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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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HLA-A*11:01 EBV EBNA3B 399-408
Tetramer-AVFDRKSDAK-PE

SERIIHRARICRYET , SETBMISIIERLLZN TS,

de =
HR

T fAREX. T MBAZAAK(TCR)ZNLT, BRI T
a8, DAL AREHIBONAMREIZHEIRYT S MHC 5F
ERBERTFREDE AR (MHC/peptide complex) [ZFEE
THIEIZKY, BE-FEBECZHAL . RRIZECTE
L CIEISEFLREIGEEERLLET , MHC class |
DFITRTREIN-HERTFRZEZRHETS CD8 HE T
ML, MARSEM T M (CTL) EFEEN ., DL REE
2O ABBOBREICEELREEEE->THET,
—7 MHC class I D FITIRRESNF-REXRTFREEH
T2 CDAMGME T HARIL. ALA—T MfEEE N, SF
SELY A AV EEELTHIBREREZRE TS
(T, RERELEFEELET,

BER. MBS EM T MlZRE -EE21LT5IEFIE
HIZHRETLI=AY, 1996 £F Altman SIZ&>THFESIN =
MHC-Tetramer SRAE (L. AHEMNL TCREZETH T
MR ERZIO0—Y A A—3—(Z k> THB(CARIEL
EETHEEFAHEIZLELT=. MHC-Tetramer RZE(L,
EFF2 Lz MHC DFERRERTFROESE(E/
I—)EENEHE LA TNTFES U T4EEKIE (TR
SY—)LIRAETT . SESFLMET—h—1, #Ee
ToA LA EHOEDIET.HEN T MEONEIK
BEXO, HEEZ RIBFICARIT I D2 EMAIBETY .

EBV (Epstein—Barr virus) (&, L4 B EAIZ ¥R EL . tH
BT 5% U EDOHANRELTNDEL LN TNE
T B U /NERICHGRERELET A, CTLZFILELI-R
EERMAEICKYREE B UURKRIFIEESN., ELIEF
PEMERRE(ICHYET, LHALESS, FBHEXS AIDS HED
RERSIKREICEWVTHEAEL. UVNEFREILET,
FfoN\—F IR RE, ROFUfE, RIEEHLIA., BA
ABEDENAIZHLEELTOAEARESNTLET,
EBV 4 E/ CTL 2RV GEREIL. BiEERYY
INETEMERBPTLD)IZH T HARBELLTHEFINAT
WET,

AR ZE (L MHC [Z HLA-A*11:01 % BERTFFIC
EBV EBNA3B (EBNA4 LI (END) 2 /\VBEHEKD
RITIFREAVWTERLTEY., ChIZHENZ CTLE
H#xERHEE T HEMNABETT . EBNA3 (X MILRYT
JLEIZAVT LIZO—RENS 3A, 3B, 3CD 3IDDXE
BEMSEYET, B5F DNA #A S HE RBP-Jk/CBF1
LHEA L. BILKRBP-JkEHES T HEBNA2 LR S RIICHE
FALTEEEHZHIELET . B MO FRIEIZIL. 3A

& 3C BAZET. 3B [FATIH LI EAHESA TL
F9,EBV HHEM CTL TEM T DHEIL 1990 FLH
LEAIZTTHhhTULET 7,

MHC-Tetramer [FIEfIBDHEZHIET DR, +HT
47 Tetramer HEEZXBICHAWNSEEZHEHOLET . &
mIFRICALEL T, BER KEEZEIZSILY,

EBV CTL TE—TDSE Xk
1) Gavioli R, et al. J. Virol 67: 1572-1578 (1993)
2) de Campos—Lima P.O, et al J Exp. Med 179: 12971305 (1994)
3) Rickinson AB and Moss DJ, Arnu Rev: Immunol 15: 405-431 (1997)
4) Khanna R, et al. Eur. J. Immunol. 28: 451-458 (1998)
5) Tomiyama H, et al. J. Immunol. 168: 5538-5550 (2002)

T-Select HLA class | human Tetramer D454
T-Select HLA class I human Tetramer [Z$FE M HLA
FTUILERBRERTFREDBEERICHEENICHES T SE
hCD8 Gt THIfEMERH TEE Y, CD8 0 FIXHLA
class | D FIZ#EAL. TCR & HLA class /#iRRTFK
EEREDHEEZEYR—FLTWET, 2D CD8 HFIC
B HLA X FADFEED ., FHFENL CTLREDREE
TLt=zo RHAETIL HLA class | 5 FD a3 FBED T/
BRELSIICERZANDLIZKY CD8 D FEDIEFER
HEEZ/MRBICHIA LT . HEEEARBMICHEL
TWEY,
French Application Number; FR9911133

HLA #)31: HLA-A*11:01

RRARTFREOBEERES:
EBV EBNA3B (399-408 aa, AVFDRKSDAK)

Bw#EY: PE
At ; 486-580 nm
I FRK; 586-590 nm

HAR: &8 500 uL, 10 pl/test
10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,
0.09% NaN, 0.2% BSA IZTFSY—RELLTE/Y—H
100 pg/mL DRETEENTVET,
*BRECEFENDITIFNIDLIE. BEEGETTTY
EKRREEEVIB NGB CLEMEEELET . £-ERE
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REICHBINETTLEREEOTOILEMAELESNS
ERBYETDTHRKTECEWVRLTEEL T LS, K
B BIZASEBICETTEDKTENTRLTIZE,

BREL: 2-8°CTERLBEREL TS, EES T MHRIZL
BTSN, ERADERIE, Fa—TICBESATL
BRIV ETHEELIESLY,

HEDLEIZOWNT: HEISEBRYEEDYENL
TN BRIN-IES BEEIBHATHTMIELIE
DFIK) [T, BIELTWDATEEENHYET O TEHE
WTLEEELY,

FEHE:
N&m*EANSIEE

1. BEYEEERIZFERLT, F#FRMEFERLET .

2. 10 pL @ T-Select HLA class I human Tetramer—-PE
FRHABEICNAET,

3. HEHERE(Z 200 L DEMAEFMLET,

4. WoKYERILTIIREMNTETS,

5. 2-8°CET=IL=;R (15-25°C) T 20~60 H A ¥
R—23vLET,

6. OptiLyse C (Beckman Coulter L& 5 #rig35/A). £
L<I& OptiLyse B (BD Biosciences 1 &4 #r1#435 )
FRAVWCAEM-BIENELES, KL DHRBAEICTH
BOFIEICH-TLESLY,

7. BM-EEIOFI—IILORRATYTR. BED
PBS A CHEALET,

8. 400 x g TH5 AMERIDLET,

9. EEHETAEL—FLET,

10. RLyhk% 500 L @ PBS ICHBFREBELET
1. BT IVIEEEIZT 2-8°CTREL. 24 EREILIAIZ
SHLTLEELY,

Z2EOIER:

A MRREBZETIGEE. BTANYUF ) LEHE
EFIELTERLTZELY,

B. CD8 DA% BT 5154 (k. RTYvT 2. CRIEFE
BIEMN ATV 5 TRITEMERL TS,
iCD8 ik (/O—> T8) &, Tetramer SHED LB
ZHELFEFADTRIFEBRTIENAIETT,

C. BIMEALR+7EBE. FOMEROERFHIZKDIE
BEMNLERGHILERINDIZENHYET, CDIS
BEFERBL T /RS —FTHRITL TS,

2) R B %5k (PBMC) ZRALN\515E
1. TEEICHES>TPBMCZFRARL. 2% 10" cells/mL DR
EICT. MlRZBERELET,
2. 50 ub (1 x 10° cells)DHAM R &IZ 10 uL D Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)ZH0% . 5 DREERICTRIGSE TZELY,

3. 10 pL @ T-Select HLA class I human Tetramer-PE %

MAES,
4. 2-8°CE1-=IF=;R (15-25°C) T 20~60 HEA>Fan
—>avlZET,
5. CD8 HitAkZE#%/NZ. 2-8°CT 20 A F1R—3
VLET,
6. W=D FCM buffer [2% FCS/0.05% NaN,/PBS]%&/0Z
400 x g T5 RERDLET,
1. LEBEAEFEFETET,
8. #EfaZ 500 pL @ 0.5% /NFTAILLTILTER/PBS [
BRALEY,
9. HUTILIFBEEIZT 2-8°CTREL. 24 BRELIAIZH
HLTLEEELY,

FEEDIER:

A. PBMC Z5Bftk. FRIMIKMNTZ-TLSIHE (X, jAMAL
EETo TSN, B MNEHLFRIMBRDE AN
HENDHEE (L CDA5 ZRIBFEBEL., Y2/ BT —C
THEEHTLTSIESLY,

B. Blocking buffer 34U\ & Clear Back ZFALNAZET. 7
HOT7—CHREDIVRH A= RIZEDIEEREMN
ZEZIHETIMRNPFINET,

C. CD8 HuiKIEH/O—2IZ&>TIE Tetramer 3L TCR
DEEEEEFET I LA BRESATHVET . yO—>
T8 ICBEEERAIEHYFEE A

D. EELFIUNEREZZEEBTHIHEEIE. 7-AAD ZAHT
MR EREL. BT —FAMLEREL TS,

E 8%, HBRLRNICEFTTLIFETLEZL. /N\FT
AILLTILTERIZKSEERNEBIEIHEHYFEE A,

—REYSEREIR:

1L B YUTL BEUENLGEEMTEETOME
(FREEDAREMZRFOLDEL T, BMYFZWZE+5
FELTZELY,

2. RELLIIRISH, AFICREH TEVESITEEL
=S,

3. ZMICTHRBELHERERLSH. REFFEMEIZT
ERTHREL. RERFEMICHEIRHFL TS
W ABRATRERGHRENHLIENHYET D
THEALGLTESL,

4. FARMARADHEZEMBEFRILZ90%TY

5. MRZTAMBRERBREIRSSIEGNTZEN. B
MEk DR EHHHREBROREELGYET .

6. ARFMEK, BEIVNVREEETIRIE, HLC
FEEMRRETE. BT LEETORMIKAAIM
ENBNIELHYFET, THLEGE. FIShGL
FRIMIKABMBRELTHI U FESNDHIET, HHEERD
BTELOTIEAHYET,

Tetramer SHFEDSE THR
1) Altman JD, et al. Science 274: 94-96 (1996)
2) Mcmichael AJ, et al. J. Exp. Med. 187: 1367-1371 (1998)
3) Bodinier M, et al. Nat. Med. 6: 707-710 (2000)
4) ¥ LBB5h, B ARHE BERPRSE 42: 134-138 (2004)
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BEER
T-Select Human Tetramers

EBV

TB-0011-1  HLA-A%02:01 EBV BMLF1 Tetramer—GLCTLVAML-PE
TS-M0O6-1  HLA-A%02:01 EBV LMP1 Tetramer-YLQGNWWTL-PE
TB-0146-1  HLA-A%02:01 EBV LMP1 Tetramer—YLLEMLWRL-PE
TS-M030-1  HLA-A%02:01 EBV LMP2 Tetramer-TVCGGINFL-PE
TS-M161-1  HLA-A%02:01 EBV LMP2 I6M Tetramer-TVCGGMMFL-PE
TS-M159-1  HLA-A%02:01 EBV LMP2 Tetramer—QLSPLLGAV-PE
TS-M160-1  HLA-A%02:01 EBV LMP2 Tetramer—GLGTLGAAL-PE
TS-M031-1  HLA-A%02:01 EBV LMP2 Tetramer-LLWTLVVLL-PE
TS-M069-1  HLA-A%02:01 EBV LMP2 Tetramer-FLYALALLL-PE
TS-M157-1  HLA-A%02:01 EBV LMP2 Y3C Tetramer-FLCALALLL-PE
TS-M032-1  HLA-A%02:01 EBV LMP2 Tetramer-CLGGLLTMV-PE
TS-M155-1  HLA-A%02:01 EBV LMP2 C1S Tetramer-SLGGLLTMV-PE
TS-M156-1  HLA-A%02:01 EBV LMP2 L61 Tetramer-CLGGLITMV-PE
TB-0131-1  HLA-A%02:01 EBV BALF4 Tetramer-FLDKGTYTL-PE
TS-M124-1  HLA-A%03:01 EBV BRLF1 Tetramer-RVRAYTYSK-PE
TS-M033-1  HLA-A%03:01 EBV EBNASAwqs Tetramer-RLRAEAQVK-PE
TS-M028-1  HLA-A%11:01 EBV EBNA3Byg.q Tetramer—AVFDRKSDAK-PE
TS-M029-1  HLA-A%11:01 EBV EBNA3Byq. Tetramer—IVIDFSVIK-PE
TS-M111-1  HLA-A%11:01 EBV LMP2 Tetramer-SSCSSCPLSK-PE
TS-M135-1  HLA-A%11:01 EBV LMP2 SOT Tetramer-SSCSSCPLTK-PE
TS-M003-1  HLA-A%24:02 EBV BMLF1 Tetramer-DYNFVKQLF-PE
TS-M002-1  HLA-A%24:02 EBV BRLF1 Tetramer-TYPVLEENMF-PE
TS-M0O4-1  HLA-A%24:02 EBV EBNA3A Tetramer-RYSIFFDYM-PE
TS-M005-1  HLA-A%24:02 EBV EBNA3B Tetramer-TYSAGIVQI-PE
TS-M034-1  HLA-A%24:02 EBV LMP2 Tetramer-PYLFWLAAI-PE
TS-MOO1-1  HLA-A%24:02 EBV LMP2 Tetramer—IYVLVMLVL-PE
TS-M154-1  HLA-A%24:02 EBV LMP2 Tetramer-TYGPVFMCL-PE
TS-M035-1  HLA-A%24:02 EBV LMP2 C8S Tetramer-TYGPVFMSL-PE
TS-M009-1  HLA-A%24:02 EBV Mix Tetramer-PE

TS-M142-1  HLA-B%07:02 EBV EBNA3A Tetramer-RPPIFIRRL-PE
TB-0123-1  HLA-Bx07:02 EBV EBNAG Tetramer-QPRAPIRPI-PE
TS-M036-1  HLA-B%08:01 EBV BZLF1,64oy Tetramer-RAKFKQLL-PE
TS-M123-1  HLA-B%08:01 EBV EBNA3A Tetramer-FLRGRAYGL-PE
TB-0101-1  HLA-Bx15:01 EBV EBNA4 Tetramer-GQGGSPTAM-PE
TS-M037-1  HLA-B35:01 EBV BZLF1s4 Tetramer—EPLPQGOLTAY-PE
TB-0168-1  HLA-B*35:01 EBV EBNAI Tetramer—HPVGEADYFEY-PE
TB-M038-1  HLA-B35:01 EBV LMP2,, Tetramer-MGSLENVPM-PE
TS-M150-1  HLA-C%03:03 EBV EBNAT Tetramer-FVYGGSKTSL-PE

CchV

TS-0024-1C HLA-A%01:01 CMV pp50 Tetramer-VTEHDTLLY-PE
TS-0010-1C HLA-A%02:01 CMV pp65 Tetramer—NLVPMVATV-PE
TS-MO57-1  HLA-A%02:01 CMV IE144 Tetramer-VLEETSVML-PE
TS-M100-1  HLA-A%03:01 CMV IE,510, Tetramer-KLGGALQAK-PE
TS-MO12-1  HLA-A%11:01 CMV pp65 Tetramer—ATVOGONLK—-PE
TS-0020-1C HLA-A%24:02 CMV pp65 Tetramer—QYDPVAALF-PE
TB-M099-1  HLA-B%07:02 CMV pp65 Tetramer-RPHERNGFTVL-PE
TS-0025-1C HLA-B*07:02 CMV pp65 Tetramer—TPRVTGGGAN-PE
TS-0026-1C HLA-B%08:01 CMV IE1 Tetramer-ELRRKMMYM-PE
TB-0147-1  HLA-B%08:01 CMV IE1 Tetramer-QIKVRVDMV-PE
TS-MO13-1  HLA-Bx15:01 CMV pp65 Tetramer—KMQVIGDQY-PE
TB-0027-1  HLA-B35:01 CMV pp65 Tetramer—IPSINVHHY-PE

T-Select PEPTIDEs

TS-0011-P  HLA-A%02:01 EBV BMLF1 peptide, GLCTLVAML
TS-M003-P  HLA-A%24:02 EBV BMLF1 peptide, DYNFVKQLF
TS-M002-P  HLA-A%24:02 EBV BRLF1 peptide, TYPVLEEMF
TS-M004-P  HLA-A%24:02 EBV EBNA3A peptide, RYSIFFDYM
TS-MO0O5-P  HLA-A%24:02 EBV EBNA3B peptide, TYSAGIVQI
TS-M069-P  HLA-A%02:01 EBV LMP2 peptide, FLYALALLL
TS-MOOT-P  HLA-A%24:02 EBV LMP2 peptide, IYVLVMLVL
TS-M035-P  HLA-A%24:02 EBV LMP2 C8S peptide, TYGPVFMSL
TS-M111-P  HLA-A%11:01 EBV LMP2 peptide, SSCSSCPLSK

TS-M135-P
TS-M803-P

its

4844
AM-1005M
TB-7300-K1
TB-7301-K1
TB-7302-K1
TB-7303-K1

Others
6603861
6607011
A07750
A07704
MTG-001

HLA-A%11:01 EBV LMP2 S9T peptide, SSCSSCPLTK
HLA-DRB1x01:01 EBV EBNA155.50; peptide

IMMUNOCYTO CD107a Detection Kit

IMMUNOCYTO Cytotoxicity Detection Kit
QuickSwitch™ Quant HLA-A+02:01 Tetramer Kit-PE
QuickSwitch™ HLA-A%02:01 Tetramer Kit-PE
QuickSwitch™ Quant HLA-A%24:02 Tetramer Kit-PE
QuickSwitch™ HLA-A%24:02 Tetramer Kit-PE

CD8-FITC (T8)

CD8-PC5 (T8)

Anti-CD4 (Human) mAb-FITC

7-AAD Viability Dye

Clear Back (Human FcR blocking reagent)

MHC Tetramer JRE ., FERAXRTFREDHRZTAIVFY
7. MHC Tetramer HEDHAXZLESICEALELTIE.

B R— L

AR — (http://ruo.mbl.cojp) LY R B ZE
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MLPC (Mixed-Lymphocyte-Peptide Cultures) modified by “BL

F
> -»> -> ->
Spin down 2 weeks

< < 5% autoplasma
o) # |
AYAURZ i Mmoo 5 ) Y INBR DB antigenic peptide (1~ 10 pg/mL)

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

Day 0

HLA-A*11:01 R 9 5@ % A KM LY PBMC %3

L, ZD—E%E Tetramer FAEIZTEELI=(day 0), 4 : 4
F&Y D PBMC (%, HLA-A*11:01 HJ31E EBNA3B HIE®D
HERARTFK (AVFDRKSDAK, 10 pug/mL)ZRLNT CTL
ZEEL 2 B8EEELT Tetramer REZALVTER
L7=(day 15), ¥ 28 CTL DFEE A XL, PBMC &R ] '
RIFRERELTEET S MLPC jEF ALV, .

REAE
1.

SSC-H
7-AAD

FSC-H

ANYUEMBEELIZHBLT- PBMC (1 x 10° HLA-A*11:01 HLA-A*11:01
cells) . $HBULE PBMC IZHIRARTFRZEMA THEE EBNA3B 399-408 HTLV-1 Tax272-280

ELEY/NBKZBEE D FCM buffer [2%
FCS/0.05% NaN,/PBS]IZT 1 E#~-:D%%Fh ]
Th2 AAELT

2. 10 uL @ Clear Back (Human FcR blocking reagent,
MBL code no. MTG-001) & 20 ul @ FCM buffer
=z, ZEBICT5 pERESET,

3. 10 puL @ HLA-A*11:.01 HTLV-1 Tax272-280
Tetramer—-PE (MBL code no. TS-M024-1, Negative

0.02

0.01

Tetramer-PE

Tetramer ELTHEA). HAHLME 10 b @ CD8 (T8)-FITC
HLA-A*11:01 EBV EBNA3B 399-408 Tetramer

-PE (MBL code no. TS-M028-1) ZFhEFNnINZ. Day 15

4°CT 20 HEIRESE =,

4. 10 uL @ CD8-FITC (clone T8, MBL code no. Ik 1
6603861)Z 0% . 4°CT 20 NEIRIESE 1=, 1

5. @@= FCM buffer 0 Z 400 x g T5 HRHEIDL
1=.

6. LEAZEFE
AZTCHIRRZERA L=,

7. FCM [ZTHE#HLT=,

B4

A sEEE R2 &£LT=, 20 R1 D R2 fBISICTHEAT N
#11o1=. Ry IOy BRERAE LD EFIE. CD8 5k
HRE D MHC Tetramer [ HBEOEISETRT,

FEmiEE

MLPC ;RICTHEM CTL 2FE LI #ER. day 1512
ST 1051%0) HLA-A*11:01 EBV EBNA3B 399-408
Tetramer [G4 MR A H S+ 7=, Negative Tetramer

(HLA-A*11:01 HTLV-1 Tax272-280 Tetramer) Tl [5 CD8 (T8)-FITC

SSC-H
7-AAD

E & T, 400 pL @ FCM buffer %0

FSC-H

_ N HLA-A*11:01 HLA-A*11:01
FSC/SSC Eﬁﬁl_f T %EH@.FEEZE R1 t[./s 7-AAD B% EBNA3B 399-408 HTLV-1 Tax272-280

s 10.51

0.00

Tetramer-PE

PR X Sh g hoT=,
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