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T-Select MHC Class | Human Tetramer

Allele and Peptide Specificity
The T-Select MHC Class | Human Tetramers
recognize human CD8" T cells which are specific for
a particular peptide in combination with the HLA
allele. The HLA molecule in this reagent has been
modified to minimize CD8 mediated bindingl).

Background
T lymphocytes play a central role in immune system
function. Total T cell and T cell subset counts are
measured by detection of various cell surface
molecules. Enumeration of CD8" antigen-specific T
cells requires cognate recognition of the T cell
receptor (TCR) by a class | MHC/peptide complex.
This can be done using class | MHC Tetramers which
are composed of a complex of four HLA class |
molecules each bound to the specific peptide® ¥ and
conjugated with a fluorescent protein. Thus, T-Select
MHC Tetramer assays allow quantitation of the total T
cell population specific for a given peptide complexed
with a particular MHC molecule. Furthermore, since
binding does not depend on functional pathways, this
population includes all specific CD8" T cells
regardless of functional status. Measurements may
be performed in whole blood or isolated
lymphocyte/mononuclear cell preparations. Specific
cell staining is accomplished by incubating the
sample with the T-Select MHC Tetramer reagent,
then washing away excess Tetramer. The number of
Tetramer positive lymphocytes is then determined by
flow cytometry.

High Specificity
The T cell surface CD8 enhances T cell antigen
recognition by binding to HLA class | molecules.
Therefore, MBL produced T-Select MHC class |
human Tetramers with one point mutation at the HLA
a3 domain known to alter the interaction with CD8.
These mutated Tetramers showed a greatly
diminished nonspecific binding but retained specific
binding. Alterations of CD8 binding by mutation of the
MHC greatly improved the specificity of MHC-peptide
multimers, thus providing efficient tools to sort
specific human T cells for immunotherapy.

Reagents
500 pL liquid - 10 pL/test
The Tetramer is dissolved in an aqueous buffer
containing 0.5 mM EDTA, 0.2% BSA, 10 mM Tris-HCI
(pH 8.0), 150 mM NaCl, and 0.09% NaNs.

Conjugates
= Streptavidin-Phycoerythrin (SA-PE)
Excites at 486-580 nm
Emits at 586-590 nm

= Streptavidin-Allophycocyanin (SA-APC)
Excites at 633-635 nm
Emits at 660-680 nm

- Streptavidin-Fluorescein Isothiocyanate (SA-FITC)
Excites at 465-495 nm
Emits at 515-555 nm

Storage Conditions
Store at 2 to 8°C. Do not freeze. Minimize exposure
to light.
The expiration date is indicated on the vial label.
If the expiration date is not indicated, T-Select MHC
Tetramers are stable for 90 days from the date of
purchase. Stability data are not available for custom
T-Select MHC Tetramers.

Evidence of Deterioration
Any change in the physical appearance of this
reagent may indicate deterioration and the reagent
should not be used. The normal appearance is a
clear, colorless to pink (SA-PE), light blue (SA-APC),
or light yellow liquid (SA-FITC).

Reagent Preparation
No preparation is necessary. These T-Select MHC
Tetramer reagents are used directly from the vial after
a brief vortex on low setting.

Usage
This reagent is for use with standard flow cytometry
methodologies.

Statement of Warnings

1. This reagent contains 0.09% sodium azide.
Sodium azide under acid conditions yields
hydrazoic acid, an extremely toxic compound.
Azide compounds should be flushed with running
water while being discarded. These precautions
are recommended to avoid deposits in metal
piping in which explosive conditions can develop.
If skin or eye contact occurs, wash excessively
with water.

2. Specimens, samples and material coming in
contact with them should be handled as if capable
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of transmitting infection and disposed of with proper
precautions.

. Never pipet by mouth and avoid contact of samples

with skin and mucous membranes.

. Minimize exposure of reagent to light during
storage or incubation.
. Avoid microbial contamination of reagent or

erroneous results may occur.

. Use Good Laboratory Practices (GLP) when

handling this reagent.

Materials Required But Not Supplied

12 x 75 mm polypropylene test tubes

Transfer pipettes

Pipettors and disposable pipette tips

Vortex mixer

Centrifuge capable of 150 x g or 400 x g

Aspirator

PBS

Red blood cell lysis reagent

Anti-CD8a (Human) mAb-FITC, MBL, PN K0226-4
7-AAD Viability Dye, Beckman Coulter, Inc., PN
A07704

Clear Back (human FcR blocking reagent), MBL, PN
MTG-001

Procedure for Whole Blood

1.

g b~ w

10.

into a blood
appropriate

Collect blood by venipuncture
collection tube containing an
anti-coagulant.

. Add 10 pL of T-Select MHC Tetramer to each 12 x

75 mm test tube.

. Add 200 pL of whole blood into each test tube.
. Vortex gently.
. Incubate for 30-60 minutes at 2-8°C or room

temperature (15-25°C) protected from light.

. Add any additional antibodies (e.g. anti-CD8) and

vortex gently.

. Incubate for 30 minutes at 2-8°C protected from

light.

. Lyse red blood cells using commercially available

reagents.

. Prepare samples according to description of the

package insert.

Store prepared samples at 2-8°C protected from
light for a minimum of 1 hour (maximum 24 hours)
prior to analysis by flow cytometry.

Procedure for Peripheral Blood Mononuclear Cells

1

2.

3

. Prepare

peripheral blood mononuclear cells
(PBMC) according to established procedures. Cells
should be re-suspended at a concentration of 2 x
10" cells/mL. 50 uL of sample is required for each
T-Select MHC Tetramer determination.

Add 10 pL of Clear Back (human FcR blocking
reagent, MBL, PN MTG-001) to each 12 x 75 mm
test tube.

. Add 50 uL PBMC into each test tube (e.g. 1 x 10°

cells per tube).

4. Incubate for 5 minutes at room temperature.

5. Add 10 uL of T-Select MHC Tetramer and vortex
gently.

6. Incubate for 30-60 minutes at 2-8°C or room
temperature (15-25°C) protected from light.

7. Add any additional antibodies (e.g. anti-CD8) and
vortex gently.

8. Incubate for 30 minutes at 2-8°C protected from
light.

9. Add 3 mL of PBS or FCM buffer (2% FCS/0.09%
NaNs/PBS).

10. Centrifuge tubes at 400 x g for 5 minutes.

11. Aspirate or decant the supernatant.

12. Suspend the pellet in 500 uL of FCM buffer and
analyze it immediately, or suspend it in 0.5%
paraformaldehyde/PBS and store the sample in a
dark room at 2-8°C. Be sure to analyze it within 24
hours.

Limitations

1. For optimal results with whole blood, retain
specimens in blood collection tubes at room
temperature, while rocking, prior to staining and
analyzing. Refrigerated specimens may give
aberrant results.

2. Recommended cell viability for venous blood
specimens is > 90%.

3. Prolonged exposure of cells to Iytic reagents may
cause white blood cell destruction and loss of cells
in the population of interest.

4. All red blood cells may not lyse under the following

conditions: nucleated red blood cells, abnormal
protein concentration or hemoglobinopathies. This
may cause falsely decreased results due to unlysed
red blood cells being counted as leukocytes.

Technical Hints

A.

B.

If PBMC culture is performed, we recommend the
use of heparin as an anti-coagulant.

In an experiment where cells are stained with
T-Select MHC Tetramer and antibodies, Clear Back
(human FcR blocking reagent) may effectively block
non-specific binding caused by macrophages or
endocytosis, resulting in clear staining. Please refer
to the data sheet (MBL, PN MTG-001) for details.

. A Tetramer, which is constructed with the same

allele of interest and an irrelevant peptide, may also
be used as a negative control.

. We recommend the use of anti-CD8 antibody, clone

Hit8a (MBL, PN K0226-4) or SFCI21Thy2D3 (T8)
because some anti-CD8 antibodies inhibit
Tetramer—specific binding to TCR.

. To reduce contamination of unlysed or nucleated

red blood cells in the gate, we recommend the use
of CD45 antibody and gating of the lymphocyte
population.

Apoptotic, necrotic, and/or damaged cells are
sources of interference in the analysis of viable
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cells by flow cytometry. Non-viable cells should be
evaluated and discriminated following
7-AAD-positive labeling when viable cells remain
unstained (negative).

G. The cells do not need to be fixed before analysis if
stained cells are analyzed by flow cytometry within
several hours.

Selected References
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Related Products

Please check our web site (https:/ruo.mbl.co.jp) for
up-to-date information on products and custom MHC
Tetramers.

MBL manufactures and distributes these products under license from Beckman Coulter Inc.
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T-Select MHC Tetramer

HLA-A*02:01 EBV LMP1
Tetramer-YLQONWWTL-PE

SERIIHRRICRYET . BB MIZIIERLEN TS,

=

T HREIEL. T fEZEKRTCRIZNLT., ERTM
fa. DL RABREMIEOHAMIICHKIRT S MHC 2F
EMBERTFRDOE SR (MHC/peptide complex) IZ§E&
THILICKY. BE-FEEEFHANL KRICHECTE
ML CSFETFLRELEEZERLET, MHC class |
DFICRRENTZIMEARTFRERHE TS CD8 BFE T
MR, MAREEM T MR (CTL) EFE AL, D)L R
ZHBEONAMBOREICEELEEZES>THET,
—75 MHC class I B FIIRREIN=HERTFRE2RHE
5 CDAMBME T #ARIE, ANILAA—T HREE TN, SF
SELRYANhAVEEE LTI REZREG T 51
(T THL, REREDEFLELES,

R EEFEN T MR- EE2THIEILESE
[CEHZTLI=AY, 1996 & Altman BIZk->THHEINI-
MHC-Tetramer SAZE (L. IAHFEMNLZ TCREZETH T
MRERZEIO—HY A A—F—C&>THEIZAHRIEL
EFETAHEFAREICLEL -, MHC-Tetramer EZEEIL.
EAFAELTz MHC R FEMBERTFROEEER(E/
)& BHEHBLEANLTNFES U TAEHRE (TH
SY—)LI=RAETT, SETFENET—H—1O, BiiE
TotA LA EHEHIETEHEN T Mg LK
RS, HEEZ RIBFICAENT T S LM AIBETT,

EBV (Epstein—Barr virus) (&, L4 B EAIZ#D R EL . tH
RepT 95% U LEORANELELTODEVNDATNVE
T B U /NERICHGEREELFET A, CTLEFIDELI-R
EERMAEICKYRE B JURBRIFIEESN., E<LIEF
TAMERE(CIHYE T LOALALS, BHES AIDS HED
REREREICBWVTIEAEL. VU /EEREILET,
FfoN\—F IR RE, ROFUfE, RIEELIA., BA
ABEEDENAAIZELEELTWAEAREINTUVET,
EBV 452/ CTL AL -HIREREREL. BHER) Y
INEETEE R BPTLD)IZN T HABELLTHBINT
WET,

AFHZE(L. MHC [Z HLA-A"02:01 %, IERTFRIZ
EBV LMP1 (latent membrane protein 1)2> /X7 B Kk
DRTIFREAVTERLTEY. ThIZHEEML CTL
EHAZREEETHENTRETY  LMP1 (X 6 EREE
BEAUNIET.B HEDTEICHATHLIEN
HoNTWET  ENACERICEAS TN AELRTFE
LTHIGNTEY ., AR/ EHONTNET,

MHC-Tetramer [E4EHIE D HEELXHET DHHE. *HT
47 Tetramer REEZXNBIZAWNVSEZHEHOHLET &
AIERICEALEL T, BERSEE B,

EBV CTL TE+M—TDEE Xk
1) Rickinson AB and Moss DJ, Annu. Rev. Immunol. 15:
405-431 (1997)
2) Khanna R, et al. Eur. J. Immunol. 28: 451-458 (1998)
3) Kuzushima K, et al. Blood 101: 1460-1468 (2003)

HLA #3514 : HLA-A"02:01

RRARTFRO B3R SRS
EBV LMP1 (159-167 aa, YLQQNWWTL)

AR B2 500 uL, 10 plL/test

10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,

0.09% NaN3, 0.2% BSA [T hSY—HELLTE/Y—H

100 pg/mL DREETEENTLET .
*BHEICEFNDITURFTMVLIE, BBEEFHTTT O
KEBEVIBNGEHLEMEELELET . F-E2ERE
[CHIBINFETLBREOTULEMDELESNEIELH
UETDTRKTRCGEVTRLTRELTZSL, KIENHE
[ZASTIBBITIE+ A BDKTHELFL TS,

BREL: 2-8CTERERELTE, FEiEIT MRzl
BTSN, SR EHHRE, Fa—TIZBESN TLY
BIRNINETHEZLZEL,

REY
TS-MO006-1: Streptavidin—Phycoerythrin (SA-PE)
RS & ; 486-580 nm
BIRK; 586-590 nm

REDLIEICONT: REISEBYLEEDMENL
EEABREIN-I5E (EBEITEHATHhINELIE
DRIK) (X, LIELTWSETREELAHYE T D THEHA
WNTLEELY,

MBL \cpicAL & BIOLOGICAL LABORATORIES CO., LTD.
URL http://ruo.mbl.co.ip
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T-Select human HLA class I Tetramer D%
T-Select human HLA class [ Tetramer [X45E @ HLA
allele ERFERTFREDEERICHEMICHETHER
CD8 51t T Ml EZ & TEFE T, CD8 7 FI HLA
class [ #FIZFEE L. TCR & HLA class VIRERTFK
BERLDEEEEYR—ILTLVET, 2D CD8 HFIC
LB HLA D FADFEED ., FHFEMNG CTLREDREE
TLtzo REHEFETIL HLA class | DFDa3 FBEDTI/
FAECHIIZEREANDZEITKY CD8 A FEDIEHEM
BEER/NRICIIZA LT HEENREMICR EL
TWFEY,
French Application Number; FR9911133

Tetramer AFEDSE 3k
Altman JD, et al. Science 274: 94-96 (1996)
Mcmichael AJ, et al. J Exp Med 187: 1367-1371 (1998)
Bodinier M, et al. Nat Med 6: 707-710 (2000)
# EREEA, $RRHE BRPR%HSE 42: 134-138 (2004)

FEhE
N&m*EANSIEE

1. EYAPUEEREZERALT, #IRmERRLET,

2. 10 pL @ T-Select MHC Tetramer Z&HERE(C/NZ
9,

3. £ZEREREI(Z 200 uL DEMEHRMLET .

4. WoKYERILTIIRENTETS,

5. 2-8°CE1-=IX= 8 (15-25°C) T 30~60 HElM>Fa
R—23aLEY,

6. OptiLyse C (Beckman Coulter #t &Sz H). HL
<[Z OptiLyse B (Becton Dickenson 1 &! /#8238 )
FRAWCAM-BEIENELES, KL DHRBPEICTH
BOFIEICHE-TLESY,

7. BM-EEIOFI—IILORERATYTR. BED
PBS A THEALEY,

8. 400xg T5 ARHEDLET

9. EEZEHETAEL—ILET,

10. RLwhk#% 500 uL ) PBS [CHE&RELET .
1. BT IVIEEEIZT 2-8°CTREL. 24 EREILIAIZ
AL TESLY,

2EDIER

A HREBZTIGEIE. AFTANYUFRIDLER
BEFIELTERLTZSLY,

B. CD8 DA% BT 156 (L. RTYvT 2. CRIEFE
BI BN ATYT 5 TRIZEMEELTESL,
PLCD8 iR (/O—> T8) 1L, Tetramer SREED L1
HELFFADTRIBEBETHENAEETT,

C. BMMEALR+ 2B E. FMEROERFIZLDIE
BEMNEEENERINIZEAHYET, CDL5 *
BEFLE LT /BT — N CRITL TS,

2) KAH M BBk (PBMC) Z L5 BE

1. EEITH-T PBMC #EAEL. 2% 107 cells/mL i
EIZT. filezBRALET,

2. 50 ub (1x10° cells) DHRAERERIZ 10 uL @ Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)%MZ.5 HEERICTREIE TS
LY,

3. 10 uL @ T-Select MHC Tetramer A £ T,

4. 2-8°CE1=IL=;R (15-25°C) T30~60 HEA>Fa~x
— 3 LET,

5. CD8 #ifAZ %Nz . 2-8°CT 20 HREAFa~—3
YLET,

6. WE D FCM buffer [2% FCS/0.09% NaN,/PBS1ZNZ
400x g T5 AEEIDLET,

1. LEAEFEFEIETET,

8. #ifa% 500 uL M 0.5% /NS5 TAILLTILTER/PBS
IZBRAELET,

9. B TILIIMEEIZT 2-8°CTREL. 24 BERILIAIZ
AL TLEELY,

Z2EDIER

D. PBMC 4 Btk . FRIMIKMATZR-TUL\SIHE (X, jAMAL
BETo TSN, FMARIEEHEFMERDEAMNE
HoNBIGEIL CD45 ZRIBFEEL., VU /\BRY—
ICTHEFL TS0,

E. Blocking buffer #4U\& Clear Back ZFALNAZE T,
IOAT7—VHEDIVRH A= RICKBHERE
HEEFIHT IR/ FINET,

F. CD8 #uiAlZoO—2IZ&> Tl Tetramer 85 & TCR
DIEEZEREITHEARESATLET, yA—>
T8 ICEHEERIEIHYFEE AL

G. BELEIUNEKEZETIHHEEE. 7T-AAD ZALVT
EHRELEEL. BT —FAMSBREL TS,

H. %, SBEURNICETT52FETLEZL. /857
AILLTILTERIZKSEELNEBIEIBHEHYFEE A,

—REEEEEIR

1 BRIKR HUTIL BLUENLEERTHETOMH
FREEDAREMZFOLOELT, BMYFZWZE+5
FELTEELY,

2. RELLLIRIEH, BEICKEHTHEVLSTEEL
=&,

3 ZMICTHRBELIERERSH. REFFEMEIZT
ERTREL. REEFERMICHEIBIPL TS
W ABRATREEEGCHRENHLIENHYET D
THEALGLTESEL,

4. BARMBRAEOHEMIBERFEEL=90% TY,

5. Ml AMBERERBBRSSIELRNTZEN B
MEk DR EHHHREBROREELGYET .

6. ARFMK, BREIVNVREEZETLHHRME, LS
FEEMRRETE. BT LEETORMIKAAIM
ENBNIELBYFET, IOLGE. FMEShiL
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Human Tetramers

EBV
TS-0011-1C
TS-M003-1
TS-M002-1
TS-M124-1
TS-MO036-1
TS-M037-1
TS-M033-1
TS-MO004-1
TS-M142-1
TS-M123-1
TS-M028-1
TS-M029-1
TS-MO005-1
TS-M006-1
TS-M030-1
TS-MO031-1
TS-MO069-1
TS-M032-1
TS-M034-1
TS-M001-1
TS-M035-1
TS-M038-1
TS-M111-1
TS-M135-1
TS-MO009-1

Cancer
TS-M103-1
TS-M080-1
TS-M101-1
TS-M102-1
TS-M084-1
TS-0014-1C
TS-0013-1C
TS-0035-1C
TS-M082-1
TS-0016-1
TS-0015-1C
TS-M083-1
TS-M115-1
TS-M086-1
TS-M070-1
TS-M072-1
TS-M075-1
TS-M076-1
TS-M078-1
TS-M138-1
TS-0009-1C
TS-M088-1
TS-MO11-1
TS-M105-1
TS-M081-1

HLA-A"02:01 EBV BMLF1 Tetramer-GLCTLVAML-PE
HLA-A*24:02 EBV BMLF1 Tetramer-DYNFVKQLF-PE
HLA-A*24:02 EBV BRLF1 Tetramer—TYPVLEEMF-PE
HLA-A"03:01 EBV BRLF1 Tetramer-RVRAYTYSK-PE
HLA-B*08:01 EBV BZLF1 g, Tetramer—RAKFKQLL-PE
HLA-B*35.01 EBV BZLF1,,, TetramerEPLPQGQLTAY-PE
HLA-A"0301 EBV EBNA3A, ,, Tetramer-RLRAEAQVK-PE
HLA-A"24:02 EBV EBNA3A Tetramer—RYSIFFDYM-PE
HLA-B*07:02 EBV EBNA3A Tetramer—RPPIFIRRL—PE
HLA-B*08:01 EBV EBNA3A Tetramer—FLRGRAYGL-PE
HLA-A*11:01 EBV EBNA3B,y, 4, Tetramer-AVFDRKSDAK-PE
HLA-A"11:01 EBV EBNA3B, 4 4, TetramerIVTDFSVIK-PE
HLA-A"24:02 EBV EBNA3B Tetramer-TYSAGIVQI-PE
HLA-A"02:01 EBV LMP1 Tetramer-YLQQNWWTL-PE
HLA-A'0201 EBV LMP2,,, ,,, Tetramer-TVCGGIMFL-PE
HLA-A"0201 EBV LMP2, ,, TetramerLLWTLVVLL-PE
HLA-A"02.01 EBV LMP2,; ,, Tetramer—FLYALALLL—PE
HLA-A"02.01 EBV LMP2, ,,, Tetramer-CLGGLLTMV-PE
HLA-A"2402 EBV LMP2,, ,, Tetramer-PYLFWLAAI-PE
HLA-A"24:02 EBV LMP2 Tetramer-IYVLVMLVL-PE
HLA-A"2402 EBV LMP2, , ,,, Tetramer-TYGPVFMSL-PE
HLA-B*35.01 EBV LMP2, , Tetramer-MGSLEMVPM-PE
HLA-A"11:01 EBV LMP2 Tetramer—-SSCSSCPLSK-PE
HLA-A"11:01 EBV LMP2 S9T Tetramer-SSCSSCPLTK—PE
HLA-A"24:02 EBV Mix Tetramer

HLA-A"0201 CEA Tetramer-YLSGANLNL-PE
HLA-A"02:01 CEA (N6D) Tetramer—YLSGADLNL-PE
HLA-A"02:01 CD33 Tetramer—AlISGDSPV-PE
HLA-A"02:01 CD33 A65Y Tetramer-YIISGDSPV-PE
HLA-A"02:01 EphA2 Tetramer—-TLADFDPRV-PE
HLA-A'02:01 gp100 (wild) Tetramer-ITDQVPFSV-PE
HLA-A'02:01 gp100 (mutant) Tetramer-IMDQVPFSV-PE
HLA-A"0201 gp100,5, ., Tetramer-KTWGQYWQV-PE
HLA-A"02:01 gp100 Tetramer-YLEPGPVTA-PE
HLA-A"02:01 Her-2/neu Tetramer—RLLQETELV-PE
HLA-A"02:01 Her-2/neu E75 Tetramer—KIFGSLAFL-PE
HLA-A"0201 HM1.24 Tetramer—-KLQDASAEV-PE
HLA-A"0201 hTERT Tetramer-ILAKFLHWL-PE
HLA-A02:01 IDO Tetramer-ALLEIASCL-PE
HLA-A'02:01 MAGE-A1 Tetramer—KVLEYVIKV-PE
HLA-A"02.01 MAGE-A2 Tetramer-YLQLVFGIEV-PE
HLA-A"02:01 MAGE-A3,,,.,,, Tetramer-KVAELVHFL-PE
HLA-A"0201 MAGE-A3,,,_,, Tetramer-FLWGPRALV-PE
HLA-A02:01 MAGE-A10 Tetramer—GLYDGMEHL-PE
HLA-A"02.01 MAGE-C1 Tetramer-ILFGISLREV-PE
HLA-A"0201 Mart—-1 Tetramer—-ELAGIGILTV-PE
HLA-A'0201 MUC1 Tetramer-LLLLTVLTV-PE
HLA-A02:01 NY-ESO-1 Tetramer-SLLMWITQC-PE
HLA-A"02:01 NY-ESO-1 C9V Tetramer-SLLMWITQV-PE
HLA-A"02:01 p53 Tetramer—-LLGRNSFEV-PE

TS-M107-1
TS-M117-1
TS-M119-1
TS-M116-1
TS-M118-1
TS-M120-1
TS-0017-1
TS-MO087-1
TS-M104-1
TS-M095-1
TS-M079-1
TS-MO085-1
TS-0019-1C
TS-M016-1
TS-M140-1

Control
TS-M007-1
TS-M007-2
TS-M007-3
TS-0029-1C
TS-0029-2C

Peptides
TS-0011-P
TS-M003-P
TS-M002-P
TS-M004—P
TS-M005—-P
TS-M069-P
TS-M001-P
TS-M035-P
TS-M111-P
TS-M135-P
TS-M007-P
TS-0029-P

Others
4844
8223
AM-1005M
6603861
6607011
A07704
IM-1400
A11895
MTG-001

HLA-A"0201 PAP,y, ,,; Tetramer—ALDVYNGLL-PE
HLA-A"02.01 PRAME , s Tetramer-VLDGLDVLL-PE
HLA-A"02.01 PRAME,,,._s; Tetramer—SLYSFPEPEA-PE
HLA-A"02:01 PRAME,y, 4, Tetramer—-ALYVDSLFFL-PE
HLA-A"02:01 PRAME 55 o, Tetramer-SLLQHLIGL-PE
HLA-A"0201 PSA ,,_;5, Tetramer—FLTPKKLQCV-PE
HLA-A"0201 PR-1 Tetramer-VLQELNVTV-PE
HLA-A"0201 PSA Tetramer-KLQCVDLHV-PE
HLA-A"0201 RHAMM Tetramer-ILSLELMKL-PE
HLA-A"02.01 PP2A Tetramer-SLLPAIVEL-PE
HLA-A"0201 SSX-2 Tetramer-KASEKIFYV-PE
HLA-A"02:01 Survivin (T2M) Tetramer-LMLGEFLKL-PE
HLA-A02:01 Tyrosinase Tetramer-YMDGTMSQV-PE
HLA-A"02.01 WT1 ,_,,4 Tetramer—RMFPNAPYL-PE
HLA-A"0201 WT1,,_,; Tetramer—VLDFAPPGA-PE

HLA-A*24:02 Negative Tetramer—RYLRDQQLL-PE
HLA-A"24.02 Negative Tetramer—-RYLRDQQLL-APC
HLA-A"24:02 Negative Tetramer—-RYLRDQQLL-FITC
HLA-A"02:01 Negative Tetramer-PE

HLA-A"02:01 Negative Tetramer—-APC

HLA-A*02:01 EBV BMLF1 peptide
HLA-A*24:02 EBV BMLF1 peptide
HLA-A*24:02 EBV BRLF1 peptide
HLA-A*24:02 EBV EBNAS3A peptide
HLA-A*24:02 EBV EBNA3B peptide
HLA-A*02:01 EBV LMP2,, ,,, peptide
HLA-A*24:02 EBV LMP2 peptide
HLA-A*24:02 EBV LMP2,,,_,,; peptide
HLA-A*11:01 EBV LMP2 peptide
HLA-A*11:01 EBV LMP2 S9T peptide
HLA-A*24:02 HIV env gp160 peptide
HLA-A*02:01 Negative peptide

IMMUNOCYTO CD107a Detection Kit
IMMUNOCYTO IFN—y ELISPOT Kit
IMMUNOCYTO Cytotoxicity Detection Kit
CDS8-FITC (T8)

CD8-PC5 (T8)

7-AAD Viability Dye

OptiLyse B

OptiLyse C

Clear Back (Human FcR blocking reagent)

MHC Tetramer RE. FEAXRTFFEOERTIF
w7  MHC Tetramer SHEDHR A LERIZEALELTIX.
Bt AR— LR—2 (http://ruo.mbl.cojp) &Y R EFTEHE
CHERRLTEELY,
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HLA-A2 [514£0 MBL @8 AR mA S PBMC %575
L. ZD—&%. Tetramer SREZRALTEBLEZ. BYD
PBMC I£ EBV LMP1 RZFFK (YLQQNWWTL) %1% T 13
BREEER. Tetramer MEZHTEABLT,

ZEHER1
RIME®ZICHEEL- PBMC D2 BEERETRT.,
FyrZOvrRERSFOA LDOEFIX CD8 B HAaH
DT —HEFEMN CTL D%ZETRY,

EBV LMP1 Negative
Tetramer Tetramer
donor 001 o 0.01
A
1 | oo
B
P om
C
0.02
D
E
000 § - 0.00
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rBEHE

1. ARYURMEESIZ5BELT- PBMC (fresh) EXTF
FEMATEELIZU2 /AR (1 X10° cells) ZEE D
FCM buffer [2% FCS/0.05% NaN,/PBS](ZT 1 [El%>
bDEEnTh 2 KAEL,

2. 20 uL @ Clear Back (Human FcR blocking reagent,
MBL code no. MTG-001)& 20 ul 0 FCM buffer Z 0
Z.ERICTS ARESET=,

3. LUTOERTISI—HEEZZTNETN 10 uL $DOMA.
4°CT 30 IR IESE 1=,

+ HLA-A*02:01 CMV IE1 Tetramer—-PE
+ HLA-A*02:01 EBV LMP1 Tetramer-PE (TS-M006-1)

4. 10 pL @ CD8-FITC (clone T8, MBL; code no.
6603861) % ZNZMNMZ . 4°CT 20 HERIESET=,
(fresh) TIX ., Y /\BkZE BT 5 &I, CD45-PC5
(clone J.33, MBL; code no. A07785)% 10 uL f0Z 1=,

5. =0 FCM buffer Z10Z 400 x g T5 HRELEDLT=,

6. EEHEFTEFEIET, 400 pL M FCM buffer 20X
THRaZZ B L=, (cultured) TIL 5 uL M 7-AAD (3t
HHRE R ZE, MBL; code no. A07704) ZZNENINAZ .
Bdg#L-,

7. FCMIZTfE#HLT=,

FEER2
MBL 8 A PBMC EIEM—TRIFRERESEELT
13 BDLEHERT,

MLPC (Mixed-Lymphocyte-Peptide Cultures) modified by "Bl_,

F
i * ﬁ * E * @ * :‘h.
Spin down 2 weeks
Y

< < 5% autoplasma
1 d 1
AVALDZ i1 | migsk ) > INBR DR antigenic peptide (1~ 10 pg/mL)

IL-2 (50 U/mL, day 2 )

day13

>

HLA-A*0201 EBV
LMPI1 Tetramer-PE

CDS8-FITC

T-Select MHC Tetramers use patented technology (US patent No. 5,635,363, French application No. FR9911133,
and Japanese patent No. P3506384) of Beckman Coulter Inc..
MBL manufactures and distributes these products under license from Beckman Coulter Inc..
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