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Dendritic Cell Therapy

B BiZERE AR N MR

& Ze#lA (Dendritic cell, DC) @ —REEEMRABNREMAR, T2 RENAEESHEANENFHMER
(Hematopoietic stem cells, f#8 HSC) , RMAR P HEI LB X R, AEHBRFFMBIZEAR L MISH.
DC B—EREMSRMARIEEE, 2 21E#89 DC (conventional DCs, cDCs), ##Ai21% DC (plasmacy-
toid DCs, pDCs), UK B#ZEHT4E DC (monocyte-derived DCs, moDCs), DC @ A& R ERHEAINR
SRRz —, TBEEENFNA KRR R ER2RMNMARERANEENRE RS T (MHCI)
L, EBINE AR T MR &N, KRB R IE, 2 RIEH T MR KAVRIR SR BITEA R ERE
MBRMERE,DC RRHYRAIESLKEZR KR RHNBHRARE,

DC IRERIR LBIFER

EiR DC 3809 DC &, TR BENMERERABIRIE, XENERIE T MARLVE(L, ERAMRE
HHA2AY B BY, DC & 5 BY R P] LUBIB LR ) Bl B BE IRV EAZIR (CD34") 2 A2 MARAY E LK
(CD14"), #E @RS MARISIZR GM-CSF J% IL-4 BYRIEL, #IR2 E 7L AR RFABY mo-DC, B iE Lo ififRss
18 IL-1B. IL-6. TNF-a Xz CDAOL SFBIRISL, MR R RITEIL A AABY mo-DC, fRItbZ 5}, P LAE 1%
&P B pDC, K@ IL-3. TLR 7/9 Ligands BRI, :E LR P I 2L A AL EBY pDCo

Administration of anti-tumor
DCs into patient

Quality Control

* FACS reagents
* ELISA kits

Collection of patient

leukocyte by leukapheresis /

MHC

Activation of antigen-loading

‘ DCs into mature DCs(mDCs)
* TNF-a, PGE,, IL-6, and IL-1B

O Enrichment of Viral vector
monocytes \
* Monocyte separation kits Tumor lysate
* Anti-CD14 FACS reagents Peptides Y
— g AW U
o Antigen loading
Differentiation of monocyte

into immature DCs o Activation of immature DCs

* IL-4and GM-CSF * TNF-q, IFN-y, LPS, CD-40L
* PGE,, IL-6,and IL-1B

[Bl—. Mo-DC #Bf2 e & &2



H OC MifRE LB 5 MIZHERAZE S

Steps Aim Application Products
MojoSort™ Monocyte Separation Kit

Anti-CD3/CD11c/CD14/CD16/CD20/CD56

Enrichment of Isolate Monocytes Cell separation

monocytes Purity assessment FACS reagents

Differentiation of . .
Differentiate

monocyte into Recombinant cytokines GM-CSF, IL-4
i monocytes
immature DCs
Activation of Activate . .
i X Recombinant cytokines CD-40L, IL-1PB, IL-6, IFN-y, TNF-a
immature DCs imMo-DCs
Activation of .
. ; Activate . ;
antigen-loading Recombinant cytokines TNF-q, IL-6,and IL-1
_ mMo-DCs
DCs into mature DC
. Identify
Quality control Mo-DC FACS reagents CD14/HLA-DR/CD86/CD83/CCRY
mMo-DCs

H Enrichment of monocytes
Isolate cells with MojoSort™
Mojosort™ EARNH3

Mojosort™ Wik EERR, M BE MM E SR MER, 7 & B 1R, X174 Isolation kits. Selection
kits IA & Nanobeads.

Mojosort™ 7 4524

B SHE. BIRED

B IREER SREBF LF
HERERE

MW T £2 Separation column REEER
B ERB%RE, AR EREER

(#0 Flow Cytometry. Cell differentiation. Cytokine response %)

Selection
Human CD14 Selection Kit Positive 480025
Human CD14™ Monocytes Isolation Kit Negative 480047
Human CD14 Nanobeads Positive 480093
Human Pan Monocyte Isolation Kit Negative 480059

M DC cell therapy related recombinant cytokines
Differentiate and activate cells with recombinant cytokines

Human Mouse
Cytokine Carrier-free  Animal-free Cytokine Carrier-free  Animal-free
GM-CSF 572902 713604 GM-CSF 576302 713704
IL-4 574002 714904 IL-4 574302 715004
CD40L 591702 712904 CDh40L - -
IL-1B 579402 - IL-13 - -
IFN-y 570202 713906 IFN-y 752802 575302
TNF-a 570102 717904 TNF-a 575202 718004
IL-6 570802 715104 IL-6 575702 715202




l Quality control

Lineage Monocyte Immature Mo-DC Mature Mo-DC

CD147,CD807, CD83", CD8E™, . . . ,
CD147,CD80", CD83", CD86"e,

Human . i . CD25°,CD40+, CCR7,CD1a’, R . . .
) CD14%,CD167,CD11c _ . . CD25",CD40"", CCRT",CD1a™,
Expression CD209"¢", HLA-DR*, HLA-ABC", o e N
Cosa™ HLA-DR"&" HLA-ABC"&", CD54

Identify cells with FACS reagents

Target Clone Purified FITC PE APC PerCP-Cy5.5 PE-Cy7
CDla HI149 300101 300103 300105 300110 300129 300121
CD3 SK7 344801 344803 344805 344811 344807 344815
CD11c 3.9 301601 301603 301605 301613 301623 301607
63D3 367111 367115 367103 367117 367109 367111
CD14 HCD14 325602 325603 325605 325607 325621 325617
M5E2 301801 301803 301805 301807 301823 301813
CD16 3G8 302001 302005 302007 302011 302027 302015
CD20 2H7 302301 302303 302305 302309 302325 302311
CD25 BC96 302602 302603 302605 302609 302625 302611
CD40 5C3 334302 334305 334307 334309 334315 334321
CD54 HA58 353101 353107 353105 353111 353119 353115
CD56 5.1H11 362502 362545 362507 362503 362505 362509
HCD56 318302 318303 318305 318309 318321 318317
CD80 2D10 305201 305205 305207 305219 305231 305217
CD83 HB15e 305301 305305 305307 305219 305320 305325
CD86 BU63 374202 374203 374205 374207 374215 374209
CD209 (DC-
SIGN) DCS-8C1 343002 - - 343005 - -
CCR7 GO043H7 353211 353215 353203 353213 353219 353225
HLA-ABC W6/32 311402 311403 311405 311409 311419 311429
HLA-DR L243 307602 307603 307605 307609 307629 307615
LN3 327002 327005 327007 327021 327019 327017




B Find the specific antigen with Flex-T™ MHC Tetramers

Flex-T™ B AN 43

Flex-T™, T BHRBABMEE S EE (Major Histocompatibility Complex, MHC) Tetramer, BN R INRF 24

B T $8AE, BT A e VE G R R Pept|de
B#ZAE) peptide BI tetramer, &

&5 88 A9 ELISA ZRfigigil,

Flex-T”" EiTE
BERERFTEMEKXR
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APC Flex-T™ HLA-A* 11:01: EBV

We recommend a two color staining with the same allele/peptide combination to
increase the resolution and specificity of the assay. A) D8 T Cells previously gated on
lymphocytes (FSC vs SSC) and 7-AAD negative events, stained with FITC anti-CD8a and
an exclusion cocktail containing Alexa Fluor® 700 anti- CD4, CD19, CD14, and CD16
Antigen-specific CD8™ T Cells, gated as described, were detected with Flex-T™ tagged
with PE and APC. HLA-A*11:01 Flex-T™ was loaded with an EBV peptide (IVTDFSVIK).

EmiE

Class | Allele Biotinylated Monomer

HLA*01:01 Monomer UVX
HLA*02:01 Monomer UVX
HLA*03:01 Monomer UVX
HLA*11:01 Monomer UVX
HLA*07:02 Monomer UVX
HLA*08:01 Monomer UVX

£ LESENGES
HEITKZERE peptide B R

& #2572 Peptide-ex-
changed monomer E2%5
B Streptavidin £
F&, FZRY Tetramers,

fi2,50 pug Flex-T™ monomer a]LAECERY 12
%2, peptide BHRAVAEPILUE B —H%

EHRSEIER CD8+ T
fad Flex-T™ tetramer f&
B, KaER e EET
Do

A*03:01 allele after UV-exchange

140 normalized to positive control peptide
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Pos Neg

UV only p20 p21

The bar graph shows peptide exchange of HLA-A*03:01 allele. Monomers were
irradiated with UV light in the presence of positive (Pos), negative (Neg), p20 (EBV
RLRAEAQVK), and p21 (EBV RVRAYTYSK) peptides, or no peptide (UV only). ELISA signal

was normalized using the Pos control well.

Size (ug)
50
50/200
50

50

50

50

Cat.No.
280001

280003 /280004
280005

280007

280009

280011

Accessories

LEGEND MAX™ Flex-T™ Human Class | Peptide Exchange ELISA Kit
HLA Class | ELISA Control
Purified Streptavidin

HRP anti-human B2-microglobulin

1Kit
20 g
250 ug
50 pg

447207
280301
280302
280303

R



Type 1
PAMPs/TFs
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Type 2
PAMPs/TFs

M DC &2 T MRz R BE(EA

DCHEB=AASREERE T HAUE(LER T 1/T 2 M DL

1) FAs—RINEF R AR, 58 DC LRI Z 82 (pattern recognition receptors , PRRs) #%
NIERRBEHINR peptide EE8 £ MHC 11, EMFES TCR,{BE T MR MM ETE N BEBEN
WE,

2) SR RERFBBVEASE, EEE:@ PRRs, 20 Toll #3282 (Toll-like receptor, TLRs) ZFERR AR
NDFIER (pathogen-associated molecular patterns , PAMPs) 2% 2 8% % 8RR F (inflammatory
tissue factors, TFs), &1 DC £AY CD86 LAz CD8O, i EASREELS T MA=_EAY CD28,

3) SR =212 T #BA2MR(L (Polarization), EARREKAM S MR _LBIRFHRE, K2 IL-12 &
CCL2, 8 RIRE T #ARsAM T,1 2 T,2 MAARIL. SASE=(RER T MRt th &= H DC RIRH
PPRs 33#%, PPRs $#% F] PAMPs 32 TF B, 0B RREIAVMIAEER , EMEK T MR, B85
SR—FASR Az IFN-y Kz TNF-P R8I T #A2 & KR3E CD40-L, £ DC LAY CD40 55 , IE[CIER R DC
MR T,1/T,2 BILEF-

DC =&AL Lk 3 @FASRETL Naive CD4 T #EA2, {REEEM TH1 H{LERTE, R CD4 T AR
CDS8 T RV B L IR 4 SELBA N RIER T

T2

l Confirm the T helper cell polarization

Evaluate T helper cells cytokine production

LEGENDplex™ EANAE

LEGENDplex™ Z DRI B, UE MR R B DAL, B E R E D A, R — kR P EIRR
AZRERRF MRERNDERERD FF. RF 12.5 uL E 25 uL K881, AolE8 2% 13 BisiEz
/h?z o

LEGENDplex™ ZESa452h

B S E T E L S EAT BB EIT O m
W LB AR LEGENDplex

W R E R .o
W R BT A '
B S\ EEREHLRS

LEGENDplex™
Human Mouse

Description Plex Filter V-bottom Description Plex Filter V-bottom

Human Th Panel 13-plex 740721 740722 Mouse Th Panel 13-plex 740740 740741
Human Th1l Panel 5-plex 740723 740724 Mouse Th1 Panel 5-plex 740744 740745




ELISA Kits

Component LEGEND MAX™ Kit ELISA MAX™ Deluxe Set ELISA MAX™ Standard Set

| EGEND MAX

"

Pre-coated 96-well stripwell plate ®
Pre-titrated Capture Antibody ) ®
Pre-titrated Detection Antibody ® ® ®
Recombinant Protein Standard ® ® °
Avidin-HRP ® ® ®
Coating Buffer °
Wash Buffer °
Assay Buffer/Assay Diluent/Matrix ® ®
Substrate/TMB Solution ® [ )
Stop Solution ()
Plate Sealers ®
Assay Time 4hours Overnight+6hours Overnight+6hours
oo HoxmEE L= i@%ﬁ%@i&%ﬂ'\wser, BEKBEANER,
BR BERRSEEX BRREEE
B ER
Human Mouse
Description Format Cat. No. Description Format Cat. No.
ELISA MAX™ Standard 431801 ELISA MAX™ Standard 431001
IL-2 ELISA ELISA MAX™ Deluxe 431804 IL-2 ELISA ELISA MAX™ Deluxe 431004
LEGEND MAX™ 431807 LEGEND MAX™ 431007
ELISA MAX™ Standard 430101 ELISA MAX™ Standard 430801
IFN-y ELISA ELISA MAX™ Deluxe 430104 IFN-y ELISA ELISA MAX™ Deluxe 430804
LEGEND MAX™ 430107 LEGEND MAX™ 430807
ELISA MAX™ Standard 430201 ELISA MAX™ Standard 430904
TNF-a ELISA ELISA MAX™ Deluxe 430204 TNF-a ELISA ELISA MAX™ Deluxe 430901
LEGEND MAX™ 430207 LEGEND MAX™ 430907
ELISA MAX™ Standard 430304 ELISA MAX™ Standard 431104
IL-4 ELISA ELISA MAX™ Deluxe 430301 IL-4 ELISA ELISA MAX™ Deluxe 431101
LEGEND MAX™ 430307 LEGEND MAX™ 431107
ELISA MAX™ Standard 430401 ELISA MAX™ Standard 431201
IL-5 ELISA ELISA MAX™ Deluxe 430404 IL-5 ELISA ELISA MAX™ Deluxe 431204
LEGEND MAX™ - LEGEND MAX™ -
ELISA MAX™ Standard - ELISA MAX™ Standard -
IL-13 ELISA ELISA MAX™ Deluxe - IL-13 ELISA ELISA MAX™ Deluxe -
LEGEND MAX™ 435207 LEGEND MAX™ -




MEEHRARASF)
B PMERES 443 3 618
B 1t#8425): 02-87515851
#1193 25): 03-6210429
a5 25E): 04-24220117
B4 225): 06-3110233
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