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SMART-Seq

mRNA Single Cell

. SMART—Seq mRNA LP (with UMIs) | - 10 pg—100 ngHJZRNA
& XEmRIAFE
S e - 1—1,000N 4R
MEBFEARMRNAZ KM
XEHERFIE SMART-Seq mRNA LP
MERESEIERY (B) AR - 10 pg—-100 ngAY=RNA
& - 1-1,000"4HAE
MEBFARMRNAZ KM
cDNA#IEIXFE | SMART-Seq mRNA
XERERAE SMART-Seq mRNA HT LP
—3ERT- g (8) ¢
S ART-PCRAY (&) ZHfR - 10 pg—1 ngHIBANA
_ & -« 1100 MN4HAR
MBFEAMRNAZ KT
cDNAKIZHFIE | SMART-Seq mRNA HT
X EHERTIE SMART-Seq mRNA Single Cell LP
BLREMRNAZ KA - BN

SRR R IESRNASMT

N ERRIEIE

SMART-Seq

Stranded Kit

- 10 pg—100 nghYZRNA
- 1-1,000" ) 4HA8
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- MRNARIA, BIXE 2 KcDNARIEAR

- BMEMHERPpgBRNAMEARRRIA, HA LI &S REACDNA
- ZPCRUERRNIMES, MAMEREERLN, BMEE

% Total RNA or cell(s)
ﬂcﬁ* 5" v NnNANANNANNN 3]
% Primer

-
SMART Oligonucleotide
FE—HcDNASR IR IXINE

v,.fvl‘ﬁ‘** 5 NAAANANNNANANNNANNANAA  ETORBSEAMANA

5 o iR, B
YRk A2 KcDNA
BRI IL T dX
BRI IRIORT i
* 1_-,{:;0‘- ivwvwwmmmnmv SMARTer Oligos
B LK dXE4h, cDNALL
- X SMARTer Oligos
AR ARLE TR
LD-PCRY 183ki5
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Double—stranded cDNA
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SMART-Seq® mRNA LP (with UMIs)

RUAERNA—-Seq

EAUMIRIR A/ A ERARNIMRNAX EEfZ A=

14

e i IR R FH NGSHft EAXR RS
total RNA 10 pg—100 ng
mRNAMT lllumina Zpoly ARYEY] oligo dT3|47
ik 2] 1—1,0004HE

 RHtEEARIUIra low RNAZ/ > S2BREECDNASRLE S T2 RYSRIG AT

« AVNUMI, FIBGR1SE S ERIERV R R S RN

« fEE{ERAUNnique Dual Index (UDI) kits (BIRIHE) , BEFAIEARIFTFINF RIS

o RBECHERIFRRIEECogent™ NGS Analysis, BILATERGNFEIEI T

% R
Complete, end-to-end sequencing workflows

Sample Library prep Humina Mapping Interactive
input {with UMIs sequencing and reporting analysis
and UDIs)
SMART-Seq Cogent Cogent
mRNA LP NGS Analysis NGS Discavery
{with UMIs) Pipeline Software
4> HlmTIR
EmBiR ke Code No.
24 Rxns 634762
SMART=Seq® mRNA LP (with UMIs) 96 Rxns 634765
4 %96 Rxns 634766
Unique Dual Index Kit (1-24) 24 Rxns 634756
Unique Dual Index Kit (1 —96) 96 Rxns 634752
Unique Dual Index Kit (97-192) 96 Rxns 634753
Unique Dual Index Kit (193-288) 96 Rxns 634754
Unique Dual Index Kit (289-384) 96 Rxns 634755

E:

SMART—=Seq® mRNA LP (with UMIs) A &index, BRINER. HEFUnique

Dual Index Kitss
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€9 REENRABHE: SSmart—seq2Lti

Gene count

ured CPM + 0.1

Meast

Percentage of reads

100
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0

9,964 (£206)

Smart-seq2
(S82)

11,082 (£144)

W RNA

W Intronic
M Exonic

SMART-Seq mRNA LP

{with UMIs}

[l Mitochondria

M Intargenic

Smart-seq2 (S52) replicate 1

Rep 1vs.

Rep 2

Rep 2vs.
Rap3

Rep 1vs.
Rep3

R2=[ 09258 [ 0.9282 | 09064 |

20,000

16,000

12,000

8,000

4,000

0
0

R2=0.9258

5,000

10,000 15,000 20,000

Smart-seq2 (SS2)
replicate 2

SMART-Seq mRNA LP (with UMIs) replicate 1

Rep 1vs.
Rep 2

Rep 2vs.
Rap3

Rep 1vs.
Rep3

R?2=[ 0.9655 | 09614 | 0.9616 |

12,000
RZ = 0.9655
.
9,000 ;-
.
6,000
i
3,000 Lo
wr
i
0 3,000 6000 9,000

12,000

SMART-Seq mRNA LP (with UMIs})

replicate 2

ESMART—Seq mRNA LP (with UMIs) (SSmRNA + UMIs) 5Smart-seq2 (SS2) HIMREH#ITELE . ERER, £

SSmRNA + UMIsTHRERERENESTSS2, AEaMREE. B 5SS277;58L,

EEAESHAEE M.

10 pg input

All reads

Single-cell input

*{ R2=0.898

Measured TPM + 0.1

g

2

2

g

R?=0.788

102

108

104

ERCCs (absolute input molecules)

102 103
[ERCCs (absolute input molecules)

UMI-collapsed reads

B RIRNARTS

4% FMUMIRIERZE

SSmRNA + UMIs@iRAIUMIs,

s

R?2=0.951

Measured CPM + 0.1

g

g

R? = 0.894

FRAERE

AFLLGNHIXF10 pg RNA%H%AQH]H@ﬁ??fE’JRNAHZF T%)\ERCC
control RNA, fEFSSmRNA + UMIs#t{
M. ERER,

SRVERM.

AAUMIFE,

}J&E%%IR?EEHETEEJ,

Mo

2T IIFAISSMRNA + UMIsi

S+7AR, Bt BAREKFRINFEEE,
FiRl B B2 2 &I R S NRERIRE IR

REBSEPRPCREGIRINEE, MM

TX .

/\\\

HTMF
RIARM

UMIF{EKPCR duplication, IREEEHAIRNA counts,

104 102 102

102
ERCCs (absolute input molecules) ERCCs (absolute input molecules)

+ 0.053 < A R? after collapsing - + 0.106

¥ KBTS

Gene count 11,151 10,810 1411 10,845

11,254

BEAE@EEE RN/ MARTREEZE B ot &MF SE.

Bohtm) T ohFRTE, 125 TEMBINE, FHRARE
EtuE > T IR IR

SSmRNA + UMIsFEE %M B ftiRis TIrub  THEEL
B, LanERASSMRNA + UMIs?EMantis Liquid Handler
(Formulatrix) F¥ Rk MR RAFRMEZ1/2 (HV) . 1/4
(QV) BAKF#EmMosquito HV liquid handler (SPT Labs)
LBRNERFIRMIEE/8, HREREBSERRRNEFER
HEREE—HNER!

100

(+/-53)

(+/~58)

(+/- 152)

Percentage of reads

(+/-582)

(+/- 199)

111

Full
volume

Half
volume

Quarter
volume

mosquncl HV

None

(manual) |

MANTIS Liquid Dispenser

Liquid handler

M Mitochondria
B RNA

W intergenic
B intronic

M Exonic
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SMART—-Seq® mRNA LP
REEER B/ HMEBHEARRIMRNAX EAEEHAS

RUAERNA—-Seq

14

AR EIRETEE R NGS5 ERAXNR R¥ERSY
total RNA 10 pg—100 ng
mRNAMT lllumina Zpoly ARYEY] oligo dT3|47
giilial 1—1,000£fk
o RMHTEAUIra low RNASU O EMBEHCDNAS B RIS EERISRI AL
c RIS KERAER, XFHIMEREAFEE. MEERE. RRXTHE
* HEcfEAUnique Dual Index (UDI) kits (BIRSHE) , BEGFAIEAIFIT SN FISRE
o PREFRIFF ZBIEECogent™ NGS Analysis, A SERNF SR T
¢ EHE
! <cDNA&HE> <NGSYEHIE>
) Total RNA or cell(s) " ) " » * :o % oa
5"’M ° hptlzﬁs?len'r-Seqcos ﬁ ol
SMART-Seq vd Frimer lIA i DNA fragmentation, polishing,
Oligonucleotide First-strand synthasis and ligation of stem-loop adapters
and tailing by RT Nick
v 5
v ")
g ® ek
® ook i Nick is extended and stops
at the replication termination site
Pt foret plpe | g
Blocked PCR
Primer Il A \4 4—-.,\
"Ny\)kivwvvwwwvvvvw A 4UDI
g mplification an incorporatior
o % l prodpuces indexed libraries P
Amplify cDNA by LD e LK
PCR with blocked PCR
Primer Il A s i7
\ —_— —
* Douilestupeadeobn Illumina libraries with UDls
*
& THIEFIFR
@A BEE Code No.
24 Rxns 634768
SMART-Seq mRNA LP 96 Rxns 634769
4 %96 Rxns 634771
7 AKith&index, BHINEE. ##EFUnique Dual Index Kits.
O XBHIR RuEsn M B RICONAR E RIS
ERAR BXE Code No.
24 Rxns 634772
SMART-Seq mRNA 96 Rxns 634773
4x96 Rxns 634770

7£: SMART-Seq mRNA LPFISMART-Seq mRNAZESMART-Seq v4 PLUSFISMART-Seq

E3E .

v4 Ultra Low Input RNA Kit for Sequencingf?
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O HESREE. SESMNXE

SMART-Seq mRNA =
SMART—Seq library A
SMART=Seq library B
SMART—Seq library C

10 pg of Mouse

Brain Total RNA AZE] library A
AZB) library B
A%x8] library C
ALE) Kit
™ 15,000
" — & 14500
: —
3 E 14,000 i
; ° ; 13,500
12000 e
5" 3
= 1 —— § 12,500
L] {3 12,000
SMART-Seq mRNA LP ALE] Kit SMART-Seq mRNA LP A4S Kit

(BB BT Takara Bio USA, Inc.)

M10 pg/IERFdtotal RNA#EER, KFASMART-Seq mRNAZERCDNAG M. HEfE 7 A IEFASMART-Seq Library Prep Kit
EREME EREANALEIAFISWENE, FILREEER. ERET, SMART-Seq mRNA LPX E=E5TFALEKIt
FE MEelNEFEEETaEERIluminallF{Y. WNovaseq. MESMART-Seq mRNA LPEEMHEZER, ME
FERICDNARIARE “HiR ™ BE2rER!

9% TEEMREIIFHENER

Sequencing metrics comparing input RNA amounts

RNA source Human Brain Total RNA

Input amount 10 pg 100 pg 1 ng 10 ng
Yield (ng) 3.2 3.2 5.2 5.6 35 4.4 6.7 6.1
Number of transcripts FPKM >1 | 11,627 | 11,227 | 16,460 | 16,600 | 17,218 | 17,119 | 17,383 | 17,333
Mapped to rRNA 1.6 1.4 1.9 1.9 3.8 3.8 1.8 | 11.6
Mapped to genome 93 94 95 9 95 95 94 95
Pearson R 0.96 0.99 1.00 1.00

EFASMART-Seq mRNAGRMICDNAX E, AREENF. LRERSMART-Seq mRNABIRSAVERAINE, EEXIE]
rRNARIELBIAEER, ML BREALLHIRS. SMART-Seq mRNAES MWMERARIAHIT T, ELLE10 pg—10 ng
REEES P AR SRE. —HAONFETT.
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RMERNA—Seq

SMART-Seg® mRNA HT LP
EVEENNREE (one-step RT-PCR) AImRNAXEHMEIRFIE

14

FEAR R HCIRESEH R NGSMT ERANR RERSI

total RNA 10 pg—1 o

o Pe=1 19 MRNASM lllumina Spoly AHIEY] %%,Ei]o“go at
hifiia) 1—100£MAf

- BAMEARIERIE, SINT—$ERT-PCRYIELSEE, MMAL T Fahi@iEnta

- FEBMCIEY, FEOMNEMMTESEAR

 f&EfERAUnique Dual Index (UDI) kits (BRIRIHE) , AEFAFEAIFIT ST P15
- BERESIFFRIEECogent™ NGS Analysis, FIIUSERIFEHIRDHT

9> ERRRIERE
SMART-Seq mRNA LP
Add CDS Primer IIA 1

SMART-Seq mRNA HT LP

Preheat 2

1

RT 3 1 |
one—step RT—-PCR 2
PCR 4

Add Lysis Buffer 5 l

Bead purification

6 Bead purification 3

cDNA

2
4% BRI
AR axs Code No.
24 Rxns 634792
SMART-Seq® mRNA HT LP 96 Rxns 634793
4x96 Rxns 634794
7 AKith&index, BHINEE. ##EFUnique Dual Index Kits.
OF) XKERBIR inirm e S mn AR AT CONASI &S
e i BaRE Code No.
24 Rxns 634795
SMART=Seq® mRNA HT 96 Rxns 634796
4x96 Rxns 634791

3¥: SMART-Seq mRNA HT LPFISMART-Seq mRNA HTEZSMART-Seq HT PLUS KithISMART-Seq HT KithHyZEEt .
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€99» SMART-Seq mRNA HTFISMART-Seq mRNAZ [EfIEERAMTLLER

RNA source 10 pg Mouse Brain Total RNA
cDNA synthesis SMART-Seq mRNA SMART-Seq mRNA HT
Yield (ng) 7.3 8.5 9.4 9.5 9.9 9.2
Number of transcripts FPKM >1 11,455 11,267 11,349 11,582 11,670 11,454

0.97/0.67 0.97/0.68
Average Pearson/Spearman

0.96/0.66

Proportion of reads mapped (%)
rRNA 0.7 0.6 0.5 1.1 1.1 1.1
Mitochondria 2.8 4.2 441 37 3.8 4.2
Genome 92.3 90.8 86.6 89.1 89.0 87.8
Exons 74.8 72.5 69.0 67.3 67.1 65.3
Introns 13.3 141 13.3 16.9 16.9 17.4
Intergenic regions 4.2 4.2 4.4 4.9 5.0 5.2

A RHERASMART-Seq mRNAFISMART—Seq mRNA HTM10 pg/NEKERNAKIZCDNA, AEHIEXEFNF. &
BR, EFASMART-Seq mRNAFISMART-Seq HTIXFI &S ENHRASEES. SMART-Seq mRNA HTRFOne—
Step RT-PCR¥ZA, FIKIRAEFTIRIERT(E], {B1HRESSMART-Seq mRNAMEERSR .

) HRERRIXE
B

g

S

20

Library yield {(nM)
g

10

—_—

0
SMART-Seq mRNA
HT LP

ALF)KIt

15,000

14,500

14,000

13,600

13,000

12,500

Genes identified (TPM =20.1) n

12,000

SMART-Seq mRNA
HT LP

ALF)Kit

(#EE BT Takara Bio USA, Inc.)

RASMART-Seq mRNA HTSERcDNAERL, MEEDIERASMART-Seq mRNA HT LPHISMART-Seq Library Prep Kit

(SSlp) STHELBRERNANEIAFIZMWENE, FItRMEER. ERER, SMART-Seq mRNA HT LPATEXENI~
ERANEKIFTENSE, MESHXEFEEETEEERIluminalFY, ANovaseq. MESMART-Seq mRNA HT LP
NEERELLAN B EZ G 1 0%ATE R, MEIHAICONARIARE “1HIk " E2mER!

=/5 -
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r RYERNA—Seq 1

SMART-Seq® mRNA Single Cell LP
T BN TRNA-Seq MR EEM BT &

L S =t N F NGS5 T BERANR RFEREI
gl b i) mMRNADMT Illumina Spoly ABIEY %ﬁ%ﬁ!oligo daT

RIMTTERIRNA-SeqMTAtiz, B3 MEARHIFCDNAZR X EMEIRIEE
FEEEATRME (LEZRNASSIFERAMAEFNMAIZ) RNA-SeqfiIffisT
H&EcfEAUNique Dual Index (UDI) kits (BIRIHE) . AEGFAIEAIFITSNFPISEE
BEERIFF R BV Cogent™ NGS Analysis, BISERGMF SR

> ERAVRIERE

1) Single cells

4) Sequence on the
Illumina platform

2) Full-length

cDNA synthesis
Time: 7.5 hrs*

3b) Library pooling
and purification

-—— - - - —— -

3a) Library prep: fragmentation and
addition of unique dual indexes (UDI)

* Times vary by sample number Time: 2.5 hrs*

¥ HR5Ix
AR [2E2S Code No.
24 Rxns 634786
SMART-Seq® mRNA Single Cell LP 96 Rxns 634787
4%x96 Rxns 634788

7 AKith&index, BHINEE. ##EFUnique Dual Index Kits.

&)Y ZBHIR ammcoNAsIE IS

B BxE Code No.

24 Rxns 634789

SMART-Seq® mRNA Single Cell 96 Rxns 634790
4%x96 Rxns 634785

7£: SMART-Seq mRNA Single Cell LPFISMART-Seq mRNA Single Cell:@SMART-Seq Single Cell PLUS KitfISMART—-Seq Single Cell
Kitl) &L

9  Clontech TakaRa cellartis | BMBENFE D= RikFIER



r RUAERNA—-Seq 1

49» SMART-Seq mRNA Single Cell LP 121588 HLAERNA-SeqBRFEFI

T 15,000

o — S s T RASMART-Seq mRNA Single Cell52RcDNAS
Ew — 2 om B BEEHRISEFASMART-Seq mRNA Single Cell
3@ 3 1as00 LP(Sssc Ip)FHISMART—Seq Library Prep Kitf&tk
5 T SHEEE ANAL SRS, LR
3 % s HEER, BRI, Sssc IPRNENTEES,

10 N E

0 - BEelo R EZHERA,

SSsc Ip ADNFIKit SSsc Ip AAFIKit

(#E BT Takara Bio USA, Inc.)

999 SMART-Seq mRNA Single Cell LP vs AABHRHIE

(A B
= 5,000 o u

4. J . P ™ ® AAF]-neg control
ﬁ ,500 I§ 10 m' ® AZAF]-pos control
= 4,000 E ® ARE]-single cell
& 3,500 ®SSsc Ip—neg control
= 3,0004 T 2 o~ 59 ®SSsc Ip—pos control
g 2.500 + E i ©8Ssc Ip-single cell
B= O - 0
£ 2,000 s g
&
= 1,500 4 _5
@
§ o : ot * T
Q 0 = v - am

SSsc Ip ARATIKit SSsc Ip AATKIt 2 -1 0 1 2
UMAP 1

#Exon Hintron ®intergenic BrRNA BMitochondria

(BUBRT Takara Bio USA, Inc.)

N RIEFASMART-Seq mRNA Single Cell LP(Sssc Ip)FIARBRZEIRFIE I FACSMARITAAEHIECDNA, RAEHIESEFF
M. SAREIEERFIEMELL, SSsc IprIULLAR B FIGERNEZ40%, EEESHIREE, SSsc IprIULENEES
FISNEFER. FINBIUMAPHT, Ssc IpHIFAIEXTER. BEMEITEELUR B4Rt A 2 B BB .

9>» SMART-Seq mRNA Single Cell vs Smart-seq2

w 12,000
4 9 S
g ® = 1,000 I
E 70 % s
10,
: o E
5 3
@ 40 5 .
] 30 E 8,000
=2
bai] 7000
10 E
0 @ 6000
Smart-seq2 SSsc 5,000
= Mitochondria mrRNA = Intergenic mintron = Exon Smart-seq2 §Ssc

BUHE RRAE 2 GM1 2878 LA N E AR B X, M BHEFASMART-Seq mRNA Single Cell(SSsc)fiSmart—seq2&micDNA,
RIEHIERNA-Seq X EEH{TMFE AMT. Smart—seq2sE RELI B ERAER AL RS, MieNZ|ERERAIreadsEAEx
8, SSscHERMIEIELSmart—seq28 £ HIEHR

https://www.takarabiomed.com.cn 10



r RUAERNA—-Seq T

SMART—-Seq® Stranded Kit
B IA TS R IERNA-Seq X EE B IRFIE

paxm T 2 NGSA# BN REERI
total RNA 10 pg—10 n
RN lumina | As ML KB | EREEHEM
il 1-1,00040¢

AHEFSHMERNA, BEERNA, KIEZRIZRNA!

,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,, -
V' poZRAZIERNA OK Vv KIEERRBRNADMT OK v BHESMT OK
Vv [EfERNA OK V' FFPE/LCM3EJRAIRNA OK Vv SERREST OK
9 BRERE
* EAT * EL2
BIIPCRANIEL AAFIRAEBERIscZapR &scR—Probesii A, EXEHIEIIEDE
FRIZIE(ARCDNA, EMAEZFNE (ERRIZFEARNA)
1-1,000 celis Total RNA > = =
o e R, ot
B =9 =@ O e
o‘b{}ﬁ iy - Frc;n RNA
Optional pooling for 1-10 cells
v Cleavage of ribosomal cDNA
fﬁﬁ# 5'wvnnnnnnnnnnnnnnns 3 with scZapR and scR-Probes
L SMARTSeq «— Ng Primer v
Stranded Adapter EL’?:[;:’I,?"R.‘:‘“" — -
v — =
" _,y.:f.\m" 5 vANAANNANANANANANANNS = &
% — - o
Tor;'plutos:vlwlbi‘ng‘_
1 and axtansion PCR2:
gl v Enrichment of
v FRRR uncleaved fragments
s ..--‘ﬁﬂ‘ﬁ #—— 3'PCR Primer
PCR 1 Read 2 RNA-seq library
Addition of lllumina —
adapters with barcodes et
< Read 1
4% HmyR
FEERATR s Code No.
24 Rxns 634442
SMART-Seq® Stranded Kit 48 Rxns 634443
96 Rxns 634444
SE: IndexFhZENBIF12, 48, 96T,

11 Clontech TakaRa cellartis | BB AT MERISE



4% TR mEREINEIMELLR

Sequencing alignment metrics for A375 total RNA and cells

Input Total RNA | 1,000 cells |500 cells | 100 cells| 10 cells | 5 cells 1 cell
Number of reads (pairs) 6,000,000 6,000,000 |6,000,000 | 6,000,000 |6,000,000 | 6,000,000 | 5,873,974
Number of transcripts>1 FPKM 13,260 13,294 13,583 13,520 12,726 12,602 11,540
Exonic 34.7 36.4 39.2 42.7 36.7 36.2 37.3
Intronic 29.6 29.3 27.7 28.3 34.0 30.4 21.1
Intergenic 14.2 13.4 12.2 12.9 16.7 16.8 10.1
rBNA 7.0 1.4 115 6.3 3.6 4.9 71
Mitochondrial 4.1 35 3.7 4.9 3.8 4.4 4.6
Overall mapping (%) 89.6 93.9 94.3 95.1 94.9 92.7 80.2
IncRNA mapping:

Number of mapped reads (%) 7.2 10.4 10.8 9.4 8.7 8.6 7.3
IncRNA transcripts detected 5,395 4,687 4,565 5,439 5,440 4,983 2,802

FFAFACSH B HA37540A,. 7251 A1-1,000 ™ AR5 FASMART—Seq Stranded Kitl &MFXE, Her, 1{5-1,0001
fOREIART, SN ES; BN ERRAR, 120N ES, N TR, BIRHERMMFR1,000 M 4EAE R 2k .2 RNA]
EXE., SHBHRERELL, UAREMEE (1-1,.000M48) REYEIEESHBEIIE. SRREA, EEL > SMEIAtT

FILGR{S ERRRSE

9> AiAFE (Stranded) 5SMART-Seq mRNA(SSmRNA)RIELER

SS mRNA
(N=21 cells)

Stranded
(N =14 cells)

12,500

Number of transeripts
>1 FPKM

12,0004
11,500+
11,000

10,500+

10,000

SS mRNA Stranded

BIK5624mBEACS, FFISMART-Seq Stranded Kit (Stranded) 5SMART—Seq mRNA(SS mRNA)#{T B L4BEEERE T
ZRRA, mMEFIEZEERANESERS (BA) . BSNENERANSEEY (BB) . MiftiziAStrandedidFl&
AILGAE 5SS mRNAHFAIEE A —HHIESR,

https://www.takarabiomed.com.cn 12
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99> EHEIDNA-SeqR5I™ &

RHAMKEDNA—Seq

14

T EmIs R Frm3EE FEmBIR [EEIEZS <
ﬁ?ﬁé#ﬁﬁ’ﬂﬁéﬂiﬂ’ﬂégéﬁw 18 iiéﬂﬂ‘ b PicoPLEX WGA Kit ?—?%::;mﬂ%g gDNA
Ziﬁ%ﬂ’ﬂiéﬂiﬂ@égéﬁﬂ‘ 18 fﬁiéﬁ?ﬁ 18 PicOPLEX Single Cell WGA Kit ?_l:)%::;mﬂ%g gDNA
EE;%}/@MUE@%@H}H@%E fﬁiéﬂﬂ‘ % | picopLEX Single Cell WGA Kit v3 ?—?%:l\s;mﬂp@g gbRA
LA T SRR LIEHISN VAT XEMERFIE | PicoPLEX Gold Single Cell DNA-Seq Kit + 6 Pg=30 pg gDNA

CNV#&

- 1-514HRE

13 Clontech TakaRa cellartis | BB MERISE




) [ PicopLex bl

PR ERAT HERNERYE
HBFEMEEFPMDNAFE D (KRRR) , wBEXRINFFAFENFERE, BLRELENREBARDNAHITEERAY IE
(whole genome amplification, WGA) .

MEX—IIRMFRATREB R RRIATIER, FRAERILTIENESE. 9—4F, XEEWMEEMERN, PLIENBAEREEE
FAR B ARER !
TakaraZ ) T sS#ATE A AR AIFTIRE SR, HELHAIPICOPLEXEA, BIFIELREDNAZMT !

+ 4 RPicOPLEXELAR- -+~

RGN R RGN INF, RIEYEA9S—E

ARIMBRMES. UDNAENRIRERELIE 1B AR TN 18, FES MEVNREI — MRt — S 1B A REH,
BAFRIF BB T8 e PCRIFIE P AT RES | NRUFIEHHRTTIRIUN, BT Rmit.

o BREEE, BERENRIERE
MRAZRINTY I8E, TS RIIPCRYIE, FHEINRNIREHGER™ .

© FENFMNERERE

Single Cell
Step I: Cell Lysis l

> Templace DNA p Q

M “"'Phh
. A
Step 2: Pream
l (12 cycles) "‘""‘-=- Step 3:Amplification
Extend ‘R‘#
primers
L e _——
'l=\l=\' I —
\ : ' : ]
&h, _——

https://www.takarabiomed.com.cn 14



r RUAEDNA—-Seq 1

PicoPLEX® WGA Kits
B ERATE (WGA) WA=

MEAZEE LR Nz FR
sy ediiliiol 1-104HRR CNV
SNV

gDNA 6- 60 pg FEFRENE

« BYiEsE6 pg gDNAIRRIEEEHDNAY 1EEFIZ
« BERN. I, STRMAERIEERIE (FoRFERERFEZ157)
« EEHENHEHEME (CNV)  REEREHE (aneuploidy) BRI

Y 2INRNE. 3P RMAERRIEREZ
RIFFFEIRIEI IR PRI MK, BETSEIERITER M.

$ min
ONE
Add Enzyme Extraction
Master Mix
Single Cell Amplified Library
@a —> —_—> —>  Analysis
&% HmylE
=@marR 2B Code No.
PicoPLEX® WGA Kit 50 Rxns R30050
24 Rxns R300671
PicoPLEX® Single Cell WGA Kit 96 Rxns R300672
480 Rxns R300673
24 Rxns R300718
PicoPLEX® Single Cell Kit WGA v3 96 Rxns R300722
480 Rxns R300723

15 Clontech TakaRa cellartis | BB MERISE



99» PicoPLEX® WGA KitsRFIRISCEF=ERIA/

PicoPLEX® WGA Kit

PicoPLEX® Single Cell WGA Kit

PicoPLEX® Single Cell WGA Kit v3

XETE

2-5 pg

8 —12 pg

2-5 g

SRR

100 bp — 1 kb

100 bp — 1 kb

100 bp — 2 kb

4% BAIRERANSEIERY BN ERESIICNVA T

[A] FACSH %R IELRA (no cell, 1 cell, 5 cells) #2PicoPLEX WGA Kit¥ 185, #1TqPCRMMT. SAREFES THHEY

HEELRI, BIMESRIER. L TEAE (no cell) BIEMER TRIER

EI==)
B =o

[B] fEAPicoPLEX WGA KitX BB NINRECEM ST 18/E, 2224 sure arraya i, B2 TEMRAICNVER, BRRE
7~ T Monosomy & £ @ (AR {E M,

9> SEREEHELH

Depth of SNV position =10 Allele | PicoPLEX WGA v3 | PicoPLEX WGA v3 | AZATkit A kit B E]kit BAElkit
frequency =20% 1 cell 5 cells 1 cell 5 cells 1 cell 5 cells
Bulk Rep1 Rep2 Rep1 Rep2 | Repl | Rep2 | Rep1 | Rep2 | Rep1 | Rep2 | Rep1 | Rep2
Number of SNVs called 74 57 67 69 67 34 57 62 67 |Failed|Failed| 40 |Failed
Number of false positives 3 1 0 1 5 1 5 7 |Failed|Failed| 0 |Failed
Average false positives 0.02% 0.05% 0.03% 0.035% Failed 0 |Failed
Call rate 78% ‘ 92% 95% ‘ 92% | 47% | 78% | 85% | 92% Failed‘Failed 55% |Failed
Average call rate 85% 93% 62% 88% Failed 55% | Failed
Missed 17 ‘ 7 5 ‘ 7 40 ‘ 17 12 ‘ 7 |Failed ‘ Failed| 34 |Failed
Average locus dropouts 16.2% 81% 38.5% 12.8% Failed 45.9% | Failed
Number of heterozygous
SNVs called 45 45 38 45 45 36 31 38 41 |Failed|Failed| 32 |Failed
Average allele dropouts 7.8% 0.0% 25.6% 12.2% Failed 71.1%| Failed

(#EsR B F Takara Bio USA, Inc.)

LEYERE (1 cell) FN5NERE (5 cells) AIGM128784A8% (Coriellff52fN) #24A (—=XMR), /2 BIEMAPicoPLEX Single Cell
WGA v3, AREIRFISFIBAENAFIE, MUKkbulk gDNANERSIZSBEREBY LY, HITSNVIEIRILLE, HEHhBA SR
BRABIET BB, BRES celsHERT—NEEEBHIIEFHITURF, MEMMATIIRAREHTIE. 55
b NABIRFIEMBLL, PicoPLEX Single Cell WGA v3EEEScall ratestIBRIIZEMNERERE.

https://www.takarabiomed.com.cn
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PicoPLEX® Gold Single Cell DNA-Seq Kit
BYARIDNA-Seq X EHBIRFIE

=i HCIRESERE W FH NGSHMiT
Eizhe 1 -5 N CNV
Ilumina
gDNA 6 — 30 pg SNV

o PIAMERERRE R A4 B S BT AUDNAT R 3B
© INRRITOERIZ, FomRIERa REEI0
- EEENHER (CNV) . BEEEER (SNV) . FBARK(ndels)IEHRER (SV) WA

Rr-3 =]
”’ /ﬁ*ﬁiﬁg Single cell
Step 1: l
elllypnle Accumulating
Template DNA halrpln molecules

Xk, PQ

Extend and recycle N
template
Step 3:

Step 2: Pre-Amplification
Denature Pre-Amplification Cleanup

R q and
reprime ;?;eefls 1
> N Exterid / : < Step 4: Amplification

primers P e—
—————————
E ; ——
—_—
—
—
—_—

30 min

Hands-on
time

5min

ONE
Add Cell Extraction
Master Mix
Single cell AMPure Amplified library
. > —» — — —>p Analysis
15 min T —
4 HlmFIE
AR BixE Code No.
24 Rxns R300669
PicoPLEX® Gold Single Cell DNA-Seq Kit 96 Rxns R300670
384 Rxns R300698
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9> PicoPLEX Gold vs MDA.

Single Cells 35M Read Pairs

I =
PRI (i Arg RS
™ A% 3
S ' : (MDA) i !
| doanll sl Y. ...Au.lu..u.d._;. ...._.1.5r;,.n“..m bt ket e ..A ..LH_..MH
: : L PicoPLEX Al
| o Gold il | |
| | il
Single Cells 35M Read Pairs
= BT == i e e S ——E AL
--------- ; P e =1 3l =3
#1 = ERRE I T “e_.d] AR | S==---- T T mmemmemeem=- "
w|® SR s ———___| (MDA) TR = hes e
] S m—mmm—oomme- s L1 e
= e e e e e 7 v e e ey ¥ T
#h . | #1
- .| PicoPLEX = = =
I L.?J‘.J P N *..ULJL..LI.J‘? L[J.,l-lfu)., Y w— Gold ¥ |: T 49

PicoPLEX Gold Single Cell DNA-Seq Kith)EZE45 5!

PicoPLEX GoldZBR~HEEHTINEBEE,

49> SNV

High SNV detection rate

B 75 (MDA) W PicoPLEX Gold Ml PicoPLEX WGA
400,000 3.
350,000
X
300,000 g
2
g2
® 0
£ 250000 2
z k=4
& 200000 (=]
z 3
5 150,000 S
= § 1
100,000 £
S
Zo
50,000
: i o

MDA MDA MDA PP PP PP MDA PP PP
ic 1c S Gold  Gold Gold gDNA Gold WGA
ic 1o 5c GDNA gDNA

0.18

Low false-negative (allele drop-out) rate
A"_‘ MDA) coPLEX Gold [ PicoPLEX WGA

0.16

%)

0.14

(%)

(

0.12

0.08
0.0

0

25 0.
20

15 6
0

5 I N S
0 0

0.04
\IDA MD. A M"A MDA PP
gDNA Gold \vu/\

gDNA gDNA

Allele drop out
Allele drop in

S

(z\d (;\d (,\d

Panel A. PicoPLEX Gold (Ef) AalREENBESE,
RURMIEE Z RSNV (2-91%) . ERREHIMNE.
Panel B. 5AF& (MDA) #8Ett, PicoPLEX Gold (i

o
3

5
3

&
3

.00 - L

W A5
00

&
3

3
3

(MDA)

(#E R F Takara Bio USA, Inc.)

SESE, 29K eENE (5AmMDALMELL).
LIgDNARER (NA12878) FIBAAREREA (GM12878) #28A. fERIPicoPLEX GoldFIAF= G

TEERAY 18, BLLERTMDA,

Balanced amplification

M PicoPLEX Gold

Lllllltlﬁhilu

018 0.23 0.28 0.33 0.38 0.43 0.48 0.53 0.58 0.63 068 0.73 0.78 0.83 0.88
Minor Allele Frequency (MAF)

High fidelity (low allele drop-n rate)

W A7=5(DA)

MO, /\ V\D\ ND/\

W ricol

PLEX Gold [l PicoPLEX WGA

MDA PP
gDNA  Gold \/\CA
gDNA gDNA

GH "\

($URRETF Takara Bio USA, Inc.)

5AF& (&) FPicoPLEX WGA (£8&) #Etk. TIUE/RE

) BEEIFNFNERTE (RE) .

Panel C. PicoPLEX Goldf)TCiRY 18, fEMXRIPNE B ERI FRUR AT, RIMEKRENFMUERRNE (BB .

Panel D. PicoPLEX GoldifFIE&hHR A EEESFREE (&

TFPicoPLEX WGA (£&) .

b

BEEFUERBAERSATm () HY,

BEARAK
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) Cian: siamanniishinn |

Takarafefft TEMRIFLAREN N BN, 7T IERRMAERIOTIZRMTREABATRE, BITTR T HRIETGUI-based

BT TR, ZENERiREH TRMMEEE MR AR,
Cogent™ NGS Analysis Pipeline & Discovery Software

Sequencing
run folder

l IR A

= Transcripl counting

Sl - Gene fusion delectic
FASTQ records . [m:in;ﬁ pt::lili:gﬁ . Deskiop
demultiplexing, ‘ Sl
barcode ‘ = analysis
counting
IR S
Sl
read file
Demux Analyze Visualize
Cogent™ NGS Analysis Pipeline Cogent NGS
Discovery Software
Cogent NGS Analysis Pipeline Cogent NGS Discovery Software
© ERNRE, EENRE. BAKSTEE « BEFRREARTEE, ATFRZ2HM read counts
- EERVRME. MEMETLinux GUIBIA T RS ERZIMINE
o B ERET Bl I A R T EURE © FIERAIPTIRE
+ El&quality—control filtering, PCA, UMAP, tSNE
polts, REXDHTEIRR
UMAP analysis
100 5 15
80+ 104 ‘a -
£ 60+ o
g o
2 o i
=5 =
. J2oh
s Barcoded  Mapped Uniguely Total Total Intergenic —io 6 1I0 2l0 30
mapped exon intron UMAP 1

Reads

- AREETEEENFR, SRURFNERN. BIAERTEEAAE, 1 RAERTA. WIRIERIZETTAT . AT R. IRk RER
mF 7 H.

C REARNFFA], PEF@EE - Fib. ERE - BN RER. URATE@IHIE.

- BHAFRERIBEALN T MG AL https://www.takarabiomed.com.cn/o

- REERNEBHMNA S ARSI ATEMESERHFINE, BRI A SNERECEMET.

- AEETUNRTFHERMEXEFER, HittXEF 155182 IERE.

- AEETTLEHITRERZ2023F9R1 HNER, RMERBFSELAEEN.
Verd  2023%F10AENRI  1.5K

] = HiE: 4006518761 4006518769
EEEEM* (;":5{) EBE/AE.I E-mail: service@takarabiomed.com.cn

R4k www.takarabiomed.com.cn



