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ABEEZTE AEC THEZ2E ' AREERNABESES 10-20 u m Ay  Detection of IFN- 7 -secreting cells by BD ELISPOT
5 =1 Sl [ ] ST A R e e AN Human IFN-7r Kit (Cat. No. 552138). Human
%@Elﬂﬁigﬁ ° Eﬁfﬁ{ﬁﬁﬁ{g%ﬁﬁ/flo{“ﬁfﬁﬂﬁﬁﬁﬂ—)\lj:u C=N EZ:%%ZHEZ PBMCs were stimulated with PMA and ionomycin
2 NZ % (ELISPOT Plate Reader) #1738 » LIETE 4 Ewy  for 18 hours. (blank controls: G 1-9: cells without
timuli; H 1-9: stimuli without cell
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1 Capture Antibody 2 Blocking 3 Add Cells 4 Wash w
For Sets and Pairs: Coat Block unoccupied sites Incubate cells in well with Cells are washed off U
microwells with with protein Ag/stimulus etc.
anti-cytokine capture antibody.
For Kits: Go to Step 3; Steps 1
and 2 not necessary.
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5 Detection Antibody 6 Enzyme-Avidin 7 Develop With Substrate
Add Biotinylated anti-cytokine Add Avidin-HRP Add substrate and
detection antibody monitor formation
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(;fré%)azgjdeil‘{*o;vz?dn:?t%(%%rg:ato{oxin) BD Biosciences Pharmingen #J ELISPOT S SKAEE—M (NA/LE) ESHIEE -
[EEII AR PBMC £k » IEEBT2ERINER - 2IRBUEMRY/NEE (Panel A)
ELISPOT &%
Component Antibody Pair Set Kit
BD ELISPOT plates ENGp 10 uncoated 2 Antibody-coated and blocked
Capture antibody For 5 plates For 10 plates Pre-coated on plates
Detector antibody (biotin-conjugated) For 5 plates For 10 plates For 2 plates
Streptavidin-HRP ERINEE - B 1 557630 For 10 plates For 2 plates
AEC chromogen FRHNES » B9 551951 FRIMEE - B 551951 For 2 plates I
Z\f;'; Zﬁ:cei?trate, PBS concentrate, S SFH For 2 plates .
* ELISPOT plates #£:%1ZAC Millipore MSIPS4510 ( MultiScreenHTS-IP Filter Plate ) for ELISPOT Assay é
SRR s,
Description Size Cat. No. Description Size Cat. No. (BD
Human IL-2 ELISPOT Pair 5 plates 551884 Mouse IL-2 ELISPOT Pair 5 plates 551876 g
Human IL-2 ELISPOT Set 10 plates 551282 Mouse IL-2 ELISPOT Set 10 plates 551076 3
Human IL-4 ELISPOT Pair 5 plates 551885 Mouse IL-4 ELISPOT Pair 5 plates 551878 %
Human IL-4 ELISPOT Set 10 plates 551084 Mouse IL-4 ELISPOT Set 10 plates 551017
Human IL-5 ELISPOT Pair 5 plates 551886 Mouse IL-5 ELISPOT Pair 5 plates 551880 I
Human IL-5 ELISPOT Set 10 plates 551085 Mouse IL-5 ELISPOT Set 10 plates 551075 o
Human IL-10 ELISPOT Pair 5 plates 551883 Mouse IL-6 ELISPOT Set 10 plates 552567 ©
Human IL-10 ELISPOT Set 10 plates 551018 Mouse IL-10 ELISPOT Pair 5 plates 557982 :
Human IL-12p70 ELISPOT Set 10 plates 552574 Mouse IFN- 1 ELISPOT Pair 5 plates 551881 §
Human IFN-r ELISPOT Pair 5 plates 551873 Mouse IFN- r ELISPOT Set 10 plates 551083 \%
Human IFN- 7 ELISPOT Set 10 plates 551849 Mouse IFN- vy ELISPOT Kit 2 plates 552569 IZ
Human IFN-r ELISPOT Kit 2 plates 552138 Mouse TNF ELISPOT Pair 5 plates 551875 %
Human TNF ELISPOT Pair 5 plates 551882 Mouse TNF ELISPOT Set 10 plates 551491 g
Human TNF ELISPOT Set 10 plates 551446 Rat IFN-r ELISPOT Set 10 plates 557819 —
Human Granzyme B ELISPOT Set 10 plates 552572
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Recombinant Soluble Dimeric Proteins o
Peptide Binding
2 E E Groove
(MHC-Ilg £ e E/HER ) ” .
. s = N e — 1
BD DimerX & MHC KIfEMRISER » AFA DNA EAEATH MHC class | =
EFEIMEREERAL (a1, @2, a3 ) F1 mouse IgG1 & ERE AN Variable Heavy (VH) {
BREBEN N HRSEREN - SMAER DNA WRREEBNSBEAE B2- q a3 o wmootin
microglobulin DNA fIRFHEE—EBEEMEXR R A RENBRMIAGKES e
. . . ] e <
LIREHE R (lambda ) HIB TR ( myeloma cell line ) » MF&RE KRS ' ightChain
WHERBRBESEARN MHC-Ig BaERE# « MA HEmMRERBHEEEE
58~ NIEH BRI AL B 2-microglobulin VB EEEHERE - DimerX 8™
&l MHC RS A AL AR SR E—1E T @RISR AOLIRESS -
BD DImerX {224
ey R peptide 1 DimerX —&(EAEITAES + BFIA peptide-loaded DimerX M /EE—4%
S TARRRIER - AN BN DANEREETATMRE—E THARBE DT -
AIAECAR AR E L AEHI4N - CD44, CD62L, CCR7 Sk#fif2y Cytokine MASHEITZ AN
BIREEC bRl - DIEZEURE M T AIMRAVER « 2RSS aRIRE T ARmMERE - (FER:
DimerX isotype % mouse IgG1 s H A HTES Isotype 15 mouse 1gG1 &R & <)
BLE R DimerX AJLUE TR E IR peptide FIME » NMERTLUERAIURE M TAIM - ERTLUEST T
= MR REAIFVES (T-cell epitope mapping) °
FEIBISTE DimerX WA ERRIFEHMARETEQBEMENBEN  TUERBA FHEBRREE °
= RREF#AMA Cytokine RIABRZSEATA ELISPOT » BD dimerX AT —ER{EAIA TCR ¥
= ZIE—1% MHC-peptide A& 5| FHLERIE °
© 0.05% ] 0.42% 103 103
o ] o 103 103
& & - 5 o 3 o 3
37 37 i3 5 10 0
T T 7 T 7
E E 102 103
L L UL B I B 100-Ulnnl|‘|nurrr|—2|—m'rnT|—3|—rrrrnT4 100—- . ; .
3 CD8 CD8 10 10 10 10 10 10 10 10 10 10
2 CD8 CD8
S {5 cytomegalovirus (CMV) B AMBEIRNBE— 1 RERIE HRAVNEE—E T MR E RE -
8_ BD DimerX HLA-A2:lg 1 HLA-A2 2= — |4 4 & #9 CMV-pp65 peptide BD DimerX | Mouse H-2Ld:Ig f1&—"4 peptide QL9 (QLSPFPFDL; £ [&)
3 (NLVPMVATV) » 1f 37°C TREFE 24 N\ 2 & IMABA PBMC B2 SKIEE—EHY peptide MCMV (YPHFMPTNL ; A8 ) 7£ 4°C FHRE#EE
c fEF » BIIAZIE& 48 anti-mouse 1gG1-PE (Cat. No. 550083) #IJFH 24 N2 B IO 2C T 4Rk ELZfEA » BINAZHEEHEE anti-mouse
c MEARIREEIT T - ZZERRIA peptide H9AE7I 5 BB &I peptide IgG1-PE (Cat. No. 550083) A ARG AT O » ZEFDAGE—1E
§ (NLVPMVATV) (I EERAR 5] B T AR R RE -
TG
T DESCRIPTION REACTIVITY ISOTYPE SIZE CAT. NO.
_ BD DimerX | Soluble Dimeric Human HLA-A2:lg Fusion Protein Hu Ms IgG1, A 0.05mg 551263
g BD DimerX | Soluble Dimeric Human CD1d:lg Fusion Protein Hu Ms IgG1, A 0.1mg 557764
% BD DimerX | Soluble Dimeric Mouse H-2Kb:lg Fusion Protein Ms Ms IgG1, A 0.25mg 557599
>
g BD DimerX | Soluble Dimeric Mouse H-2Ld:lg Fusion Protein Ms Ms IgG1, A 0.25mg 550751
§ BD DimerX | Soluble Dimeric Mouse H-2Db:Ig Fusion Protein Ms Ms IgG1, A 0.25mg 551323
C
li BD DimerX | Soluble Dimeric Mouse CD1d:Ig Fusion Protein Ms Ms IgG1, A 0.25mg 557599
E, Anti-Mouse IgG1 Ms Rat 1gG2a, A 0.1mg 550083
~
Human B 2 Microglobulin Hu 0.1mg 551089
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T8 R E R H NGB IR R DM AIIEEE Cytokine AR Z AR ~Fla0:
IL-4 FEADEEANFRERE » PRIRIEEE ~ FIA ~ KRR - DIERTE
MBEPRMERBEZEL ELISA ATLUEAINE - 2 AREI/INERHMEE
E’J,.\HJE’@/%k%TL/{EE%’]E’JEL ELISA 2 CBA 724 » {B28EIMNE RIS M4
E’] A E - REALSTENREBRARBERS WG » SEEH ! I
%%#&F%muﬁiﬁ%f AR - MRFBARSEENERAEELAERN
LL\:ﬁ'ﬁ%#i?ﬁ
EKEIEFEAIREEZ R0 Finkelman Al Morris AT =513 3R A RAMERY BB AR IUBE E MDA - AT LUB AR
EEEAREZE - £VEERRTE EHER Cytokine / anti-cytokine mAb complex BIA] LUK ELISA #E/TAHT - NMEA]
DR EARMERLEMTNMNE « BABHER - B EERETEEDERRADMNIER « BT HARIEEAFE
SEFRANMSRERE Cincinnati cytokine capture assay ( CCCA ) »* BD /A&] /n vivo capture cytokine assays B2 L1
CCCA RFEMAEN R ZHE R AR =8 -

NA / LE Biotin anti-

IFN-7 mAb Biotin anti- IFN-7 mAb + IFN- 7

b

IFN- 7 / Biotin anti- IFN- 7 mAb complex ] IFN-y

E O Saline iL-4
aCD3
IFN-7 / Biotin anti- IFN-y 10 100 1000 10000 100000
mAb complex .
Cytokine (pg/ml)
\L oo Streptavidin-HRP Measurement of In Vivo IL-4 and IFN-7 production by IVC.
BALB/c mice (5/group) were injected i.v. with 10 g each of biotin-
o o . anti-IL-4 mAb (Cat. No. 557781) and biotin-anti-IFN-r mAb (Cat.
o IFN- 7/ Biotin anti-IFN-7 No 558491) + 10 ug of anti-CD3 mAb (Cat. No. 553057). Mice
mAb complex were bled 4 hours later and serum levels of cytokine-biotin-anti-

Y Y cytokine mAb complexes were determined by ELISA.
I I Purified anti-IFN- v mAb

In vivo capture cytokine assays B2

SEME  ESESNES ELISA50-100 &

BB HESRAVBAMARMESWER - MEARNEER  EAXEARAEMARNEERIE
1RIERGE /X5 10 1 g NA/LE Biotin anti- IFN-r mAb #Z RN 2-72 /R BUEINTE ~ BNATA A ELISA DTSR EEE -
EpREEE HE 50 u| MEAFEBHER - AT ARISERAARAR T BBREELRAERIE - LUBDERERNHE -
STREEER

Description Size Cat. No.

IFN- 7, Mouse In Vivo Capture Assay 10 plates 558491

TNF, Mouse In Vivo Capture Assay 10 plates 558568

IL-10, Mouse In Vivo Capture Assay 10 plates 558072

IL-6, Mouse In Vivo Capture Assay 10 plates 558075

IL-4, Mouse In Vivo Capture Assay 10 plates 557781

IL-2, Mouse In Vivo Capture Assay 10 plates 557937

Assay Components : -

@ /n Vivo Capture monoclonal antibody (biotinylated, BD NA/LE ™ ) © Streptavidin-HRP . .

® Recombinant cytokine standard ® Purified capture monoclonal antibody for plate coating
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CBA Flex Set FH#kkR

<« BD CBA Enhanced Sensitivity Flex Set System

S8 I Bx 5

Femtogram #&AY
Cytokine {8z 5l

Enhanced Sensitivity E5/Z &4

EZEEANERFTE - BD Cytometry Beads Array (CBA) &

R ENMEEENAERAERHE - 8 2EEQERT 1. E8#E
FEMRE THNRSRER  SF BD #HEFSBEHEN 2. 22854
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BD " CBA Enhanced Sensitivity Flex Set System * 7£ KX &8 4 3. iR S | 2= o

W R ER SR A M EEB1E 5-10 pg/ml BHERIFFE » BD 4. BB AEREH4 10 e ;Egﬁ%;ﬁ
CBA Enhanced Sensitivity Flex Set System 24 A LUEAIZ| 274 @ L iptem Ytokine - Rz
fo/ml NEEE @ B ERIARID L EMIKERTTEN 35 {E3EE S. BREfiz st 488nm #

E o EEAHELERREBEEER D ZREENEERT & RN " 633nm Ea1tm

RMEERERERIL  fl20 - BBYHNLER » NEEKRY
HAR9IMIEA - BD " CBA Enhanced Sensitivity Flex Set System
RATEARIME RBRRERBERTHER -

TRRY Y g

BD CBA Enhanced Sensitivity Flex Set {Ef/RIEELEHL CBA —i * AEEHERE R AT EATFIR AR EEIT Cytokine
DT FIA—RINHEK » IR LR B BERFATEE (Capture antibody) * [EERA/NRFIEE SR E M MERER A SRR AT
MEMNRE - B PE 250 ig8lH82 (Detection antibody) @ B PE & XEENEML » AILGHEHEARARNE EARMEZENS
25 T EDBRINERE BD EFHE Detection Reagent (Part A) & Enhanced Sensitivity Detection Reagent (Part B)
LU R B8 P15 E M Cytokine » RV E — iR mAI LUBE L2807 » IRARIKRBIDE -~ MK ~ AHBUIEE DER -

Analyze by
Beads Sample Wash Flow Cytometry
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SN
a4 4 3 1
Detectiontion reagent Concentration (pg/mL)
Part A + Part B Standard Curve
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Time course of human PBMCs stimulated with PMA and Calcium lonophore.
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mFlexset  mES Flex set |
CBA Flex Set
TEEE 274 fg/ml 5-10 pg/ml £d CBA H[F
BIRAEAFE B B2 108 B 8308 1758
I e {E FRRS 5 /)N 3 /NEE 3.3 /hBF
FRARTEIY MR —R +tr
RS (A= REEE REEE F=EHE
1HREE 25-50 1 25-50 1l 100 &
tBRE M BE 96 I BBE 96 ILAE 96 7148
SRR BREESFURNRIAE BREEEORMRIAINRE R R ITRE A
Hl -6
Description SIZE Cat. No.
Human IFN- v Enhanced Sensitivity Flex Set (Bead B8) 100 Tests 561515
Human IL-1 B8 Enhanced Sensitivity Flex Set (Bead B4) 100 Tests 561509
Human IL-2 Enhanced Sensitivity Flex Set (Bead A4) 100 Tests 561517
Human IL-4 Enhanced Sensitivity Flex Set (Bead A5) 100 Tests 561510
Human IL-5 Enhanced Sensitivity Flex Set (Bead A6) 100 Tests 561511
Human IL-6 Enhanced Sensitivity Flex Set (Bead A7) 100 Tests 561512
Human IL-8 Enhanced Sensitivity Flex Set (Bead A9) 100 Tests 561513
Human IL-10 Enhanced Sensitivity Flex Set (Bead B7) 100 Tests 561514
Human IL-12 p70 Enhanced Sensitivity Flex Set (Bead C6) 100 Tests 561518
Human TNF Enhanced Sensitivity Flex Set (Bead C4) 100 Tests 561516
Human Enhanced Sensitivity Master Buffer Kit 100 Tests 561521
Human Enhanced Sensitivity Master Buffer Kit 500 Tests 561523
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