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REAfinity Antibodies
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Recombinant Antibodies
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y REAfinity Antibodies

REAfinity MEERT RN EXB S BESHN/NEIARRERENENRERERNESE (Fab) 2 A
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Manufacturing workflow for REAfinity Antibodies

Mouse Human IgG1 Antibody-defining DNA Mammalian cell Mammalian cell expressing
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RYRERRNBEMNBR AN —ZE  EHEYBENCRERNRINKRERAREL
REAfinity 188 - TR/EREBFIIERIALSWARAPRE - MRAERECRVENBRE
TIEE - RYBAILRZEAN—20E @ ERARARERELFTE REAfinity 188 © EHRY
ARFKERFNEZRMERNEEN -

REAfinity Antibodies reduce the complexity of panel
design with only one isotype control required.

A Hybridoma-derived monoclonal antibodies B REAfinity Antibodies
\ N/ \ N/ \ SN/ \ N/ \ N/ \ N/ \ N/ \ N/ \ SN/ \ N/
N ONE NL N NY W ONL NE NN
Il il Il Il Il
[ | n I n [ [ ] ] ]
cD16 CD133 CD127 CD25 CD4 CD16 CD133 CD127 CD25 CD4
Mouse Mouse Mouse Mouse Rat human human human human human
IgM 1gG1 lgG2a 19G2b 1gG1 1gG1 19G1 1gG1 1gG1 1gG1
\ N/ \ N/ \ N/ \ N/ \ N/ \ N/
N ONE NENE Y N
il Il Il Il Il
[ | | | n [
Mouse Mouse Mouse Mouse Rat REA control
IgM 1gG1 lgG2a 1gG2b 1gG1
isotype isotype isotype isotype isotype
control control control control control One universal isotype control

Multiple isotype controls needed

=115 REAfinity” Recombinant Antibodies

* SREMAL B - IREESNBEN
* JHBREEIH B B E /Y Fe X BENEER (Fc receptor blocking) 5%
* B —EARREEE] (Isotype control) © KTEETE A

Recombinantly generated

Made to meet new reproducibility standards

HUOXE—2tS

1 FH [F) B ¥y

One universal

ﬁﬂ%?ﬁﬂ%ﬁ??ﬁ / IgG1 isotype

Made to reduce
Mutated complexity of
Fc region experiment planning

Made to eliminate
background signal
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REAfinity Antibodies

MASRYBIRIEE 2L

A Mouse monoclonal B REAfinity antibodies
Intens. Intens.
* 23305.184 10* * = T mEl
wo i TEEM Wl ame S
600 _ - s
400 | EESNAMSBERMGEL » EANEBEEA T RSHHX

200 |

—HM - HIMNBEENECBBEEINTEE Y MREY

O O O Hmz PP OO . mz ﬁ%r‘—tr =l—u
o 20 (W PP (e i )= 12 = °
DS b PP TR "

Intens. Intens.

10*
600 T23635.658 * 2.0 *24044540
1.5
$00 99 Mass spectrometry analysis of purified antibodies shows that REAfinity
200 ' Antibodies are defined products, while hybridoma generated antibodies can
*24142 - 0.5 | be a mixture. (A) Mass spectrometry analysis of two examples of hybridoma-
0 : ) 0 y generated monoclonal antibodies shows that both contain a second light chain
e O . & P mz O L. PP O mz ; ;

i"@ »;’99 {,bc ,beQQ ,LDP‘Q ’L,f,cq?po@c%@cm@c ’f)@ with a molecular weight of approx. 23,635 Da. In one example bottom left, the

amount of the contaminating light chain was by far exceeding the productive
light chain of approx. 24,142 Da. (B) Two examples of recombinant REAfinity
Antibodies show pure light chain populations.

* Contaminating light chain > Productive light chain

Relative
cell number
Relative
cell number

HEXE—EES

JHZ@I‘ ’ ?idFﬂ@‘%Eﬁﬁ%)ﬁ?*—#Eéu&ﬁﬁ‘tﬁ%ﬂﬂr%én 401 10 100 10° 401 10 100 10°
200 » KOARERS BRI TS R R R R B — 3t Cs6-PE CDS6-APCVio 770
EBRCRESYPERRESNELERN a4t

58 » DR ESBTRORAIARDUE LS « o 8 o 3
> >
% E £
g = &=
] 8
Human PBMCs from a single donor were stained with CD56 antibodies
conjugated to FITC, PE, APC, APC-Vio® 770, or PE-Vio® 770 from two T = o .
different production lots, and analyzed on the MACSQuant® Analyzer. The d01 10 .10 10
overlayed histograms represent the different lots. Tandem Signal Enhancer, CD56-PE-Vio 770 CD56-APC
human, was used to increase stain indices of tandem dye-conjugated
antibodies. Cell debris and dead cells were excluded from the analysis
based on scatter signals and PI fluorescence. In case of staining with 5
CD56 conjugated to tandem dyes, DAPI was used to exclude dead cells g
from the analysis. = §
2 =
=3
401 100 1% 10°
CD56-FITC
— LotA —— LotB
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INBERYE —E =i Refinity s AR R G AR

T 7 =

i &% (Epitope competition assay)

P VA

%Y tb 8 REAfinity clones E2mH5 E EME 4] clones FI%E A 45 R14E » EITHFBE o #1540
MR 8 M AL UK 55 % LR REAfinity FBE— B 26 » RAEBAHBERETNEMER
clones & XMBEM T REE - ENERNENXEIR » HE clones HAIEL A R/RTEEE
(++) » HPEBE (+) HED2ARPIKRALA (-) -

Other clones Overlap in epitope recognition with REA196

s/ CD56(REA196) /15l L2 =
TULY56 ++

1ESHAREIE 4] clones B35 B8 =il 5.1H11 ++
% REAfinity clonesCD56 (REA196) AF12-7H3 -
ALUTRERANES 88 : %28 C5.9 t
B (++)  HAES (+) RR2RE NOOT/NKH *"
tZhr () o CMSSB *
B159 -

HCD56 -

MEM188 -

B @ A A R H iw e T TR bR EREE

(Knockout validation via targeted genome editing)

W& ERARMEEMEREREESBIMARRPRIREER - YiEiELE KRR FFiE
BRER o RV ZIMEERRAIRGES - IRAMERARRUBFENES -
wT KO

Fluorescence microscopy image of CD53 knockout cells.
Wild type (WT, left) and knockout cells (KO; right) were
stained with CD53-PE (REA259, red) and counterstained
with DRAQ5 (blue) as DNA stain.

RNA F#&:3#% (RNAi knockdown)

T3 ER » £/ RNA T RNAI B FREETUR o 338 A/ NHIFFRES RNA BcE ERE 240 AR 2R M1 548 RNA

AVESEE o EAIAR SN AT MMV BIE R Y RSB IRV £1E -

Knockdown of the target antigen by RNAi. The left peak
indicates Hela cells transfected with AKT1 RNAI, the
right peak is the non-transfected control. Cells were
fixed, permeabilized, stained with Anti-AKT1 antibody-
fluorochrome conjugates, and analyzed by flow cytometry
using the MACSQuant Analyzer 10. Cell debris was
excluded based on scatter signals.
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REAfinity Antibodies

MESRYERE

NEASNESEHN B FRARNEEISEERREER © Mitenyi Biotec FRAILI T/ ERA R BB
B REANATAIREESN 52

2 AT EITIORE AR

R m DR ERARNNE  BEEREEEARRN - WHERARE @ L ERH
AR EENTEE - 35 ERAREEASKEBRRRENMARETERNENE - EULER
BN KEREREENARURREE S AL

High staining index with REAfinity Recombinant Antibodies.
Human PBMCs were stained with different hybridoma clones
and REAfinity Clone REA196 against CD56. Recommended
titer of respective antibodies from different suppliers was
used.

B bR 1T RELLER

BFIER LB B Miltenyi Biotec YRS HEEERK B A BB RS NEERIERE - LUR&E
MACS P4 BRI R VAT ARG S M AR AT A 14 RE o

Comparison data for clone REA196. Performance of
fluorochrome-conjugated CD56 antibodies (clone REA196)
were compared to two commercially available clones from
competitors in human PBMCs on a MACSQuant Analyzer 10.
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F B BRBUE
IRF REA {8817 GG » HHT/NEREIEMZRI NK cell

FER TR AN EEAS R E C57BL / 6 /NBRIBMAMBEITRE » IO NK AR /R NK
#HHE7E CD45 + / lineage (CD3 / CD19) PR AFEE PR E /& NK1.1 + 1 CD335 + A2 < /)
R NK A2 £ KLRG1 fYZRZEL B30 NK A1 AHER - R#R CD27 A1 CD11b By5R%EE * NK 4B R]
DEIERAREER o (DB REORPETIRIREELZ © S1 <S2 <S3 <S4 »

Configuration of the panel

Laser Antibody specificity Fluorochrome Clone
Violet CD11b VioBlue® REA592
Viobility 405/520 Fixable Dye
CD335 (NKp46) FITC REA815
Anti-KLRG1 PE REA1016
Blue CD3* PE-Vio® 615 REA606
CD19* PE-Vio 615 REA749
Anti-NK1.1 PE-Vio 770 PK136
CD27 APC REA499
Red CD45 APC-Vio 770 REA737

* Exclusion channel containing lineage markers to exclude T cells (CD3) and B cells (CD19) from the analysis.

Gating stratage

Splenocytes from C57BL/6 mice were stained using the described antibody panel to analyze NK cells. Mouse NK cells
are identified within the CD45+/lineage (CD3/CD19) negative population as NK1.1+ and CD335+ cells. Expression of
KLRG1 on mouse NK cells correlates with mature NK cells. NK cells can be divided into four maturation stages based
upon the expression of CD27 and CD11b. Stages in order from less to more mature are: S1<S2<S3<S84.

07



ISOTYPE CONTROL

EfEIH IR 18 (Isotype control) A M &M VAR AR DT E SR EKF - EFf A AR EE R4
MERPNERERE  fINES EAMEBRARNES ERAFEEINMENERELZSELSEB Fc 28
FTEAMNIFRRMEES - ABIHRBNENRERKBTR —NMNEEDBLURELLE S RnEEnE -
Blan 1gG1 » 1gG2a °

BE - BMRETT2EENRINRCR » MRMELNFFEMNNERLS - Bt R TTEERERNEE -
FEATARBENHRES - EHES T EHRERHRIE (Isotype control) » IEFEER KRR T =
BRAERNRENERR B  BUWARNSEZFSMRE CANEATURRT

AR BEENBENRFERZAEANIEFELE R - EHERNERENHRNEELENENE
EBREMR - EMEZAAIERENENGEETA  EENTRIRCET SN - Al AEAHER
KB BRI RER -

AR EERFFS R IEIMEERS
A 5 B C

Antigen-specific binding Non-specific binding to FcR Unclassified non-specific binding

&4« (2055 AR e E RS RRIFER EFR 1 EE (Isotype control) S
FUREATMIESRZEE (unstain) BAERTE

>
g
®
3

S
3
3

CD3e-FITC
3

CD3&-FITC
3

Splenocytes from BALB/c mice were stained with a PE-
conjugated Anti-MHC Class Il antibody (B)or with the
corresponding Rat IgG2b antibody(A) °

= o
e
= o

401 100 100 10° 401 100 100 10°
Rat IgG2b-PE Anti-MHC Class II-PE

ISOTYPE CONTROL &&= 5 » i2:%{EH FcR blocking reagents

FcR FHETR & FcR 88/1 - EMEMBE N EEMRNEERIEE - BRIFF—EMRELE
JF REA ZIMERIZBILEREEERE

FcR blocking reagents

130-059-901 FcR Blocking Reagent, human 2mL
130-092-575 FcR Blocking Reagent, mouse 2mL
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REA A5 fS R B IR SEE

Name clone size conjugate application
APC, APC-Vio 770, Biotin,
FITC, PE, PE-Vio 615, PE-
30 g in 200 pL or 150 | Vio 770, PerCP-Vio 700, AREREmAEENRIE R

REA Control Antibody,

h 1gG1, REA293 . . . . e s
RlIJEn,;::itgw pgin 1 mL VioBlue, VioGreen, Vio (AR B EE)
y B515, Vio Bright B515, Vio
Bright FITC

APC, APC-Vio 770, Biotin,

REA Control Antibod
onirol Antloody 100 tests in 200 L or | FITC, PE, PE-Vio 615, PE-

1), human IgG1, REA293 AIRARTEENRA IR
fR)EAfinit ™ g 100 tests in 1mL Vio 770, PerCP-Vio 700, AR PR BRI R A
y VioBlue, Vio B515, Vio R667
APC, APC-Vio 770, Biotin,
FITC, PE, PE-Vio 615, PE-
REA Control Antibody Vio 770, PerCP-Vio 700, A EEAE R R R
(S), human IgG1, REA293 | 100 tests in 200 uL VioBlue, VioGreen, Vio E{R%?ﬁ@@ﬁﬁ m}ﬁ_%#‘\)
REAfinity” Bright B515, Vio Bright JURRELIR R
FITC, Vio Bright R667, Vio
Bright R720
—RE RS R TI[E) B ¥ RE R
Name clone size conjugate application
Isotype Control Antibody, ES26-1303.4 9 ug in 300 pL or 30 pug | APC-Vio 770, APC, Biotin, FITC, PE-Vio 770, FC
rat IgM " lin1mL PE, PerCP-Vio 700, Vio Bright FITC
. . APC-Vio 770, APC, FITC, PE-Vio 615, PE-
Isotype Control Antibody, 30 tests in 60 uL or ) . )
S43.10 ) Vio 770, PE, PerCP-Vio 700, PerCP, VioBlue, FC, FA*
mouse 1gG2a 100 tests in 200 L ) ) .
VioGreen, Vio Bright FITC, pure
APC-Vio 770, APC, Biotin, FITC, PE-Vio 615,
Isotype Control Antibody, 1S5-21F5 30 tests in 60 yL or PE-Vio 770, PE, PerCP-Vio 700, PerCP, VioBlue, FC. FA*
mouse IgG1 100 tests in 200 pL VioGreen, Vio B515, Vio Bright B515, Vio Bright '
FITC, pure
APC-Vio 770, APC, Biotin, FITC, PE-Vio 770,
Isotype Control Antibody, 9 ug in 300 pL or 30 pg ) ) )
ES26-15B7.3 | | PE, PerCP-Vio 700, PerCP, VioBlue, VioGreen, | FC, FA*
rat IgG2a in1mL

Vio Bright FITC, Vio R667, pure

APC-Vio 770, APC, Biotin, FITC, PE-Vio 770, PE,

Isotype Control Antibody, 9 ug in 300 pL or 30 pg ) ) . . .
ES26-5E12.4 | PerCP-Vio 700, VioBlue, VioGreen, Vio Bright FC, FA*
rat IgG2b in1mL )
FITC, Vio R667, pure
Isotype Control Antibody, 1552004 30 tests in 300 pyL or | APC, Biotin, FITC, PE, PerCP-Vio 700, PerCP, o
mouse IgM 100 tests in 1mL VioBlue, VioGreen

30 tests in 60 pL or APC-Vio 770, APC, Biotin, FITC, PE-Vio 615,

Isotype Control Antibody, ) ) ) -
1S6-11E5.11 100 tests in 200 pL or | PE-Vio 770, PE, PerCP-Vio 700, PerCP, VioBlue,| FC, FA*

mouse IgG2b . ) ) .
100 tests in 1mL VioGreen, Vio Bright FITC, pure
. . APC-Vio 770, APC, Biotin, FITC, PE-Vio 770,
Isotype Control Antibody, | ES26- 9 ug in 300 pL or 30 pg ) . .
. PE, PerCP-Vio 700, PerCP, VioBlue, VioGreen, | FC, FA*
rat IgG1 14D1.11 in1mL

Vio Bright FITC, Vio R667, pure

*functional assays
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#= PANEL #E

SARS-CoV-2—-reactive T cells

COVID-19 HImATINR Y B MEBEMNRESHE N T MEETUSEMEMNEEZF K o HfiFTet¥ SARS-CoV-2

MRFANE T ARESHEN T BEAANEERERNRRREERER -

SARS-CoV-2-reactive T cells

Marker

Fluorophore

Vio dye {28138

CD3 REAB13 APC 130-113-697 30 tests in 60 uL
130-113-135 100 tests in 200 yL
CD4 REAB23 Vio® Bright B515 130-115-298 30 tests in 60 uL B FITC R@E
130-115-199 100 tests in 200 uL B FITC [RI3@E
CD8 REA734 VioGreen™ 130-110-822 30 tests in 60 uL £ V500 [FEE
130-110-684 100 tests in 200 uL 8 V500 [E)3@E
IFN-g REAB00 PE 130-114-024 30 tests in 60 uL
130-113-498 100 tests in 200 uL
TNF-a REA656 PE-Vio® 770 130-127-550 30 tests in 60 uL 8 PE-Cy7 [R@E
130-127-531 100 tests in 200 uL B2 PE-Cy7 [RI3@E
CD14 REA599 VioBlue® 130-110-582 30 tests in 60 uL B V450 [R3E
130-110-524 100 tests in 200 uL B V450 [R3@E
CD20 REA780 VioBlue 130-110-582 30 tests in 60 uL B V450 [FRE
130-110-524 100 tests in 200 uL B V450 [RRE
CD154 REA238 APC-Vio 770 30 tests in 60 uL B2 APC-Cy7 [Rl@E
100 tests in 200 pL B2 APC-Cy7 [F8E
IL-2 REA689 PE-Vio 615 130-111-493 30 tests in 60 pL Ed PE-CF594 [R)i@E
130-111-307 100 tests in 200 uL 82 PE-CF594 [Rl@E

Human whole blood samples (1 mL) from a SARS-CoV-2-reactive donor were incubated for 8 hours with Brefeldin A and the

SARS-CoV-2 PepTivator Prot_N (130-126-700) or Prot_S1 (130-127-041), or left unstimulated (negative control). Blood samples
were lysed, fixed, and permeabilized. Subsequently, cells were stained with the flow panel included in the SARS-CoV-2 T Cell
Analysis Kit (Whole Blood), human. Cells were analyzed using a MACSQuant Analyzer 16. Doublets, debris, and dead cells as well
as CD14+ and CD20+ cells were excluded. After pregating on CD3 as well as CD4 and CD8, respectively, activation marker and
cytokine expression were assessed, e.g., CD154 and IL-2 for CD4+ T cells and TNF-a and IFN-r for CD8+ T cells.
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MSC Phenotyping Kit, human

ISCT iWEFRENAESHMREESRH THRE - LERENBRENWMEM TR ARBIFFTHIALE MSC -

MSC
ERim

MSC Phenotyping KIT {2s24HRRFELE
KB 2 RERSEAREEES (ISCT) WERSE » BEANARMIE » RECHRENEERENA
BFREEGAHM (MSC) #y o MSC RENITHBSRAEA T 2L REAfinity” 188

Marker Expressed by

MSC-positive marker

CD73, CD90, CD105 MSCs

MSC-negative marker

CD14 Monocytes and macrophages

CD19 Pan B cells

CD34 Primitive hematopoietic progenitors and endothelial cells
CD45 Pan-leukocyte cells

HLA-DR Dendritic cells, B cells, monocytes, macrophages

MSC Phenotyping Kit, human

130-125-285 50 test  Vio dye {=8/385E
0.5 mL Isotype Control Cocktail, human
0.1 mL CD73-APC, human

0.1 mL CD73-PE, human

0.1 mL CD90-FITC, human

0.1 mL CD105-VioBlue®, human B4 V450 [E@E
0.1 mL CD73-Biotin, human
0.1 mL Anti-Biotin-VioGreen, human £ V500 [F)@iE

0.5 mL MSC Phenotyping Cocktail, human &8 M NE5C
negative marker CD14-PE /CD19-PE /CD34-PE /CD45-PE /Anti-HLA-DR-VioGreen
positive marker CD73-APC /CD90-FITC /CD105-VioBlue

1"



#= PANEL #E

MDSC & 5 53

BERORBERINFIAAE (MDSC) REBAREEMNFI IR ERRINAEN EBE NS BRI - 1EEEN
SREER - MANEERD  BERBHRGETEREEER - BEBEEFRIEEINFEE - MDSC #rste HIRE
NEIRIBLRABEES o

FEALER - ATLESR E=EFER MDSC T4

1. (B2 E %% MDSC (PMN-MDSC) » 1178 A il MDSC (G-MDSC)

2. B MDSC (M-MDSC)

3. BEHi MDSC (e-MDSC)

BRHDABZ $1# MDSC BB IRRRIIER » AtERSEHEMEEREETH -

Myeloid-derived suppressor cells (MDSCs) #f{Zs2

M-MDSC HLA-DR-CD11b+CD14+CD33""
PMN-MDSC HLA-DR-CD11b+CD14-CD33"

MDSC Detection Kit human

130-126-233 50 tests

1 mL MDSC Staining Cocktail, human & &L N8

7-AAD /CD11b-VioBlue (clone: REA713)/CD45-VioGreen"(clone: REA747)/HLA-DR FITC(clone: REA805)/CD33-PE
(clone: REA775)/CD16-PE-Vio® 770(clone: REA423) /CD14 -APC-Vio 770(clone: REA599)

1 mL MDSC Control Cocktail, human &3 LI Fiige

7-AAD and CD11b -VioBlue (clone: REA713)/ CD45-VioGreen (clone: REA747)/ REA Control (S)-FITC(clone:
REA293)/REA Control (S)-PE(clone: REA293)/CD16-PE-Vio 770(clone: REA423)/CD14-APC-Vio 770(clone: REA599).
TERE APC (ERI7BE

AHKIEE R TR INA CD66b-APC, human (clone: REA306), CD15-APC, human (clone: VIMCG), Anti-LOX-1-APC,
human (clone: REA1188), CD10-APC, human (clone: REA877), REA Control (S)-APC.

0.1 mL CD16 antibody, anti-human, PE-Vio 770, REAfinity:for compensation control

0.1 mL CD14 antibody, anti-human, APCVio 770, REAfinity:for compensation control

Mouse MDSC detection maker

M-MDSCs G-MDSCs

Ly-6C+ Ly-6G+
CD115+ CD11b+

CD192 (CCR2)+

Mouse
EERE clone
Ly-6C Antibody, anti-mouse, REAfinity™ REA796
CD115 Antibody, anti-mouse, REAfinity " REA827
CD192 (CCR2) Antibody, anti-mouse, REAfinity ™ REA538
Ly-6G Antibody, anti-mouse, REAfinity™ REA526
CD11b Antibody, anti-mouse, REAfinity™ REA592
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sAEn1E T #HBE (Treg)

AEMET (Treg) AR T MMEH—(EIaEF - ESBEREREAHTIME - fENMETE B S MRNm 1
FH EHEHRRENBE R E RER VAR o

.~ Research

SAMPLE

PREPARATION

gentleMACS™ Dissociators Leukapheresis

- Tissue Dissociation Kits

« MACSxpress®
MACSxpress® Separator Treg Isolation Kit, human

« CD4*CD25* Regulatory

T Cell Isolation Kit, human « CliniMACS® CD25 Reagent*
« CD4*CD25*CD1274im* - CliniMACS CD8 Reagent*
Regulatory T Cell « CliniMACS CD19 Reagent*

Isolation Kit, human

CD4*CD25*CD45RA « CliniMACS Anti-Biotin
MACS® MultiStand : Reagent* CliniMACS® Systems
Regulatory T Cell
Isolaton Kit, human
CD2spChoghealatory . MACS® GMP Fluorescent
T Cell Isolation Kit, human v Antibodies*:
- CD4*CD25* Regulatory o CDZS-I_’E-Biotin
T Cell Isolation Kit, mouse - CD4-VioBlue
- CD127-APC
- CD4*CD25* Regulatory CELL - CD45RA-FITC
T Cell Isolation Kit, - CD25-PE
autoMACS® pro Separator non-human primate SEPARATION - CD4-PerCP MACSQuant® Tyto™

- TexMACS™ GMP Medium*
- MACS® GMP ExpAct Treg Kit*
« MACS GMP Recombinant

« TexMACS™ Medium, v Human IL-2*

research grade - MACS GMP Rapamycin*
- Treg Expansion Kit, human . MACS GMP Cell Expansion
- Treg Expansion Kit, mouse CELL Bags*
- Treg Suppression CULTURE « MACS GMP Cell
MACS Cell Culture Inspector, human Differentiation Bags* MACS® GMP Products

- Treg Detection Kit

(CERChz CRlZubiman - Treg Detection Kit (CD4/

- Treg Detection Kit (CD4/ v CD25/ CD127), human (RUO)
CD25/FoxP3), human - Treg Detection Kit (CD4/

« Treg Detection Kit (CD4/ CD25/FoxP3), human (RUO)

D25/ F°XP'3)' :‘°”Sf . FLOW NEW: REAfinity™ Antibodies
NEW: REAfinity™ Antibodies (RUO) for regulatory
for regulatory T Cell detection CYTOMETRY T cell detection and

REAfinity™ Antibodies and characterization characterization MACSQuant® Portfolio

RUO=Research Use Only

* For complete regulatory and legal notices please refer to the back page of the brochure.
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REAfinity " Antibodies for mass cytometry

AT IR S A AT (mass cytometry) FUEHIEE S » Miltenyi Biotec Fi3% Y P9 CyTOF® FEAMEA T2
B2 o BPIIRHLAVE EATMRMTAY REAfinity” SEAATIBEE 7 - 2 Y RIMEESIEHMECAVAEeE -

FEZNEMHATENEMES - BEEeEE A —ERYHEE (conjugation) 14HEE
# MBEREEASRERNKMEEERT @ IREES EEETRIAIZILID (conjugation) HIIRIE
# MR E ARES L (conjugation) A9 1ug/uL

JnICHRRRMIAN B FL R CHRR AT (mass cytometry)
MR E VAR T (mass cytometry) 2B BB ERANBRMNTTIE « B T BRXMEWENEEE -
BAEEAMEED T - HMENEFRERNEANEREGNERELCTE  RESEEFTNER

A Flow cytometry B Mass cytometry Comparison between flow and mass cytometry.
961% 231% (A) Human peripheral blood mononuclear cells (PBMCs) were
© stained with CD159¢ (NKG2C)-PE (REA205) and analyzed using
© - flow cytometry
Iy g ) ) .
8 s (B) The same sample was stained with the metal-conjugated pure
a version of CD159c (NKG2C) (REA205) and analyzed using mass
v cytometry. Data courtesy of Prof. Karl Johan Malmberg, Oslo
0.86% . . .
University Hospital, Norway.
NKG2C NKG2C-154

£ REAfinity 888 F B ARE (NK) #HAE
BRI NKARFC NKG2A 1l NKG2C HY R4y 2B (A) F178%E viSNE EfEE D EFMNE FRERI (exclusive
expression) 247 (B)

A

2 27.21% 16.85%

S Expression pattern of NKG2A and NKG2C on NK cells.

g! (A) Representative mass cytometry plots show NK cell marker

= expression including NKG2A and NKG2C counterstained with CD56.
(B) Additionally, ViSNE analysis was performed by clustering 20,000
NK cells according to the expression of 13 different markers. The

NKG2A-162Dy NKG2C-158Gd following REAfinity Recombinant Antibodies were used for staining:

CD56 (REA196), CD122 (IL-2R B ) (REA167), CD38 (REA671),

CD39 (REA739), CD366(TIM-3) (REA635), TIGIT (REA1004),
B NKG2A-162Dy NKG2C-158Gd CD226 (DNAM-1) (REA1040), CD159a(NKG2A) (REA110), CD159¢
(NKG2C) (REA205), CD158a (KIR2DL1) (REA284),CD158a/h
(KIR2DL1/DS1) (REA1010), CD158b (KIR2DL2/DL3) (REA1006),and
CD158e (KIR3DL1) (REA1005). Data courtesy of Dr. Amir Horowitz,
Icahn School of Medicine at Mount Sinai, United States.

tSNE2

tSNE1 tSNE1
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[ ] ®I'II
Vio~ #&:

whdyg

ViOr Dyes

Pyy!

Vio® 22#} % 51| f5 Miltenyi Biotec ﬁ%%ﬁﬁﬁéﬁ’\] A RO AT R AT AN S BRI AV EEOE R R R - BB R
2 VioBlue® » VioGreen™ * VioBright™ FITC » PE-Vio® 615 * PE-Vio® 770 » PerCP-Vio® 700 * Vio® 515 -
VioBright 515 » APC-Vio® 770 BB = &8 E KR H (spillover) &4 » 2% ERAIERRIE - BEEH
R SEZKEL » 20 FITC » PE * PerCP 1 APC » 189 Vio Dyes #EE 7 Miltenyi Biotec BUTEEE @AR » W FOEFHT
RAERZERE LB LNNEREERETS 28I -

=5eER VB515 EERIFHIEINE

]

CD56-FITC

FE—EnEE LR HERERETRE  BRERSSENRE VB515 SRR RIFHME -

MACS Vio dye E2& h#fE #{HR FR

Fluorochrome Excitation laser (hm) Exmax (nm) Emmax (nm) Other dyes( /B[E/{=8I:B7E )

Alexa Fluor® 405, BD" Horizon", V450, BV 421",
i Calcein Violet 450 AM, Cascade Blue®, DAPI, Vybrant®,
VioBlue 405 400 452 . ®
DyeCycle " Violet, eBFP, eFluor” 450, Hoechst Dyes,
Pacific Blue™, Zombie Violet™
Alexa Fluor® 430, AmCyan, BD" Horizon™ V500, BV510",
VioGreen 405 388 520 Cascade Yellow™, Krome Orange™ Pacific Orange™,
Qdot® 525 Zombie Aqua”
xioir;gsht 515 222 222 :12 Alexa Fluor® 488, Calcein AM, DyLight® 488, CFSE, GFP,
io ® ® ™
VioBright FITC | 488 296 522 SYTOX" Green, Vygrant DyeCyc'IMe Green,
FITC 488 495 520 YFP,Zombie Green ', BD Horizon * Brilliant Blue 515
PE 488 or 561 565 578 Cy™3, Vybrant® DyeCycle” Orange
) ECD, PE-Texas Red®, PE-CF594, PE/Dazzle™ 594,
PE-Vio 615 488 or 561 565 619 ®
PE-eFluor” 610
PerCP 488 482 675 PE-Cy” 5, PE-Cy" 5.5, Per-Cy" 5.5,
PerCP-Vio 700 | 488 482 704 Per-CP-eFluor® 710, Propidium iodide, 7-AAD
PE-Vio 770 488 or 561 565 775 PE-Alexa Fluor® 750, PE-Cy" 7
Alexa Fluor® 647, Alexa Fluor® 700, APC-Alexa Fluor® 700,
APC 561 or 635 652 660 ,M ® ®
Cy™ "5, DRAQ5", eFluor” 660
) APC-Alexa Fluor® 750, APC-Cy" 7, APC-eFluor™ 780,
APC-Vio 770 561 or 635 652 775 . ™
APC-H7, Zombie NIR
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REAlease® Fluorochrome Technology

@GS e

Releasable Antibodies

REAlease &t 41T BIETAEE

2018 FNHEF T K EA (Stevenage, UK) E21THIRLZE R AT
BN G S E L LER T -

LERUNEREMREAF/NE (ELRIG) MRFRS » AAEY
A AT ZEYHFTRIEE N -

HE—(ERSERSEE - REAlease & YE¥ 1l
A] DL 7E AR 4 % B BRHIRE L EAERE -

AT RENEA T RERMER R » BERNEANR  EERERHNRRUGEERNANE - 5
LR REAE—E AR AR E B % T &UR - BIRITIZBPTBRY REAlease S REHERY) -
HEGSHRMONARTRESESEES * A REAlease &N LLHESWE S NERERENTEEE -
ERITANAIFNEE R TS EE I REAlease BT » B S MR ER BINE B
MERR( SRR RENRKXUARNAD TR - BRMAMRKREAR - FRARKEREXRR

REAlease & EHERY) « It » MRS ER AT LUERERTMANE - HMRNSERERRRMR
RIVETEM ©

Labeling of Flow sorting to separate Target cells Removal of labels Relabeling for Legend
target cells target cells after flow with REAlease downstream

sorting Release Reagent application, e.g.,

Q 2nd flow sorting
0‘ T Red laser Target cell with
G antigen

Non-target cells

P
v, T e
} Relabeling for y y
—Violet laser ¢ J ’ downstream Releasable
\ analysis antibody-
¢ fluorochrome

G Blue laser

Q conjugates
Q : ( YY
‘é .
Convent tional
antibody—
@' fluorochrome
Q? conjugates
@' 0 Target cell with antigen 'Q 04 Non-target cells
v ¥ REAlease Fluorochrome Y I Fluorochrome-
¥ Complex conjugated antibody
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RIERZ 2 AN RENIEE

HRAZH B RARHERAZENENRET

B AZERRRIRCEERCHN AT

B2 ERRT °

TERRZEMNZ I8N - TR T BRI ECREE

(Treg) #MBSERAIRSE (NK) AHIBAIZ 28 panel 2t o

"o REAIease® BRI ISR ER A E

AR ZRARERT  TRROIZIASMN T

ﬁf$“ﬁﬂﬁ£%ﬁ%

Rt ERER M E TS AL » BARS LEE\%EMﬂ%
CEmEIR A

(=

%

Tregs
Gated on lymphocytes, Gated on Gated on
singlets, viable (PI") Gated on CD3* CD3+*CD4* CD3*CD4'CD25*CD127°
Labeled cells b 3944% o 66.95% b 8.85% b 27.38%
E 10* g 10* 0 10?4 V] 10*
§ 10' § 10 é 10' g 10'
e 1 e 1 14 1
o 0 04 o
-1-1 01 100 100 10° -11 01 10 10° 10° -11 01 100 102 10° -1-1 01 100 100 10°
CD3-VioGreen CD25-APC CD127-PE CDA45RA-FITC
Released cells i Lo oy i
A - g 10° g 10° o 1 o 10
~r 3 % 1Y s
;o ¢ § 10' EE 10' g 10' §'f'~ 10'
P Y 1 e 1 1 1
20 : : :
¢ 101 1000 100 10° 101 1000 100 10° 101 100 102 10° 101 100 100 10°
CD3-VioGreen CD25-APC CD127-PE CD45RA-FITC
NK cells
Gated on lymphocytes, Gated on Gated on Gated on CD3°CD56*
singlets, viable (PI) CD3°CD56" CD3°CD56"
Labeled cells b 4.39% 0 17.92% 82.08% T 81.94% 18.06% w0* 72.98% 24.12%
) 10* U 10* v 10* W 10*
‘? % 10' % 10 % 10 % 10
(1) (1) 0.00% 0.00% (1) 0.00% 0.00% (1) 0.00% 0.00%
-1-1 o1 100 100 10° a4 01 10 10° 10° -1-1 01 100 10° 10° -1-1 o1 100 10 10°
CD3-VioBlue CD16-VioGreen 159a-PE CD158a-FITC
CD159a (NKG2A)-PE
Released cells e L 4 4
A - y 10* g 10* v 10* v 10*
)" ’¢ % 10' % 10' % 10' % 10'
y 0 0 0 0
¢’y 1 A 1 TP 1 7 s ! T,
‘ 101 10 10° 10° 101 10° 10° 10 101 10° 10* 10 101 10’ 10° 10°
¢ CD3-VioBlue CD16-VioGreen CD159a-PE CD158a-FITC
CD158a (KIR2DL1)-FITC
Product Order No. Product Order No.
REAlease CD4-FITC,human 130-112-071 NK cell panel
REAlease CD4-PE, human 130-117-725 REAlease CD3-VioBlue, human 130-118-941
REAlease CD4-VioGreen, human 130-115-434 REAlease CD56-APC, human 130-116-548
Treg cell panel REAlease CD16-VioGreen, human 130-115-975
REAlease CD3-VioGreen, human 130-115-972 REAlease CD159a-PE, human 130-118-926
REAlease CD4-VioBlue, human 130-118-942 REAlease CD158a-FITC, human 130-114-948
REAlease CD25-APC, human 130-116-230 Other
REAlease CD127-PE, human 130-116-559 REAlease Support Kit \ 130-120-675
REAlease CD45RA-FITC, human 130-112-079 RIEFEEHT KT ERENGEERTANMEEREES -
Pan T cell panel
REAlease CD3-VioBlue, human 130-118-941
REAlease CD4-APC, human 130-112-089
REAlease CD8-VioGreen, human 130-115-197
REAlease CD62L-PE, human 130-117-728
REAlease CD45RA-FITC, human 130-112-079
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MACSQuant”®
Flow Cytometers 5%
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°* MACS
Quant
L]

Automation features
Automated labeling
Automated compensation
Optics

10 parameter

405 nm laser

Violet 405 nm side scatter

Sample processing

Needle-arm vibration mixing

Pipette sample mixing [ J [ J [ J
24-tube rack processing [} [} [} [
96-well plate processing [ J () ([ [ J
384-well plate processing (]

High-throughput plate screening ([

Sample cooling (chill racks) [ [} [
Low carryover: standard mode <0.01% [ [ [ [
Unique features

Absolute cell counting [} [ J ([ [ J
Rare cell enrichment [ ] [ [ ]
Remote support [ J [ J (] [ J
Multi-instrument alignment [ [ [} [
21 CFR Part 11 compliant software o o () o

fn—fRerax & @ fi—iER

Samrt Gain $41ifi & i2HEZE{LAER iE7E 21 CFR Part11 &3k
EEBTOEENER  ARAH SRR /BB EIEAY 21 CFR Partt1 Thas » ALY

fEANE T X% - A F MACSQuantify 28 4 #9 BREENSEEHENERIZE 88 :
Samrt Gain £1l7 » BRI U DT —E 2

&
4

ERER—AE&SRL  FNEEFELENG Hariant y
5 LUERZEBEMA - 5% MACSQuant # BEETFEROANERE
YEZR & ] AR E s A AR B AZ LA R - S81& 21 CFR Part11 E@%ﬂiﬂ@ﬁﬁﬁ%‘ﬂ%.ﬁ

Y o e \
DES J

A | ST . v

EARHBEEEERE




MACSQuantify
Express Modes

AUl AT - WRER AT EE VBB DT
RIFE 2 MACSQuantify ™ SREFIBAS I INAHF » B72
BERNARED T - ABRBAEERNERRELUSIR
SMEAEDHTINEE - BEETREBRAVAENDNT - #5
BEAESEBRX 4 EBABRERNFIE  LER&E

REREABEDTIER BELERENRENEREE -
EMESERENERGE  ZBRGERNLHHFTER
RERFIMIANRSEESHR - HEEEBIVBIRXHE
TEBABAERKESNT > MEFALTE - Z8ES
AR —HRVE R AT SERI DT » AT DU RR g LR AX
EIIRE(CBRIFRFF (SOP) H1 o

Automated features
of the MACSQuant Family

Startup, cleaning,
and shutdown

Compensation

Labeling

Calibration and
quality control (QC)




CD19 CAR T Cell Express Mode Package

Immune_Cell_Composition_h 02 HE SRR R R AR
CAR_T_Cell_Transduction_h_02 $E7E CART B =X
B_Malignant_Cells_h_01 TERME T A

B_Regulatory Cells_h_01 EEFAFIT B 4HMEEE
B_Cell_Differentiation_h_02 #E B At

CAR_T Cell_Tscm_h_01 $EE7E stem memory T cells (Tscm)
CAR_T_Cell_Persistence_h_01 #87F CART 4
CAR_T_Cell_Differentiation_h_01 #7E CAR+ and CAR-T cells #li221k
CAR_T_Cell_Exhaustion_h_01 $E € CAR+ and CAR- T cells #lf8=%
CAR_T_Cell_Activation_h_01 $7E CAR+ and CAR- T cells 5&1t
CAR_T_Cell_Staining_Control_h_01 FE A

TCRa B_CD45R_depletion_h_02 7 CD45RA+, TCRa/ B+, and CD34+ cells t£f
Immune_Cell_Composition_human HE R R REAAR
RCI_CD4CD8_h_02 #E IFN-y $:E0) B 24
CCS_Immune_Cell_Composition_h_01 B E A PR AR BBl B A2 A A L 1
CCS_Purity_h_01 #E B SRR

CAR T Cell Essential Express Mode Package (Cat. No. 160-002-759)

B3 7AAD
Express V1 V2 B1 B2 B4 PE- R1 R2 APC-
Purpose . ol ™ Per-CP- o P
mode VioBlue™ VioGreen FITC PE & Vio" 770 APC Vio 770
Vio™ 700
For the
CAR T cell | determination of CD56/
immune cell viability and CD45 CDh4 CD3 CD16 7AAD CD19 CD14 CD8
composition | composition of
immune cells
For the
determination CAR
CART cell . .
) of transduction CD45 CD4 CD3 | detection 7AAD - CD14 CD8
transduction

efficiency of reagent
CART cells

For the
CART cell | determination

CAR
CD45RA detection CD45RO

persistence | of CAR T cell
reagent

persistence




CAR T Cell Essential Express Mode Package

CAR Detection Reagent

MR R CART ﬂH@FnuE’JEFL&? NBEZH
PAIN SR a BB AT CAR T AL BTH

130-115-965

CD19 CAR Detection

10 tests

Mechanism of tumor cell recognition and

Reagent, human, Biotin in 100 pL
CD22 CAR Detection 30 tests
130-126-727 o .
Reagent, human, Biotin in 60 pL
BCMA CAR Detection 30 tests
130-126-090 - .
Reagent, human, Biotin in 60 pL
o . 30 tests
130-113-853 | Biotin Antibody, PE .
in 60 uL
o ) 100 tests
130-113-291 | Biotin Antibody, PE .
in 200 pL

CART cell detection




The MACSQuant®
Tyto® Cell Sorter

o 23 : —XMHERRYZ IR MACSQuant Tyto Cartridge @ (FXRRIFRE @ HILAFERETAIER

BN A5 RAYE R

PRE ~ A5{E © T Drop delay BUARHE - ARBADRS @ BEERNEAMAREIAEITHE
B %Z | TEBHECALERABNREEA - AR EENERRIEHLEZNIRE
AR * FERESHMEATS R ERIE © EEB T HMARETE

. E%fﬁﬂiﬂ'ﬂ?‘ﬁ%ﬁ%ﬁé;ﬁ@ﬂ
BIRIE - (RE T #iBRE S EATHEE

=

MACS GMP Tyto Cartridge

Positive collection
chamber

Input chamber

Negative collection
chamber
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