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TotalSeq™-B and -C Hashtag Reagents:

TotalSeq™-A Hashtag Reagents:
o BIA—NY BMCIDE10BEDOE NI TILAE

o ENTITILE4ER. YOXRYTILAIZ
15184 HDHashtaghiiAZzCFHE L TULET,
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Nuclear Hashing (Y22 )LH\&DIES) -

BE—1%RNA-seqZFIFI T & T, MlEEERZAR T D ENEE UV VERICH 1T DHFRDIREE > IR A
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RiF Ui S EZER z AR T ENE# ULVZHTT,

CDEDIBBFICHBNT, BLRY TN SR UTIeZRE LT —IL T D12 (ChIFE LTz Nuclear
Hashingit3 T3, #FADHashtagh Uk (IIEFLIESHS > /\TE (nuclear pore complex proteins) % 32a
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MENES, EREDESDEZE/IRICIIZ D ENTEET,
TotalSeq™FEH I T I BmEFERT DFS

o 1HTILDITDFENIDODFI1—-TICADT o HRBEAMEEEIRD LD, BRHIICERHFIRTEHTY,
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Universal Cocktails

TotalSeq™ Human Universal Cocktail (TotalSeq™-A,-BE/=(E-CTA—<w ) &FERLT., RERMERICHTTSD
BRZEDERDFELLD. Z<DY/\UEZBRHETDEHIC. BAEDOIFTIVICIF125FE8E EDfiR &

BET D7 VY T FO—ILAAEENTWVET . EFHEDIFTILICDWTIRBIEMZER &2 pasER
ZEUICXBI T BIEH(C. TNZNOFURIRIERS —o > > JDEREFB U TERIICYA SL—>3>
LCW&EY,

TotalSeq™-A Universal Cocktail v1.0 TotalSeq™-B Universal Cocktail v1.0 TotalSeq™-C Universal Cocktail v1.0

e mMRNADIBIE(Cpoly(dT) AT e 10x GenomicsftdDFeature e 10x GenomicsttMSingle Cell
XL AF Rz Barcode7 7/ O~ —%=fEH Immune Profiling Solution (v1, v2)
XPETSwY R IA—AIC g B Chromium Single Cell Gene [CHISEUTWETY, HfaRms
WELUTWLWETD, Expression Kit for cell surface INDBEDFRIR, EEY).

o 154FERAD—RIUA & OFERAD protein (v3,v3.1,v3.1 dual index) %@EO)BCRB%UTCREE?UE
)% ML, [CHIELTVET, BRI 3T N TEFT,
MEERENTVET, o 1MEEO—RGUAEHERD o 130BEDRHA 7RO

TAIIALT> kO—JL 7’(‘/’5”1’73) ~O—)LH5
NSEBRENTVET, BRRSNTVET,
/ cD3 CD4 CcD8 CD11b CD11c CD14 ‘\
Protel'il:; |(1ADT) Y ™ y S
Low r;,c‘ e
RNA : \
High
D16 D19 CD40 D45 D56 CD154
Protein (ADT) 3 . . 4 Y
3 ]
Low ';"3‘
RNA ) %
High
N o

E FPBMC%& TotalSeq™-A Human Universal Cocktail v1.0 &RISE . 10x Genomics#tdDChromium Single Cell Gene Expression 3' kit v3.1Z BN TR U,
AIVZFHDS - P —TFT—FZBMEBELE U, F2/INIBEERNADAT Y M —FBRZRU. T2 ) \OBBRKURNADRER LNV ZERENDE TUMAPT
HAERUFEURZ, I9SRI—(FF2 I\ OBRIDAHCEDNTHBI LUE U,
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TBNK Cocktails
TBNK coctail(&CD3. CD4. CD8. CD11c. CD14, CD16. CD19. CD453KUCD56MFIRICLD T, THIAE. BHEAZ
B RUNKHIABZ BN TE DK SICFHET SN TULVE T, TBNK cocktail DI A4 —< W M ITotalSeq™-A, -BETz(F-C%&
CHEULTVWET,

4 N\
High
_ CD56 CD14 CD11c CD16
:_ Low
: ¥ 1 I I 1 I I 1 I 1 t 1
N 4

t NPBMCZCD3. CD4. CD8. CD19. CD56. CD14. CD11cdBRUCD16(ZX T DA% ST TotalSeq™ Human TBNK Cocktail EZIGE . 10x GenomicsttdSingle Cell
Gene Expression (3'kit, v3 with Feature Barcoding technology) CAUE L. (IL=FHDS—5 B —TF—FZEEBLEUz. I2/IN\TBDHD> -5 HU.
HNOFTILOEFAIMELE UTe S I\ OBDOFER LN ZERENDE CUMAPTREIL UE Uz, T RI—(FI/IVOBRIADOHTEDWTHBI LE LTz,

ARICHBERN —D—IMENDITILICETNTVRNWTI N ?
ERDTUAZ D OFTIVIGENMU T, BBRN—H—ZMRADZENTEET.
SHOEERERZDOFTNS. LDZDY—FY hERDIFELLD.
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HRILFAZORT - DFEM(C(ETBERY — )L ELEREFIHIBECRDET, 7—F72DFE<
RTCEDINEDIMNE. UY—XREFIFATESDN. TUTHRBOBEFEAN 7 TV —2 3 > ZREBICFED
CENTERINEVOIEENEE(CRDET, T—IBMEBB(CIDEHIC. JIVFAZOZEERTA
VI KD (Multiomics Analysis Software, MAS) ZRIFELE Uz, MASIZT S RR—=XDTOTS AT
BRITHEWNWZEITET, \AAA> TAYT o OXICET DRI NELS TE. ATE-seq7 —5 %
RELEHECGANDCENTEET,

VIMIIT7DRE o TotalSeq™TADREFRICED .
o ITI)ILTELNWVDRITNWI-—H—>245F—-T1T—X JO—HYA rAKRJ—DELSRR

G —F 4 >0 & {FEFRTEE
e UMAPYSNE. TriMAP & L\D F2iRTTHIR:
J0Ovw bEVEREIEE

o EBDWebT STYNSHIFABIAE

~

View Protein and RNA Compare Clusters to Identify

Create Interactive Plots for Easy Exploration of Single-Cell Data !
Expression Data By Cluster Markers of Interest

Visualize Protein and RNA Expression

-
B
-

Recommended MAS Workflow

Perform RNA

analysis to create Add gates to n Gengrate. CIusterceIIs.usmg Explore data and

5 dimensionality community N 1
U Review thresholds for clean up data : A perform differential

pload data d ltiplexi Tt and define cell reduction plots, detection . lysi
to MAS. emu u?texmg — n Ie t.ne € £ including UMAP, algorithms to exphr’e:smn ana”y5|s

resufts. no?malize . pol?uta '025 o tSNE, and understand cellular € :Neten e
9 Interest. TriMap plots. heterogeneity. clusters.
expression.

Learn more: biolegend.com/ja-jp/totalseq/mas
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Bulk Epitope and Nucleic Acid Sequencing (BEN-seq)

—RREI(C. JULORNAS —4 >3 0 (IR — I MR EE M8 > ) LOORNARIR = f#tfr 9 B e sb (C{EF
INET, R, COFETEY/N\OBEZRBCHRE LD, 1E0OXRBRTERDY>/)\UB=EETD
CTEEFTEFRBATUR, IS —4>ROTONIILES -5 >0 KB )\ 0BRENTES
EOSWENTETELED, HlRREAEAEFES)ULOS -0 > R ICEALTIE. CNETZOLISRRAEG

HAFEN TOWIEATU.

BioLegend & 1 /L= W HEFAFE UTZBEN-seq D —2 JO—TI(&. JULORNAS —4 > X DHECHHE &
TotalSeqM-ANiAZERIGEEH T, CNICKD. HRKRES >/ JEERNAZERICAITCEET,

Step 1. Label Cells with
TotalSeq™ Antibodies

Antibody Binding Wash Cells

Key Features of RNA Kit

« Captures Small RNA (17nt)
* Proteinase K Step
* Skip DNase Step

Step 2. RNA Extraction Kit
with Proteinase K Step

Whole Blood
Plasma Serum
PBMCs, Buffy Coat, etc

¥

DNA/RNA Shield™

(Optional Storage Transport at Ambient Temp.)

Proteinase K Digestion
Releases TotalSeq™ Tag

l

Purification ' Isqlate:
Column Spin
Elute
Add Ethanol
-t
i Purify and Concentrate:
] (Optional DNase | Treatment)
Purification Spin
Column Wash x 2
Elute
- Skip DNase |
Total RNA
+
TotalSeq™ Tag
+
gDNA
.

Step 3. Isolate TotalSeq™

ADTs and RNAs
T
SAV-mag Beads Loaded with
Complementary Oligos
ADTs RNA + gDNA
—
.-‘4. " ]
DNase |
Treatment
Step 4. Library Prep
and Sequencing
1 Purify and Concentrate:
(Optional DNase | Treatment)
Purification spin
Column Wash x 2
Elute

Concentrated Total RNA

Find protocols and download an application note: biolegend.com/ja-jp/totalseq/ben-seq

biolegend.com

(Including Small and Micro RNAs)
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AUTRTLAF RE#HATotalSeq™-DEFAWVT, 1HIFIL NIL TOBEIG TN &5 > ) BRI %
EHENDEBZTET, BEFENSKRBEFTTOEMOBBEEZMRLUEL LS. MRS —>2 2T
BEZSHTRI—RT > TILPDORRDEGFEEDHIT DT ENTETT. TNE. HAREDEMR
REBRIBRT BIEHCEETY.
FONNOBRBAORIBEMNZ B ETES5CEZL DBHREMETE, ROLSBRT EHTAEEERDET,

o RERRMEFRCHEFTZCET. BEFHD * FHROF-TY MRICEERTEET.
ZEMEEOMIBOEERECEEL TLBN o —EEZR (SNV) DEA - REZE (Indel) .
ESHEARBZENTEETY. JE—#ZR (CNV) 92/ \UBERBFICRETS

TET, BEFRERREEBEMITIZZEN
TEEY.

Mission BiottDTapestri /5w k2 — L [CBioLegendDTotalSeq™M-DIAZHAGINDE T, AI—2H > TILIC
BITDELFEEZHASHNCL. TOERESI/I\UERADREZRANEL L D,

#H(3 25 5: biolegend.com/ja-jp/totalseq/single-cell-d
4> )78 EDNAZ RIS CIRIET 3 1=hDT—o I 0— OegenC oMz jprioiaiseqsnge-cel-Ana

H> )% Mission Biott(DTapestri iR % A% LDNA% fifR/\—-0—kz H—5y  EHEEL =%
TotalSeq™-D¥ifk & TS5y RIA—LT IO F > h ikt 93 SATSU—=ERTSD 170\ BTD
Rit=E23 R DOXNITD [Sels)
Barcoding Beads and Reagent Mix
» | E
Protease Qil 4
m&EHIFTIV

TotalSeq™-D#i4k(EMission BioftDTapestri TS R I A — AICBEATEDILIKET SN TLET, ZNEND
FUASIHBIEERS) . O0— AFRNRTA/N\—O— REgF). AILZFTHDS -2 22 0T5y hIA—AIC
B DIHBPCRI\> RILZEV AV TR L AF RMME#HENTULET,

TotalSeq™-D Heme Oncology Cocktail v1.0(F42FFFED—IRIUR E3TEFED 771 VI T 1> hO— )L SR
ESNTVET, TNETNOHIARSGRE/NEREZFRIECETDILDOBAICHII L —23 > L TVET, Fo.

TR OFTILRIH > TILD T DENIDDF 1 —T(CAD TVWBDTEF T,

TotalSeg™-D Heme Oncology Cocktail v1.0 Targets:

CD1c CD10 CD22 CD45 CD64 CD138
CD2 CD11b CD25 CD45RA CD69 CD141
CD3 CD11c CD30 CD45RO CD71 CD163
CD4 CD13 CD33 CD49d CD83 CD303
CD5 CD14 CD34 CD56 CD90 CD304
CcD7 CD16 CD38 CD62L CD117 FceRla
CcD8 CD19 CD44 CD62P CD123 HLA-DR

Protein Cluster Signature vs Analyte and Barcode, Subsorted by DNA

Protein DNA

Naive CD4+ T 13.8%~

Memory CD4+ T 8.4%-

CD8+ T 11.7%-

€D303+ 0.8%- Missing

Dendritic 1.3%-
CD16+ Mono 6.4%-

282D R —HROPBMCZERE U, TotalSeq™-DIiAR & Rits
7z, Mission BioftMDTapestti 5w kT # — A TUIR
LEULE. E= YT TRENLTDZECELD, AFED
fpR(ChHlz> TR—MEHh SEIEFER T I\ OBERIRD
T ZRARKFICEIETERENTIMNDET,

CD14+ Mono 28.9%

0.5

FceRIa+ Mono 7.6%

Customer Service: 858-768-5800
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BEEUTIES—
TotalSeq™&EFICDVTED EXDTZVVA, EDKD [CHAFRICMEZINT D ENTETDDONDIZLTEIE,
BAEBENCDTEF— (FE) ZZ&ZS0.
TROLSREBEZCARUTWET

« Simultaneous Proteomics and Transcriptomics Powered by TotalSeq™ Comprehensive Multiomics Solutions for T and B Cells

Multimodal Techniques for High Content and High Throughput Cellular Phenotyping
« Getting a Grasp on Multimodal Single-Cell Omics Data
Single-Cell Biology of Barrier Tissues and COVID-19

#0135 5: biolegend.com/ja-jp/video-library
0P LEE
TUADRIRIIDIZHDE > b, CITE-seqDEAR, BH—illlgDBADOBEL L, 1#ilRILFAZIAD
FElCDOLWTRIOTVEIEL TS,
(32 55: biolegend.com/ja-jp/blog
eBook&EPI VU —>3> ) —b
eBook&E 7T —2 3> ) — A D2O—- RUT, WILFAZOIEER(CH T BTotalSeq™iEDBE A%
FUFL&L D,

« eBook: The Evolution and Future of Single-Cell Proteogenomics

« Correlated Expression of Protein and RNA Using Bulk and Single-Cell Proteogenomics

« Single-Cell Multiomics Reveals Novel Correlations Between Genomics Variants and Protein Expression in AML Patient Samples

A>0— RIZZ55: biolegend.com/ja-jp/literature

okl

=220 0—-0TJ0—(CHFBTotalSeq™MBRDEMTER. TOR L TEREC E(CTHMLUTVET.
1832 55: biolegend.com/ja-jp/technical-protocols

B D

Multi-Omics Resolves a Sharp Disease-State Shift Between Mild and Moderate COVID-19

Su, Yapeng et al. Cell, 183:6, 1479 — 1495 (2020).

C DA T(E190FEFALL_E DTotalSeq™FLiAN SHBRL =N D/ \RILZFBAUNTCTE-seqZ1TV\. FTARDFRE Rz Z
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A Conserved Dendritic Cell Regulatory Program Limits Antitumour Immunity

Maier, B. et al. Nature, 580, 257-262 (2020).
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Buyer is solely responsible for determining whether Buyer has all intellectual property rights that are necessary for Buyer's intended uses of the BioLegend TotalSeq™ products.
For example, for any technology platform Buyer uses with TotalSeq™, it is Buyer’s sole responsibility to determine whether it has all necessary third party intellectual
property rights to use that platform and TotalSeq™ with that platform.
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