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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 binding".

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?- 3 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

- Streptavidin-Brilliant Violet™ 421 (SA-BV421)
Excitation maximum 405 nm
Emission maximum 421 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 (SA-BV421) to pink (SA-PE), light
blue (SA-APC), or light yellow (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.
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. Specimens,

. Avoid microbial

. Use Good Laboratory Practices

If skin or eye contact occurs, wash excessively
with water.

samples and material coming in
contact with them should be handled as if capable
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.

contamination of reagent or
erroneous results may occur.

(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.

a b w

10.

into a blood
appropriate

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

. Add 10 puL 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.

. Prepare peripheral

blood mononuclear cells
(PBMC) according to established procedures.
Cells should be re-suspended at a concentration
of 2 x 107 cells/mL. 50 ulL of sample is required for
each T-Select MHC Tetramer determination.

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

. Add 50 pL PBMC into each test tube (e.g. 1 x 108

cells per tube).

. Incubate for 5 minutes at room temperature.

. Add 10 pL of T-Select MHC Tetramer and vortex
gently.
. 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 lytic 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.

C.

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.
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F. Apoptotic, necrotic, and/or damaged cells are
sources of interference in the analysis of viable
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

1) Bodinier M, Peyrat M-A, Tournay C, Davodeau F,
Romagne F, Bonneville M, and Lang F, 2000.
Efficient Detection and Immunomagnetic Sorting of
Specific T Cells Using Multimers of MHC Class |
and Peptide with Reduced CD8 Binding. Nat. Med.,
6:707-710.

2) Altman JD, Moss PH, Goulder PJR, Barouch DH,
McHeyzer W, Bell JI, McMichael AJ, and Davis
MM. 1996. Phenotypic Analysis of Antigen-Specific
T Lymphocytes. Science 274:94-96.

3) McMichael AJ, and O ‘Callaghan CA. 1998. A New
Look at T Cells. J. Exp. Med. 187:1367-1371.

Related Products

Please check our website (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.
Brilliant Violet™ 421 is a trademark of Sirigen, and Sirigen is an entity of Becton, Dickinson and Company.
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T-Select HLA class I human Tetramer

HILLA-A*11:01 EBY EBNA3B 416-424
Tetramer-IVIDFSVIK-PE

FRIEMEAICBYFET . EHBMICIEERLELTEESLY,

de

R

T fAEX. T MEZEK(TCR)IZNL T, HRIRTH
B8, DAL AR ONAMBIZHIET 5 MHC 9 F &
HBERTFRDEE K (MHC/peptide complex) [ZHEE T
AZ&IcKY. BE2-EBEEHEAL. KRICHECTESE
ELTCSEITEFLREIGEZEFERLET . MHC class [ &
FICRTRINE-RERTFRERE TS CD8 [51E T #Aa
(X, MRS T #A8 (CTL) EREIEN., 1)L R
EONAMEORGICEELEIEHE>THWES, — A
MHC class Il 2 FICIRREINT=MERTFRERHTS
CDASTE THIRA L. AIL/IS—THIFALIE (T . SFESEH
VAN EEELTHRBHREZFRE 52 THL
BHERELIEIEIELET,

R EEFEN T Mlaziat-EE2LTHILIEIE
IR TLI=AY, 1996 &F Altman HIZ&>THFESIIT=
MHC-Tetramer S ZE (X, IMRFEMNLZ TCREZFITHTHE
BEMZIO—S A A—F—|Z K> THEICAIFRIELE
ETHEEAREIZLELT-, MHC-Tetramer ZE(&. E
AFUELTz MHC BFERBRIFROBEER(E/Y
—)EERIEBHL-ANTRTFES U TA4EKRIE(FFST
—) LR ETT, SFEIFLET—h—O #EeT7 vt
ALAEHLEDIET.HEN T HBEOMEIKEES,
BEBEZ RIBFICAEMT 9 B LA AIBET T,

EBV (Epstein—-Barr virus) (&, ZL%h RER(C#DREEL | 1
RPETI5%ULEDHEANEELTLDELNDNATNET,
BUU/NERIZHHRELELET A, CTLEZRIDEL-REEE
RHBICKYRE B YU NREKIZEESh ., ZULTES
RBRE(ITHYET, LOLEAS, BiELS ADS BEDRE
AEREBICTBWVTHEAERL. Vo N\EEZREILET, =
N—=F Y YU RE,. ROF UK. BIRELA . BHAK
EDENAICEEELTLWDREAREINATLET,
EBVHFEMCTLZ ALV -HMRRREREIL. BERU N
BIEMERBPTLD)IIN T HAEELLTHFSINTLE
E

A (L. MHC 2 HLA-A*11:01 . FIBERTFKIC
EBV EBNA3B (EBNA4 EEIE(EN D) R /NI BEHED
RTIFREAVWTERLTEY., ChIZHENK CTL &
HAZEREEET HEMNAEETT , EBNA3 [XVAILRY
JILEIZAVTLIZa—KEN3 3A,3B,3C D 3 DDIKE
BEMSLEYET . BE DNA £S5 EHHE RBP-Jk/CBF1
EHEA L. BILK RBP-Jk&AEE T 5 EBNA2 LR A HIIC/E
ALTESEEZHIMHLET . B MiBDOTIEIIZIK, 3A

E3CHIHAT, IBIIAHAETIFHWIENRESHTLNE
9 .EBV HEM CTL TEF—TDOHFEIL 1990 ERH D
BAIZTTHhTOET ",

MHC-Tetramer (GO EELZHET I, +HT
17 Tetramer SREEZHBICHWNSEZHEFOLET, &
mIFRICALEL T, BEERKEEIEIZSILY,

EBV CTL TEF—T DS E Xk

1) Gavioli R, et al. J. Virol 67: 1572-1578 (1993)
2) Rickinson AB and Moss DJ, A Rev: Immunol 15: 405-431 (1997)
3) Khanna R, et al. Eur. J. Immunol. 28: 451-458 (1998)
4) Tomiyama H, et al. J. Immunol/ 168: 5538-5550 (2002)
5) Savoldo B, et al Blood 108: 2942-2949 (2006)

T-Select HLA class I human Tetramer D45

T-Select HLA class I human Tetramer [34%55%E D HLA
FIUILERRRTFREDEERICHENICHEST HE
b CD8 F5itt T MlAKMZRH TEEY . CD8 FI&
HLA class I3 FIZ#E& L. TCREHLA class VHIERT
FREEGAREDHEEEYR—FLTLVET, ZD CD8 7
FICEBDHLARDFADEEEN, EFEMLCTLIERED
RERTLz, A ZETIL HLA class I 9F D o 3 {EiI D
TI/BRES|ICEEFZANSZEIZKY CD8 B FENIE
FENBEER/NRICHA LT, FEEIRIEN
ICRLELTWET,

French Application Number; FR9911133

HLA ¥ZE1%: HLA-A*11:01

RERTFROHBEEES]:

EBV EBNA3B (416-424 aa, IVTDFSVIK)

R PE

S ; 486-580 nm
wIHHEK; 586-590 nm

4R S8 500 pl, 10 pl/test

10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,
0.09% NaN3, 0.2% BSA [ZThSY—HELLTE/T—N
100 pg/mL DEETEENTLET,

*YRB(ICEFNDIT T IYLIR, BEEHETTTS
IEKBRBREVNIBNEEHILEMEELLES . E-2RE
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EITHBESNET LREMOT L EMMAELESNHILN
HYFTOTHRATEICEWNTLTEREL TS0, KE®
BIZASHBISE TS EDKTENTRL TS,

BREE: 2-8CTEREFELTEEN, FLELEIZL
HNWTLESW, MR ARG, Fa—TICEESATW
BN ETHERLEELY,

HEDLIEIZDOWNT: HFRITSEBRYLEDYBHAT
EABREINE-BEE@EEEIBHTHIMNELI9ED
BIR) F. SIELTWAATREEEAHYET D THEHLZNT
G- AN

FEAGE:
NEmMERVSEE

1. BUGHEERIZERALT, #IknEERLET .

2. 10 uL @ T-Select HLA class I human Tetramer-PE %
BHEBREICMAET,

3. BEHEREI(Z 200 uL D2MEFMLET,

4. BoKYERILTYIREMNTET,

5. 2-8°CFE71=ILXE ;R (15-25°C) T 20~60 A Fa~
—>avl&F9d,

6. OptiLyse C (Beckman Coulter L& 9 #ri2sA). £L
<[Z OptiLyse B (BD Biosciences #t& 128 FH)%
RAWTAN-BEELELEY , EXDHASICTHE
DFIEIZH->TLIZELY,

7. BAM-EEIOI—IILOBRRATY TR, BED
PBS #MMATHBALET .

8. 400 x g T5 NMIEDLET .

9. LEBEAETREL—FLET,

10. RLwhk#% 500 L O PBS [CTHBEBELET
1. YUTILIFRERICT2-8°CTHREL. 24 BB URAIZSH
LTSN,

FEOIEM:

A MIBEBEEZTSBEIE. RTANRYUFN) LERE
E&|ELTERLTIZSLY,

B. CD8 HDMGAEEMT HHE (L. ATV 2. TR
BIEMN ATV 5 THEICEMERL TS,
$1 CD8 $fk (H/O—> T8) &, Tetramer SREED L 14
HELFHADTRIFEBTHENAETT,

C. AMMENR+54I5E. FMERDE RECKDIE
BENLEEBIABRINDIIEAHYET, CD45
B @ LT /B — N TRRITLTIEE0LY,

2) R4l B2k (PBMC) #5546

1. EEICH->TPBMC #FAEL., 2% 107 cells/mL D
EICT,. MilazBRALEY,

2. 50 pL (1 x10° cells)D#ARAREEKIZ 10 pL O Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)ZMNZ. 5 DHEZERICTRIEESETIZELY,

3. 10 uL @ T-Select HLA class I human Tetramer—PE

EMAET,

4. 2-8°CET-I1LX=;R (15-25°C) T 20~60 HfElA>*a
RN—iavlLlEd,

5. CD8#ifAZ#%#MNZ.2-8°CT20 HRElAFar—3
YLET,

6. BEE D FCM buffer [2% FCS/0.05% NaNs;/PBS]Z Nz
400 x g TH5 HRELEDLET .

1. LBEAEFERGETET,

8. #ARE%E 500 pL M 0.5% /AS5T+ILLTILTER/PBS
IZHRBAELET,

9. HUTILIFMBEIZT 2-8°CTIREL. 24 BERILIAIC
LTS,

FEDIER:

A. PBMC %7 Bk, FRMMERMTZ->TULNSIHE (X, iAMAL
BETOTLESW, A mAEEZEFRMERDEAMNR
HoNBIHEE (X CDAS ZRIFFEEL., U2 /BT —C
THERFLTIEELY,

B. Clear Back #lHL\SZ&T, ¥/ AT7—UiED IR
YA RIZKDIEHEMEBZING T EENH
FINFET,

C. CD8 #ARlFZrA—2(2&oTIE Tetramer XL TCR
DEEFEHEETSIENRESATVET , yO—>
T8 ICBEEERIEHYEE A

D. BELLIUN\KELEETHIHFEIE. 7-AAD AT
EMEEEEL., BT —FRMLBRELTESLY,

E £B%. MBRLRNICERTTSFETLEZL, /357
AILLTILTERIZKSEELEBIEIBHEHYFEE A,

— R EEIR:

1. BIK. YOI, BLUEFNLEEMTIETOME
[TREZEDAREHZF>EDEL T, BRYKLMIE+
SEELTLESL,

2. RELLLIRED, AEICHKEZHTHEVWLSTEE
{FE&LY,

3. Z2MITTHRELEREB/DIO. RAIFIRMEIZT
FBTHREL. 2EEBEEERNICHENIBHL TGS
W ABRBRATREELGHEENBLZENHYFET
D THEALGELTLESLY,

4. BEARIVERBRADHEEMEEFRE=90%TT,

5. fifaZAmEELRBHREIBENTZS0, B
MERDHIE B WHIBEXDRERARLBEYET,

6. AFMIK, BEEAV/RVEEEZETIHRIK. HLL
FEEMERETIE., BT LELTORMBRAEMD
SNBNCERNHYET, ZS5LE=BE. BMEhiLy
FMEBRABMBRELTHOUFEINDZET, [GiEE
DIETZEZLE=5TEAHYET,

Tetramer SREDSE X #k
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) ¥t ERREL, SRR ERIKSefE 42: 134-138 (2004)
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BEES G
T-Select Human Tetramers

EBV

TB-0011-1  HLA-A%02:01 EBV BMLF1 Tetramer—-GLCTLVAML-PE
TS-MO06-1  HLA-A+02:01 EBV LMP1 Tetramer—YLQQNWNTL-PE
TB-0146-1  HLA-A%02:01 EBV LMP1 Tetramer-YLLEMLWRL-PE
TS-M030-1  HLA-A%02:01 EBV LMP2 Tetramer-TVCGGIMFL-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-MO31-1  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 EBNA3Aesei Tetramer-RLRAEAQVK-PE
TS-M028-1  HLA-A*11:01 EBV EBNA3Bug«s Tetramer—AVFDRKSDAK-PE
TS-M029-1  HLA-A*11:01 EBV EBNA3Bye44 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-TYPVLEEMF-PE
TS-M004-1  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-MO09-1  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 EBNA6 Tetramer—QPRAPIRPI-PE
TS-M036-1  HLA-B+08:01 EBV BZLF1y90-197 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-MO37-1  HLA-B+35:01 EBV BZLF1s4e Tetramer—EPLPQGALTAY-PE
TB-0168-1  HLA-B*35:01 EBV EBNAT Tetramer-HPVGEADYFEY-PE
TB-M038-1  HLA-B*35:01 EBV LMP2, Tetramer-MGSLEMVPM-PE
TS-M150-1  HLA-C+03:03 EBV EBNA1 Tetramer-FVYGGSKTSL-PE

Chv

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 IE13i6-324 Tetramer—VLEETSVML-PE
TS-M100-1  HLA-A*03:01 CMV IE14g4-19o Tetramer—KLGGALQAK-PE
TS-M012-1  HLA-A*11:01 CMV pp65 Tetramer—ATVQGQNLK-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-TPRVTGGGAM-PE
TS-0026-1C HLA-B+08:01 CMV IE1 Tetramer-ELRRKMMYM-PE
TB-0147-1  HLA-Bx08:01 CMV IE1 Tetramer-QIKVRVDMV-PE
TS-M013-1  HLA-B*15:01 CMV pp65 Tetramer—-KMQVIGDQY-PE
TB-0027-1  HLA-B+35:01 CMV pp65 Tetramer—IPSINVHHY-PE

T-Select PEPTIDEs

TS-0011-P  HLA-A%02:01 EBV BMLF1 peptide, GLCTLVAML
TS-MOO3-P  HLA-A%24:02 EBV BMLF1 peptide, DYNFVKQLF
TS-M002-P  HLA-A%24:02 EBV BRLF1 peptide, TYPVLEEMF
TS-M0O4-P  HLA-A%24:02 EBV EBNA3A peptide, RYSIFFDYM
TS-MOO5-P  HLA-A*24:02 EBV EBNA3B peptide, TYSAGIVQI
TS-MO69-P  HLA-A%02:01 EBV LMP2 peptide, FLYALALLL
TS-MOO1-P  HLA-A%24:02 EBV LMP2 peptide, IYVLVMLVL
TS-MO35-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-DRB1+01:01 EBV EBNA1s5-507 peptide

IMMUNOCYTO CD107a Detection Kit

IMMUNOCYTO Cytotoxicity Detection Kit
QuickSwitch™ Quant HLA-Ax02:01 Tetramer Kit-PE
QuickSwitch™ HLA-A%02:01 Tetramer Kit-PE
QuickSwitch™ Quant HLA-Ax24:02 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 ;XZ . FEARTFFEDOE TSI Ty
7. MHC Tetramer EHEDHRZLERIZBELELTIZ.
B2t FR— L R— (http://ruo.mbl.cojp) &Y R FEHRE
CREFRLIZELY,


http://ruo.mbl.co.jp
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MLPC (Mixed-Lymphocyte-Peptide Cultures) modified by
~ /4w 5 ~ 5% autoplasma
AVAUIRYZ:d)i | migo 5 1) > ) SER Bt antigenic peptide (1~10 pg/mL)
IL-2 (50 U/mL, day 2)
& & 45 Day 0
HLA-A"11.01 2R3 5@ % AR M KLY PBMC %3
BIL, ZD—E% Tetramer REIZTEELT=(day 0), 'E : t
7Y@ PBMC %, HLA-A*11:01 5 4 EBNA3B HE®D 3 o ald
RERTFE(VIDFSVIK, 10 ug/mL) #FHLNT CTL %55 5 I :E _
BL, 92 BEEELT Tetramer SREZALNTERAELT- 2|4 =
(day 15) . 28 CTL DFE A E(X. PBMC EHERT 1 o8
FRERELTEET S MLPC iEE ALV, #F
sféﬁjilf FSC-H
ANYURMBESLICHELT- PBMC (1 X 10° HLA-A*11:01 HLA-A*11:01
cells) . AL & PBMC [TIERTFREMZ TH EBNA3B 416-424 HTLV-1 Tax272-280
BELEYNNEZEZHEE D FCM buffer [2% 506 007
FCS/0.05% NaNs/PBS]IZT 1 Elk-=tDEFh ] ' '
Zh 2 XRELL, A |3 [
2. 10 pL O Clear Back (Human FcR blocking reagent, 8
MBL code no. MTG-001) & 20 uL @ FCM buffer g
M. ERISTS ARG, S
3. 10 uL @ HLA-A*"11:01 HTLV-1 Tax272-280
Tetramer—-PE (MBL code no. TS-M024-1, Negative
Tetramer ELTHER). HAHWLVIE 10 pb @ CD8 (T8)-FITC

HLA-A%11:01 EBV EBNA3B 416-424 Tetramer
-PE (MBL code no. TS-M029-1) ZFhEFninz. Day 15
4°CT 20 REIRIGEE =,

4. 10 puL @ CDS8-FITC (clone T8, MBL code no. 11 ™

6603861)% 0% . 4°CT 20 NI SE =, ] Al
5. & FOM buffer £A1X 400 x g T 5 HREDL ik !

1=o | 3 <

[75]

6. LEBAHZETIEIFRIET, 400 uL @ FCM buffer Z0

ZTCHIRRZERAL -,
7. FCM [ZTHHrLT=, AR

FSC-H
G-
HLA-A*11:01 HLA-A*11:01

FSC/SSC BRIICT T MifafEigiE R1 &L, 7-AAD [2 EBNA3B-416.424 HTLV-1 Tax272-280

HHRESEEE R2 &LT-, D R1 hhD R2 fBELIZ TR
#11o1=. Fyb IOy ERERA LD#F(EL, CD8 &k
#REH D MHC Tetramer (G OEISETRT,

RERER

MLPC ;AIZTHEM CTL ZFELI#ER . day 1512
HULVT 18.19%0) HLA-A*11:01 EBV EBNA3B 416-424
Tetramer [EEHMIBE AR H S =, Negative Tetramer

(HLA-A*11:01 HTLV-1 Tax272-280 Tetramer) T IL[5 CDS8 (T8)-FITC

19

0.00

Tetramer-PE

PR (LR ShighoT=,

250901-3



