT S

RILTYVIABEDF1—TDRAE

” . For Research Use Only. Not for use in diagnostic procedures. ) ,
umina ©2025 lllumina, Inc. All Right reserved. 17



A. HRRa DFEEE

PIPseqih LTV R H—

P

VIEF—RENMCHEEZCRENETET

A

Particle-templated emulsification

I = )) — 5§
e ey
7 \G
v Sy 1% Ly
.}-.
AT
4 )
*

i . For Research Use Only. Not for use in diagnostic procedures.
illumina
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A. TR D e 2

51230 Lk =
Partitioning Reagent® &% “

T10: L FEEF
MBI RHET
222

4. RILTYI R, TRDOFKE|Partitioning reagentZ &%
* FUNIEO>THRER. HEEELD

Best Practices

- Partitioning Reagentfg =85 (X, FyITE=IEII PEDKYEFa—T
DEFXFTAN, SWFL, FUIT/IDVDIZHFELIZPIPRNELEA~NZELELI-E
THRZHRD

o FyIIVOEFA—THhBHIE{RIZPIPEORLENES ., Fa—TRNET
L - T100:
FDEIHEIS FTFEERAT mL
FAIZEBET
Bx

T20: EF FEER N
[ZEBHFETRE

For Research Use Only. Not for use in diagnostic procedures.
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B. a0

5. Lysis Buffer&Partitioning Reagent# & {;Chemical Lysis EmulsionZ %

M. AFxaR—30%FET

» IV )LTarICLysis BufferhVERYIAE ., flR/#Z AV A RE . mMRNAAY
NAFAYTILE—XKREDPoly-THEEIZHET S

« Chemical Lysis Emulsion (5> 7 LR ZFERIIZ/ERRL ., RILTYI X,

PIPFa1—A®DFKM BZEY U TIL EIC1ED RN TITD

o HIUTIIAEMNSBREEBAXTAR—30F T E—TRMYTRA RO

F-OFBLMEELZEDHESHE . RNase Inhibitorz @] IZ{FE RT3
« AFaR—I3VFETE.PIPF1—TJ%RETHEIC

llumina’

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

Cell lysis

i Fluent
A

Cell Lysis Program

\

i Fluent

‘ o —
Nuclei Lysis Program -

o

-

20



B. flfR DA fE s
PIPseqkZ4 /3R

s

Y

A

DrEF—REHINSRIEECREN-ETET

i . For Research Use Only. Not for use in diagnostic procedures.
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6. TRMDF EIPartitioning ReagentZff %
x TyMMI&->TREE. FEFELD i

T10:"A” ifl@i

Best Practices
o EULEANYNEIETTEZRETS . ﬂ
T20:2" = TR &= T100:1.5mLS1>
EFTRE

. B For Research Use Only. Not for use in diagnostic procedures.
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C. mMRNAM B & s
IT)LaDuEiE |

XA

7. Breaking Buffer GEB]) &De-Partitioning Reagent(E> 9 &) &% Fa1—7
DEZF{mhH o THRIMLEREER

8. BAMEIZ2EBIZHEEL TSI EFMER 0
9. ERYIFYTIVYIO*TELHVBRBDTEEZRE
* X yNZLH>TELD

Best Practices

o« RILTYORALALY
s ITIILTAVDHENT+LEEEIE. BEXYCDHARIZRST=ED

N

PIP+#ifa s & 5

-

— “‘FAYTLwR

TE’Pink waste”: 7 i=

e SHATEBTY S
s TRORRRKRIEIZLIZKRETS F—LaVikIZRz 3
TEAB-TNS

s HIEINTLWENWITILIDIVOTERIL. HEEHEZEL. cDNADIRE
PR RICEZEXEZS

. B For Research Use Only. Not for use in diagnostic procedures.
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C. mMRNA®M E &

10. PIPFa1—2 MPIPZ. 3% - FimLtzwash bufferFa—7J 1289
11. RILTYIR%E ., BDLPIPERLYMET S

12. LEERFIYMNAEDEFETHE

13. EBITEKEBERATYTERYIRT

B -l i
JIEE

2' N— S——
l

?'_ — o— —

a

T10:“3"£ ThR=E

Supematant to
be removed

. —EPIPERLEDL. PIPFA—T7#%84GE0L. Bof-PIPL5ELIZEIR

'g"é i Supernatant
1 to be removed
1
\ \¥ |
e PIPRLYMIHIBARL YRGB YBBRATHAZEITEE . N\vI7—ER \ e Packed PIPs
Lyb®DE THREILZRLY -
T20: T100:
1 mLZELIRE 2 mLEERLRRE
For Research Use Only. Not for use in diagnostic procedures. 24
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C. mMRNA® Ei &

14, %4%% . cDNABRRTYTIZEDHIIZZE YT ILDREEZRHAZAS

T2: HAR DAY —Zv % FER

1
Total Mass (mg) Empty tube mass + PIPs ;
: Supernatant
Empty Tube Mass (mg) 1.5 mL empty tube mass - to be removed
i
Total mass - Empty ube R ’
PIP Solution Volume (pL) rass : FIP mass /1 ] "
(equatmu_comfens PIP mass to \ ‘
o PIP Solution Volume in pl) ' § ] Packed PIPs
Washing Buffer to PIP solution volume - 250
Remove (uL) pL
T10:0.5 mLF2—TI2v—F2 5 T20:PIPAZRDRMAIETFAa—TEE T100:1 mLZ7ERL TR =&

AE. REEZHE

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



Reverse transcription

D. cDNAS L

15. RT* Enzyme Mix. RT Additive Mix V, TSO*Z L v A2—3I v IR & 1ERL
16. PIPOAS=Fa1—TIZHFEL . AFarR—3y

o

3057
> T2:88F 2~ TEMEA, H$—ILF 95— TR o
7]
> T10/T20/T100:0.5/1.5mLFa—T%{E . PIPseqFk A /\A TR 104>
17. 4% a~_R—> 3 #[%washing bufferTiki%. /—< 54X R— LR

©

Best Practices

« TSOIXEEICBURLG =, )KL THLAZ

*RT: Reverse Transcription
TSO: Template Switch Oligo -

. B For Research Use Only. Not for use in diagnostic procedures.
illumina
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E. 252 R91) Th—LIENE

18. 4—< I YA U5—TE—X LIZHSHcDNAZPCRIZIE

19. IBIESNT=cDNAZEIRLE —XHBH . E—X EIZHEHF IO FIL
D5 FIE—80°CTIRTF AT HE

Best Practices

o AR EINASCDNAIE—#ZEHIBT 5=, A IILEII5H A IILT
Eipd

« TIOLLEDFYMI8EF1—TIZHEL TR
o PIPRLYKINYITYTELT—80CTRTF
o E7EFELEPIPRLYEDSCDNADBERE1EITOICEA TR

5 eycle limit

Limited cycle PCR

Cyc S
BE(C) | BM | Y oLk

95 37 x1
98 15F)

e x5
69 104
72 54 x1
4 FR—ILK

illumina

For Research Use Only. Not for use in diagnostic procedures.
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cDNAY AT 47

v7(QC)

« E—XRBHREBEDZEZPCRIBIEL. RELY A XN HEHERET S
IR = : Qubit High Sensitivity kit (Thermo Fisher Scientific)
H 4 X 5% : TapeStation High Sensitivity D5000 (Agilent)

> YA XDHDOHEFRIZILS5,000 bp*t it D HFERZFE A

« MTARIEYUTILESATORBREHICKEIREFT B,

llumina’

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

Limited cycle PCR

9

f
i
\ |

)

1
Al 8l 3 .

ERHEK 293T-< 7 ANIH 3T3
BEYTILOCDNARL—R

28



—_ 5= = 1l et ecsencin ooy et
F. 5405 —35f& e

- == - g
Enzymatic g | DNA

— sequencing
fragmentation
Adapter ligation
snd PCR amp
3 — =3 S *
« cDNAQCTOA N TAHEZRFDOWTA*EYZRAL, BT F1E.
N O — — — N J—
TR TA—m., BREERTAUTYIRGSATI)—%
A |
Read | I cDNA TS0
[ | I
Barcode l Enzymatic Fragmentation,
End Repair, A-tailing
1
|
I l Ligation
Sample
P5 Index
0O B
T | | I
T | I [ Samee
CRITICAL: Check orientation of Index strip tube to ensure the | . |
correct index combination is added and recorded for sequencing.
Sample Index PCR
FIMIBDALTYIRTSAI—BHY T ILSG) BT | | [ |
BT ! | | |
P5 Read 1 Barcode CDNA
*WTA :whole transcriptome amplification
Bl: binning index
. . For Research Use Only. Not for use in diagnostic procedures.
illumina
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SATI)—EEELEL—H U RETE

' Read 1: 45 .
Sample lndgx i5:10 | . cDNA Sample Indgx i7: 10
29 10/ 33 | 42-45 | 31 3 10 24 |
P5 i5 TruSeq Read 1 Barcodes 30Poly(dT)V Nextera Read 2 i7 P7
Read 2: 72
Insert
e Read 1lZ/\—a—FEHR (LIL/A—a—K E=VF5 AV TYIR)EEH . D—T O ANBE
« Read 2[3cDNAEES|Z S H . o —UR

« 10044 )LF vk (Additional cyclesREE&H . K138 A VILDREZEL)ZFEHRITHHEE. ULTOREYETE
> Read 1: 45 cycles + Index 1 (i7): 10 cycles + Index 2 (i5): 10 cycles + Read 2: 72 cycles = §&t137H 1L

> H—HI L TR ESvRDAdditional cyclesE = O FIRRIRELR R R YA ILEIET
175

o U—HURBERFEIFV—TURRIZ, (BCLAVibfastq.gz
T7AIVICEBRT B, TFTI—R)ITH LGN E)

> NSO HETIEN—O—FIS—HARHEL. T—2OBEENINDLELLS

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


https://knowledge.illumina.com/instrumentation/general/instrumentation-general-reference_material-list/000007002
https://knowledge.illumina.com/instrumentation/general/instrumentation-general-reference_material-list/000007002

—HFU DR

llumina’

EREREHZLIT. ZATF) I RTT =L T RTHILEHE
> NYFNRER/DRICINZ . AT YIRIZEDNT—N\FTUADBEEEH<
IRHIIES 4TS5 —A—R T —)LIZ1% L E DPhiXZ 70
> NovaSeq™ X! —X#HERATBIHEE L. PhiXEd D EH2% U L HMTHLe R

RKSIATI) =% — O RTHEDRESATI)—REOH (LEIZGELCTREIEAKHE)
> NextSeq™ 500/550: 1.6 pM(2 1% PhiX)
> NextSeq 1000/2000: 550 pM (= 1% PhiX)

> NovaSeq 6000: 210 pM(= 1% PhiX) * 7—)LEEE1.05 nMIZAE
» NovaSeq X/X Plus: 190~200 pM (= 2% PhiX)
ZTDMDEHOT—FFERTDOFMIZ DL T, EERATZT
1SR HILEHE

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


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://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

152 Ty — Y RARAEH L TLED

NextSeq 550

NextSeq 1000/2000

NovaSeq 6000

NovaSeq X/X Plus

S—HREYk Mid High P1 P2 P31 P41 SP S1 S2 S4 1.5B 10B 25B
J0—t)L YYD —KE 130M  400M 100M  400M 1.2B 1.8B 800M 1.6B 4.1B 10B 1.6B 10B 26B
T2 * * *
4> FyERa (5,000) H1-=Y 3 10 2 10 30 45 20 40 102 25072 40 25072 65072
20,0001) — R ER 158
T10 .
A7y R (17,000) H1=Y - 2 - 2 6 9 4 8 20 50 8 50 1302
20,000') — R ER 158
T20
14>y RE (40,000) 1Y) - 1 - 1 3 4 2 4 10 25 4 25 65
20,000') —REX 158
T100
1> 7y Ra (200,000) H1=Y) - - - - - - - - 2 5 - 5 13
10,000") — R BN {58

1. P3ELUVP470—t/LIENextSeq 20003 R T L THHF AT AE
2. A L=+ ®DSingle Cell Unique Dual Indexesld., 964 T ILIZHLTI6A 2 TvIRER BRI OL—O—T12JI12&Y, 70—t /ILHT=Y6H 2T ILLLEDRITAAIRE,

NovaSeq 6000 AT L THEAIL—>O—TF 1245 |ZIENovaSeq 6000 Xp7—o70—DFERALADBE

illumina

For Research Use Only. Not for use in diagnostic procedures.
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Index Color BalanceMZ& EZE1E (1/3)

« BRBRARZET—ILLTO—T7URTBGERIE. FA4T73)—RBERODHNBEI GRS TIIAD

HAEHLEEETET S
> O— oY —|ZE O THARSAUMNEL B =H . T 1GColor
BalanceD#f 2% MR

> {511) NextSeq 500/550, NextSeq 1000/2000 Standard-SBS, NovaSeq 6000MD54&

A TIIA)=EDEVAILT, FIF(A-C)HLLLILIHZR (A-T) DLThH D
FHrIL(TENIEEA) ST FILBEET HEI2T S

> 1512) NextSeq 1000/2000 XLEAP-SBS™, NovaSeq X/X PlusDi5&

AOTIIDR)—FDEHAIILT. HFC-THEFAC)DBMADFYRILIC
DOFILDTFEETAEICT S HLWMGEE DEKELTRDI T FILAEETHEOEE

> T 1L TSR

, For Research Use Only. Not for use in diagnostic procedures.
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https://support.illumina.com/downloads/index-adapters-pooling-guide-1000000041074.html
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Index Color BalanceMZ& [EE 18 (2/3)

Library Index

o FYMIFIBIEEDA=—VTaT7ILATYIRAMN A21=UDI Mix Strip

> Fa—TJDRETITER
> Mix1~8I&. BI5EY Dlllumina Single Cell Unique Dual Indexes o il
(96 Indexes, 96 Samples) @ DT, MHED et oo
ﬁf@{ﬁﬁ (j:;FEI Mix 3 SCUDP0019
Mix 4 SCUDP0020
. %é/% 72] Mix 5 SCUDPO021
=G = s . Mix 6 SCUDP0022
> 1§%-d_%)y_/7-~/ﬂ-_'$‘yl\‘:mbfs *Eég%ﬂﬁébﬁ;ldg*ﬁ Mix 7 SCUDP0023
Mix 8 SCUDP0024
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Index Color BalanceMZ& EXE 18 (3/3)

« AIFE®DIllumina Single Cell Unique Dual Indexes (96 Indexes, 96
Samples) &M, 4% (22~99 2T )ILDLow-plexT—1) 25 TD L —4
DARAEITOERIE. FRTEGWMEASHLENEFE

> FHRTAH o —-TyMIGU T, #EAEHELYEIR
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E—XHR&FDIESEIA

s BREIA/—IERETDI-ORE BRKRE—XRLYMIOHTNIHRIES-FATICIZEBRETS
> HRE—XRLYbDRRNEONDE, TCIZVOVEIN GBRIEZIR) T 5TEEMELA H D

. ﬂﬁiZT“J? [X@EE. 0.2mMLAN) YT Fa—T . 0.5 MLFa1a—T TII2HEE. 1.5 mF1—T TIL3HEE

o BENFELIE—XRLyMME BHBEALKIBIZIE T I SAIREELH S

Shiny wet pellet Matte dry pellet Cracked overdried pellet = =i Fclaie-s

HRE—ADNEZRELTE5E

1. IDTEN\YIZ7—I_B%E

2. YT YRR EAUEMSEYHL
TSARA Y Fan—3ay

3. /% arR—avm H308
ZEIZERYPTE—XELETFIC
BE

ZhizkY . cDNAZHIELTLVS
AREE D HEIRLYREREIEE S
ZENTES
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REEQRITILOIV DR

PIP+#REBi&: (515 '

| RRYTLuR s

-  TFE"Pink waste”: i &

DEENATREABETI S
T—aVKIZRZS
FENE->TD

Best Practices

De-partitioning Reagent(E>%

B)ZFMAT=FEIZ. LohY EERfE
BHILAWE, ISV DRE
NAFTEEGY NEINETT S

ELOBDTREEPIPEED LEB
DIKEEDREICEHBRGERNRS
g5 &, De-partitioning
ReagentZz:Eh0L . (xEIEFI9 5
ATVTEHYRY
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PIPZ+!)—7

I\—

Best Practices

cDNAE B ([CPIPE —X A v
\)—F—/\—L. HitE —XFE
FFISIBAT B, HiEE—XAX
LybDfgarzsIEEIL., LiFD
R5INHEEIZE D=8, PIPZR
5ILGZWNEDICT S
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cDNA QCHAE#%

« cDNAFHEMS00 bplZi@E=HLMEE (X, SATS) —ARIED LA HERELEL
> RSN a—T400 B E

BHl) ELQLHEED)UNREHYUTIINERCY VT IVAEETRIBLI-ECA, REIYUTILIEBIFLEcDNARL—R
LN, BEIEY T ILTIESERRE ST
— BEIEY T ILIZIERAfREE A Z<. RNaselFENE WL EAREEEZ 5N T
FfA&IFFIZRNase inhibitorziEM0L . %% &t

J ] FU
150
150 — —
100 =
100 - -
- U -
v Region | . Region |
I 11 | 3 kL AF 11 —-— L | LR —
35 150 300 500 1000 10380 [bp) 35 150 300 500 1000 10380 [bp]
Good quality cDNA trace Degraded cDNA trace
BEIVNEHHTIL FBRIR) V/REiY T I
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4T 5 )—QCA &%

c BEEEZA473)—NDZITEHEDNAZ ANV =CEIZER
- cDNAQCHERLHFHF BRI a—TAU T HhE
« QC/NALT=cDNAZRW=Z&IE. 2473 —REIZRHELH

HAREMEA B D
A ',
.
E!ﬁ‘&7477') *ﬂ'47< ?‘ﬁ
,~\ 54L5U—? 109
I\ ,g\ 100
7_47_90;( J‘ '; ) -
VZ/TSOE—W |\ U
: [ \/ \ PCRATL? A 04— TR TS
VA B O S R Tl r 3 T Evan FE e
ol ol ol of 8 8 o 6l 35 150 300 500 1000 10380 [bp]
BERES1473)— 473 —RED KK

*SEA kit: lllumina Single Cell Supplemental Enrichment and Amplification kit
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4T 5 )—QCA &%

« cDNAQCZENARLIE=H VT ILERBWNVIZE DI DHETTA4TS) —1ERIZKBLT=15

PIPM™ScDNADBEEITOCEDL AIHE
> JAaka—)L:
> BADRMELGA T3 Fyb:

&.18l0OH&. ®ELT-

(1) llumina Single Cell Supplemental Enrichment and Amplification (SEA) Kit (Cat# 20132794)

(2) lllumina Single Cell Library Prep (Cat# 20132789)

1. WTARARA—3IVIREY T ILFa—TJICMA . Y—<ILH A
S—TRIG. E—XLEI1Z%HAcDNAZPCRIZNZ

2. JTD7ORa—)LEY . EBIEcDNADEIN, E—XEHR S4TS
| —ER & D

TDEIETAY S LELYEPCRN 1S AIILDELESTWNAIEITEE

, For Research Use Only. Not for use in diagnostic procedures.
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3 min X1
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5 min x1
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https://www.fluentbio.com/wp-content/uploads/2025/03/PIPseq-Replay-User-Guide.pdf
https://www.fluentbio.com/wp-content/uploads/2025/03/PIPseq-Replay-User-Guide.pdf

Read 2D 5cBEIZ R 5 n4HTSOER ]

TapeStationTD 547 35') —QCHER SAV*MData by Cycle Chart T %Base

& L2

A

\

~

6200 +

S000 4

*
|
00 \
2000 +
2000 4 |
|

- A /

{

WG |

Sample Intensity Normakzed FU|

Size
o)

| O —

\
10008 ( \\

1000,
0
500

3500
S0o0

100

JSL
400
600

X NextSeq 500/550 ClRGEht=-T—%

>gnl|SRA|SRR33305141.11.2VH00738:294:2225K7CNX:1:1101:19092:1051 Biological (Biological)
AAAGCAGTGGTATCAACGCAGAGTGAATGGGATGNCCCAACTAAATACTATTGTATGGCCCACCATAATTAC
>gnl|SRA|SRR33305141.33.2VH00738:294:2225K7CNX:1:1101:21579:1069 Biological (Biological)
AAAGCAGTGGTATCAACGCAGAGTGAATGGGATCNCAGCTAGGAATAATGGGGTAGGACCGCGGTTCTATTT
>gnl|SRA|SRR33305141.57.2VH00738:294:2225K7CNX:1:1101:20499:1086 Biological (Biological)
AAAGCAGTGGTATCAACGCAGAGTGAATGGGATCNGCCTCTTCCTACACATTGGGCGAGGCCTATATTACGG
>gnl|SRA|SRR33305141.78.2VH00738:294:2225K7CNX:1:1101:24649:1086 Biological (Biological)
. * . TAAGCAGTGGTATCAACGCAGAGTGAATGGGAGTNACGCGCATGAATGGATGGACGAGATTCCCACTGTCCC
GSM8951 967'_PBMC , Fluent V, sample F5A; >gnl|SRA|SRR33305141.83.2VH00738:294:2225K7CNX:1:1101:25472:1086 Biological (Biological)
Homo sapiens; RNA-Seq (SRR33305141) AAAGCAGTGGTATCAACGCAGAGTGAATGGGGTANGAGTCAAATCTTGATGGGGTGGCTATAAAAATGTAAA
: >gnl|SRA|SRR33305141.93.2VH00738:294:2225K7CNX:1:1101:19315:1103 Biological (Biological)

PIPSeq V5.0 (Latest version) 4, ccacTeaTATCAACGCAGAGTGAATGGGAGCNTAGGCAACAGAATGAGACTCCOTCTCAAAAAAAAAAA
>gnl|SRA|SRR33305141.97.2VH00738:294:2225K7CNX:1:1101:19761:1103 Biological (Biological)
GAAGCAGTGGTATCAACGCAGAGTGAATGGGAGANGCAGAGATCCAAAAACAAGTATATGACCAGAGTTAGA
>gnl|SRA|SRR33305141.107.2VH00738:294:2225K7CNX:1:1101:21305:1103 Biological (Biological)
AAAGCAGTGGTATCAACGCAGAGTGAATGGGACTNAACTCCTCACACCCAATTGGACCAATCTATCACCCTA
>gnl|SRA|SRR33305141.132.2VH00738:294:2225K7CNX:1:1101:24391:1103 Biological (Biological)
CAAGCAGTGGTATCAACGCAGAGTGAATGGGATANACGATGCCGACCGGCGGTGCGGCGGCGTTATTCCCAT

*SAV: Sequencing Analysis Viewer, PBMC: peripheral blood mononuclear cells
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WREEXEY

FUrBDOFEERNEHSN-EH (D5
» TRAINING PACKET: lllumina Single Cell 3 RNA Prep

T2.T10, T20. T100FhEhDProduct Documentation ({EAFYrDXEF W)
» lllumina Single Cell 3' RNA Prep, T2, Product Documentation

» lllumina Single Cell 3' RNA Prep, T10, Product Documentation

» lllumina Single Cell 3' RNA Prep, T20, Product Documentation

» lllumina Single Cell 3' RNA Prep, T100, Product Documentation

HBAODSP* A4 /— )LEIEArL
» DSP-Methanol Fixation for Cells, Protocol Instructions

HaZADODSPA4/—)LEIEZARIL

» DSP-Methanol Fixation for Nuclei, Protocol Instructions

R v Slllumina Single Cell Nuclei Isolation Kit®Product Documentation
> lllumina Single Cell Nuclei Isolation, Product Documentation

lllumina Single Cell RNA Prep Knowledge
> lllumina Single Cell RNA Prep | lllumina Knowledge

*DSP: dithiobis(succinimidyl propionate)

. For Research Use Only. Not for use in diagnostic procedures. ) ,
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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-200065159-01.pdf
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-200065159-01.pdf
https://support-docs.illumina.com/LP/PIPseqT2/Content/LP/FrontPages/PIPseqT2RNA.htm
https://support-docs.illumina.com/LP/PIPseqT2/Content/LP/FrontPages/PIPseqT2RNA.htm
https://support-docs.illumina.com/LP/PIPseqT10/Content/LP/FrontPages/PIPseqT10RNA.htm
https://support-docs.illumina.com/LP/PIPseqT10/Content/LP/FrontPages/PIPseqT10RNA.htm
https://support-docs.illumina.com/LP/PIPseqT20/Content/LP/FrontPages/PIPseqT20RNA.htm
https://support-docs.illumina.com/LP/PIPseqT20/Content/LP/FrontPages/PIPseqT20RNA.htm
https://support-docs.illumina.com/LP/PIPseqT100/Content/LP/FrontPages/PIPseqT100RNA.htm
https://support-docs.illumina.com/LP/PIPseqT100/Content/LP/FrontPages/PIPseqT100RNA.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/PIPseqNucleiIsolation/Content/LP/FrontPages/NucleiIsolationKit.htm
https://support-docs.illumina.com/LP/PIPseqNucleiIsolation/Content/LP/FrontPages/NucleiIsolationKit.htm
https://knowledge.illumina.com/library-preparation/illumina-single-cell-rna-prep
https://knowledge.illumina.com/library-preparation/illumina-single-cell-rna-prep

RmENIE Y
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lllumina Single Cell
3' RNA Prep, T2
Workflow - YouTube

lllumina Single Cell
3' RNA Prep, T20
Workflow - YouTube

llumina’

N\

Single Cell 3' RNA Pgep lllumina Single Cell
3' RNA Prep, T10
Workflow - YouTube

illumina

Single Cell 3' RNA Pgep lllumina Single Cell
3' RNA Prep, T100

Workflow - YouTube

illumina
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Single Cell 3' RNA Pgep
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Single Cell 3' RNA Pgep
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https://www.youtube.com/watch?v=4i5kRkZAEiw
https://www.youtube.com/watch?v=4i5kRkZAEiw
https://www.youtube.com/watch?v=4i5kRkZAEiw
https://www.youtube.com/watch?v=4i5kRkZAEiw
https://www.youtube.com/watch?v=4i5kRkZAEiw
https://www.youtube.com/watch?v=MwW6LYBX3T4
https://www.youtube.com/watch?v=MwW6LYBX3T4
https://www.youtube.com/watch?v=MwW6LYBX3T4
https://www.youtube.com/watch?v=MwW6LYBX3T4
https://www.youtube.com/watch?v=MwW6LYBX3T4
https://www.youtube.com/watch?v=HdLG-_lIQXU
https://www.youtube.com/watch?v=HdLG-_lIQXU
https://www.youtube.com/watch?v=HdLG-_lIQXU
https://www.youtube.com/watch?v=HdLG-_lIQXU
https://www.youtube.com/watch?v=HdLG-_lIQXU
https://www.youtube.com/watch?v=9Mc2PWAuurc
https://www.youtube.com/watch?v=9Mc2PWAuurc
https://www.youtube.com/watch?v=9Mc2PWAuurc
https://www.youtube.com/watch?v=9Mc2PWAuurc
https://www.youtube.com/watch?v=9Mc2PWAuurc
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<™ Z(HEK 293T / NIH 3T3® PBMC#% L f=lllumina Single Cell 3' RNA PrepD#2Y iR LEERIZH
EEHR) DREEMNS, BLVILTF WT. HlEH-YDOREEGFIZEEICSVVBRMEEEDS
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* Validated with PBMCs
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https://jp.illumina.com/events/webinar/2025/webinar-250424.html
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Thank you

Yoko TAKATA

Technical Applications Scientist, lllumina KK
techsupport@illumina.com

L]
®
I | I u l I l I n a ©2025 lllumina, Inc. All Right reserved.




Hlumina



Agenda
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Supplemental Enrichment and Amplification (SEA) kit

[C&BIERT TV r—3y

FACS (Fluorescence-activated cell sorting) Z{& FHL 7=
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lllumina Single Cell 3 RNA Prep®Dxt 9> 7L

. Fo ) *FFPE (Formalin Fixed Paraffin Embedded). RILRYVEE S TILIZIERELTEY EE A,
FFERFMM. FfitBlood L TNGL *F it E A8 5D Single cell SuspensionDEAELE (X, B4R DHERRICTREILLTFESLY,

Single cell& &

*. . Single Cell
.. \ (Live)
. \ES le Cell lllumina SmQ'e Cell 3'
e e RNA Prep,
ﬁﬁmﬁﬁ MAFIDDSP AR/ — )L . A P 135650)

BElEZ7OkalL:
DSP-Methanol Fixation for Cell T10 (Cat# 20135691)
T20 (Cat# 20135692)

BRLTEIZLBNE
EE1%(%-25°C~-15°C T,

1B RTE AT BE T100 (Cat# 20135693)
Single Cell
: : Nuclei
Single Cell
R o ooe o Clean upFcDNAIZ

Elwis =1 -25°C~-15°C TR R3I0HHERE
DSP-Methanol Fixation for Nuclei

Nuclei Isolation Kit .
(Cat# 20132795) ¢ \ES'”gle Cell Nuclei -25°C~-15°C TR A4 BMZE
< HRILDDSP AR/ — L Clean upiFEZ1473")—(&
ﬁ

TE £ (%-25°C~-15°C T,

https://www.mdpi.com/2073-4409/9/5/1293 £DefiZE
275\ ﬁ 1%@3,“%% *DSP: dithiobis(succinimidyl propionate)
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https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Cells/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://support-docs.illumina.com/LP/DSP-Methanol_Nuclei/Content/LP/FrontPages/DSPMethanolFix.htm
https://www.mdpi.com/2073-4409/9/5/1293
https://www.mdpi.com/2073-4409/9/5/1293
https://www.mdpi.com/2073-4409/9/5/1293

o FREHRE. M. FIXEBRTFSNMREANSMIRT S CEREREIEAT]),

o EEITRRIZITD, ERYTAUT EEDDEEITR/IRIZHIZ S, ERYTAVTIIBEIZRLTIARRTFVT
FEHAL. R oKYEPHIIZITI,
- BEEMTHRBREREL. ETFENOPULT, TITVOEEEDNE/NRICHZONTWOIRLENSH D, £FE
M 75% REDGEIFFECHED ZEIFHEREINT . LTOA T avERiTd 5,
> HUT LIS D &EE
> SR, EMEDY—T4 T
> FEHREFRE vk (Third Party) O % F

AILEFTIE, B OHEBOEMIEBRERFANUITYTICHTSIE RO VNMIZTRHELTEYEE A A o0 £
RARAEDRIZE., BEFORMXOEILSN-FEZCEH S THRALL. SAEEDRE LT TERELZEY,

Third Party® G 1E5#+ & 7=, £A&HI7%Best PracticelZBH9 5 1&#Rr L. TRAINING PACKET lllumina Single Cell 3’
RNA Prepza SRS,
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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://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

lllumina Single Cell Nuclei Isolation Kit (Cat# 20132795)1&. E#ELI-HEL BB N SHEZE N BT 50 DRELYIT
9, COXYMNIIEHIIFEMADICITHELFEF R A, FHEABTEIEREN RSN TEYFER A COFYMIE, RiEHEEY
7L (8xK50-200 mg. ##EIC&>TELED)4 DD ORENBET HDICTHREENEEFNTEYET,
REGHEBENSLGEH A XY R T ThL, EEZRELTEEET DEF T LHE. REMBETAI)ILOREZR/IMRICHNZ
HIEMTEEY, RRFDIES L. MHBZRAZRTREL TS, BB ORIZIE, TR, BT IRRIRET CTEX

XML TS,
BAMHRIZIEAO/PIEBICLLIHARB LB RAMAAFT B OEAZHRELTVET  AO/PIRB T HIRIE. HDETRIC

[EFRBEFrRILGEHR) DT HERDHDUMMIERL TS,

) Reagent Preparation MM o7 ak3)L: lllumina Single Cell Nuclei Isolation

e Nuclei Isolation Process
Total: 40 min

e Tissue Dissociation and Lysis

Total: 20 min

o Nuclei Isolation and Cleanup
Total: 20 min

e Sample QC '
Total: 15 min *AO: Acridine Orange, PI: Propidium lodide

llumina For Research Use Only. Not for use in diagnostic procedures. ©2025 lllumina, Inc. All Right reserved. 56


https://support-docs.illumina.com/LP/PIPseqNucleiIsolation/Content/LP/FrontPages/NucleiIsolationKit.htm

HHRRt% R A& : AO/PIE: & {5
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