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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
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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%*24:02 EBV mix Tetramer-PE

FERIFHAERICRYET  ZHBMICIFFERALGNTZELY,

5

T I, T #HEZSEKRTCRIZNLT., RIRTH
B, L AR MR ONAMRIZHIRT S MHC 2F
ERBERTFRDEE R (MHC/peptide complex) [ZHEH
FTHIEICKY, BE-EBCEHAIL, KRIZIECTE
L TEIEITFELREIETEZELLET, MHC class |
DFIRRENFRRARTFRERHE TS CD8 & T
ML, ARG EM T MR (CTL) EFEEN ., DL R

ZHAOCHNAMBORGICEELRIEES>TOET,

—75 MHC class Il B FIZIRRENHERTFRERHE
95 CDAGTE THIRRIX, ANJIL/R—T HREEE (XN, &F
TELYACNAUEEELTHBEMYREZRAEG TS
(+Th, BERELRFEELET .

TER.PEEEN T HRERE -EE21LT5IEEFFE
IR TLI=AY, 1996 £F Altman HIZ&> TR SN 1=
MHC-Tetramer SAE (X, MAHEMNL TCRZHITH T
HMBERZI7O0—Y A A—2—(C k> THEICEHRIEL
EETHEFAHEICLELT=. MHC-Tetramer SREE(L,
EFF LTz MHC FERBRTFROEEER(E/
Y )EEREHBLE-ANTRTES Y T4EHKIE (TR
SY—)LIRETT, SESFLGET—H—0, #EE
TytAEHABAHEDIET. HEN T MO
BEAS, BEREZ RIRFICAEMT 9 DS EMAIBETT S

EBV (Epstein—Barr virus) (&, ZL41 R EA(C#) L L . it
RhT 5% U EDRANRBRELTNDELDLNTLNE
T BUUNERICHRBRELETA.CTLEHILELIZR
EERMEBICKYRRE B UUNEKIFBEESIN., Z2AIT
BAMRREICRYFET, LHOLEL S, BHEA AIDS RED

RETEREBICEVTHEAELEL. VD /\EBZECLET,

FN—FIR)U/RE ROFURF. RIREAA. B

AEEDFENAIZTHLEELTOASEARESNTLET,

EBV 432/ CTL ALV -MEREEEE. R
INEETE R B(PTLD)ICH § 58 ELELTHFINT
L\ij—o

EBV 3 EM CTLIEF—TDHEIL 1990 ERMNSEE
AIZFThbhTWET "2, BMENALUE— BERE
FHOEELF.BRAADH 7 EIARETS

HLA-A*2402 #)5R1£ M EBV R CTLIE—TZREEL .

Tetramer S EZ ALV TEBV 4 EM CTLZFEEICAIE T
EHEERELELIY,

ANEAE (L, TEE 5 FEFED HLA-A"24:02 EBV Tetramer
AEEIVIALEEGTY  URERAXRSV/NVEIZIE
HhBIECEBY HEMN CTL 2RHET 215 AICTHAL
12EL,

TS-M001-1 HLA-A*24:02 EBV LMP2 Tetramer—PE
TS-M002-1 HLA-A"24:02 EBV BRLF1 Tetramer—PE
TS-M003-1 HLA-A"24:02 EBV BMLF1 Tetramer—PE
TS-M004-1 HLA-A*24:02 EBV EBNA3A Tetramer-PE
TS-M005-1 HLA-A*24:02 EBV EBNA3B Tetramer-PE

MHC-Tetramer [SIEHIIED HEEHIET DM, *H T4
7 Tetramer SREFZXBICHAWNSEZHEOLET . HSE
1BEHRICBEILELTIE, BEEE RREZELLESLY,

EBV CTL TEN—TF D&E 3Tk
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)

T-Select HLA class I human Tetramer D454

T-Select HLA class I human Tetramer [34FE D HLA
TIILERRRTFREDEERICHEENICHEE T HER
CD8 [5Gt T MilaEHZRH TEEY , CD8 7 FIF HLA
class | B FIZ#HES L. TCR & HLA class V/HIRARTFKRE
BRLEDEEEYR—ILTLWET, 2D CD8 NFIZ&LD
HLA D FADFEEN. FFHEMNL CTLIREDRETLY,
AHETIE HLAclass I 3FD- 3 BEBDTI/BEELSI
EERHEANDZEIZKY CD8 DFENFEHEMESER
INRICHIZ =2 & T HFEMAREMIZAELTLETD,

French Application Number; FR9911133

HLA ¥ 1E: HLA-A*24:02

RRRTFRORBFELERS:
EBV LMP2 (222-230 aa, IYVLVMLVL)
EBV BRLF1 (198-206 aa, TYPVLEEMF)
EBV BMLF1 (320-328 aa, DYNFVKQLF)
EBV EBNA3A (246-254 aa, RYSIFFDYM)
EBV EBNA3B (217-225 aa, TYSAGIVQI)
=8 Pe

Fh#CE &K ; 486-580 nm
FHI KR, 586-590 nm

4K : B8 500 ul, 10 pl/test
10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,
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0.09% NaN;, 0.2% BSA [CTFSY—EEELTE/I—N

100 pg/mL DEETEENTLET,
FLMERAEIZEFThBITUIEFTNIDLIL, BBEEHETTTY
EKEBEVSBALELILEYEELELETT . 2R
RECHBINETERELEOTOILAYMMNELESADT
ERBYETDTHRAKTRGEWLWTRLTEELTEZEWD B
BRBICASEHZEICE+AEDKTENTRLTIIZEL,

BREE: 2-8°CTERFEFELTEEN, FEEE LT IZL
BTSN, EESHRE, Fa—TICBESNTLY
BHIRNIETHERLEE L

HEDOHIEIZONT: REIHBDEEOYENL
ZIEABESN-GEE BEFTERATHIMIELIE
DRE) 1T SIELTOSAREENHYET D THERDOE
WTLEESLY,

FEAGE:
NEmERWLIEE

1. BUGHUEERIZERL T, #IRmEZEERLET

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

3. BEHEREI(Z 200 uL D2MEFMLET,

4. WoKYERILTYIREMNTET,

5. 2-8°CETzILER (15-25°C) T 20~60 A *a
R—23 U LET,

6. OptiLyse C (Beckman Coulter tt&! 9 #Hrig3sA). £
L<I& OptiLyse B (BD Biosciences 134 #r#k2s )
FAWCTAL-BELELET . FRDRAEICTH
BOFIEICHR-STLZELY,

7. F-BEETORI—ILORERRATY TR EED
PBS ZMATHBALET .

8. 400 x g T5 NMEDLLET,

9. LBHETFTREL—ILET,

10. RLwhk#% 500 uL ) PBS ICHEELET,
. HUTILIFREEIZT 2-8°CTREL. 24 BRI
L TLZELY,

FEDIBRR:

A HMIBIEBEITIHEIL. BT ANYUFR) LEHE
E&ELTERL TS,

B. CD8 EDHAZEMT BIHFE (L. RTYT 2. TRIFFE
BI BN ATYT SR TRIZEMERLTESL,
P CD8 Hifk (/O—> T8) 1L, Tetramer SREED L 1%
FHELEFFADCTRIBEBTIENTEETT,

C. AIIMEBALR+72IHE. FRMERODOEL R FTIZLDIE
BEMNEEENEEINLZZENAHYET,CDE5 &
BELE LT /BT — N TRITL TS,

2) K#4Mm B 4% Bk (PBMC) ZAL5IB 4
1. FEZEICHE-TPBMC ZFREL. 2% 107 cells/mL DR
EICT. MlBEBRELET,
2. 50 uL (1x10° cells)DifAa & &IZ 10 puL @ Clear

Back (human FcR blocking reagent, MBL code no.
MTG-001)ZMZ.5 NMEERICTREIE TS
LY,

3. 10 pL @ T-Select HLA class I human Tetramer—PE
MAET,

4. 2-8°CE-ILX=;R (15-25°C) T 20~60 A ¥
N—2avLFET,

5. CD8 #ifAZ%%MA.2-8°CT 20 HfElA>Far—
avlFxz9d.

6. Y& FCM buffer [2% FCS/0.05% NaN3;/PBS]Z il Z
400 x g TH5 AEHRDLLET,

7. LEAEIBRFEIETET,

8. #HRE% 500 uL M 0.5% /N5T4+ILLTILTER/PBS
ICHEBELET,

9. HUTILIEEEIZT 2-8°CTIREL. 24 BRLLAIC
SHLTLESLY,

FEDIBRR:

A. PBMC #7Bftk. RMMEATEZ->TWVSIHE(L, /AN
WIBHFITHOTESW, R MAE % FRMBRDEAN
BEOLNDIGEIL CDAs ZRIBEEL, VU /BRY —
M TEHTL TSN,

B. Clear Back ZRHL\3 ¢ T, vHO77—CHEDTY
FH A= RZKDIEFEMEEEIF T EIHEL
HiFShET,

C. CD8 iAlEHO—2Z&>TlE Tetramer i EE&E TCR
DEBERET LN HESATVET , yO—>
T8 ICBEEERIEHYEE A,

D. EELLVUNBKEZEEITDHIESIE. T-AADZFAIT
EMEEEEL., BT —FRNSBREL TSN,

E. ZB%&. MERURNIZETTSIFECTLEL, /N7
AILLTILTERIZKIEELEBIEIBHEHYFEE A,

— R E R EIR:

1. BRIK. BT BLRUEFNLEERTEETOME
FREZEDOEREMZFHEDEDEL T, MYEKRLIZ(F+5
FELTESLY,

2. RELLLIRES. RECKEZHTHEVKSTFELS
=&Y,

3. 2MICTRELEREZBDIO. REAIEMEIZT
ERTREL. 2BBEEENCHEIBHL TS
W ABRATIEEEGRENBLIIEAHYET D
THEALLZLTESLY,

4. FEARIERADHEMBEFEE=290%TT,

5. MilZEAMRELRFERIGSEEVLNTZEL, B
MERDIIE B WHRBXDRERLGYET,

6. ARKIMEK, BEIVNVEEEZETHHRIE, HLL
FEEMERETIE. HTLELTORMERA AN
SINBWNIERHYET, SOHLFBE. BFImEniiL
FMBKABMBKELTHDIURENBZET, BHEED
BT&#H=-09EAHBYET,
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Tetramer Eﬁ%o)%%xﬁk TB-M057-1 HLA-A%02:01 CMV IE1316-304 Tetramer-VLEETSVML-PE
. TS-M100-1 HLA-A*03:01 CMV IE1igs190 Tet -KLGGALQAK-PE
1) Altman JD, et al Science 274: 94-96 (1996) laa-1a2 Letramer 0

TS-MO12-1  HLA-A%11:01 CMV pp65 Tetramer—ATVQGANLK-PE

2) Mcmichael AJ, et al. J. Exp. Med 187: 13671371 (1998) TS-0020-1C HLA-A%24:02 CMV pp65 Tetramer-QYDPVAALF-PE
3) Bodinier M, et al. Nat. Med. 6: 707-710 (2000) TB-M099-1  HLA-B*07:02 CMV pp65 Tetramer—RPHERNGFTVL-PE
4) K ERBAL 8K BEERGIE 42: 134-138 (2004) TS-0025-1C HLA-B07:02 CMV pp65 Tetramer-TPRVTGGGAM-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

REES S TB-0027-1  HLA-B¥35:01 CMV pp65 Tetramer—IPSINVHHY-PE
EBV
TB-0011-1  HLA-A*02:01 EBV BMLF1 Tetramer-GLCTLVAWL-PE T-Select PEPTIDEs
TS-MOO6-1  HLA-A%02:01 EBV LWP1 Tetramer-YLQNWITL-PE TS-0011-P HLA-A*02:01 EBV BMLF1 peptide, GLCTLVAML
TB-0146-1  HLA-A%02:01 EBV LNP1 Tetramer-YLLENMLWRL-PE TS-M003-P  HLA-A*24:02 EBV BMLF1 peptide, DYNFVKQLF
TS-M030-1  HLA-A02:01 EBV LWP2 Tetramer-TVCGGINFL-PE TS-MO02-P  HLA-A*24:02 EBV BRLF1 peptide, TYPVLEENF
TS-M161-1  HLA-A%02:01 EBV LWP2 I6M Tetramer-TVCGGHNFL-PE TS-MOO4-P  HLA-A%24:02 EBV EBNA3A peptide, RYSIFFDYN
TS-M159-1  HLA-A02:01 EBV LMP2 Tetramer-QLSPLLGAV-PE TS-MOO5-P  HLA-A%24:02 EBV EBNA3B peptide, TYSAGIVAI
TS-M160-1  HLA-A%02:01 EBV LMP2 Tetramer-GLGTLGAAL-PE TS-M069-P  HLA-A%02:01 EBV LNP2 peptide, FLYALALLL
TS-MO31-1  HLA-A02:01 EBV LWP2 Tetramer—LLWTLWLL-PE TS-MOOT-P  HLA-A%24:02 EBV LNP2 peptide, IYVLVMLVL
TS-M069-1  HLA-A%02:01 EBV LWP2 Tetramer—FLYALALLL-PE TS-MO35-P  HLA-A%24:02 EBV LWP2 C8S peptide, TYGPVFNSL
TS-MI57-1  HLA-A%02:01 EBV LMP2 Y3C Tetramer-FLCALALLL-PE TS-M111-P HLA-A*11:01 EBV LWP2 peptide, SSCSSCPLSK
TS-M032-1  HLA-A02:01 EBV LWP2 Tetramer-CLGGLLTW-PE TS-M135-P  HLA-A*11:01 EBV LNP2 SOT peptide, SSCSSCPLTK
TS-MI55-1  HLA-A%02:01 EBV LWP2 CIS Tetramer-SLGGLLTHV-PE TS-MB03-P  HLA-DRB1+01:01 EBV EBNAlsis.57 peptide
TS-M156-1  HLA-A%02:01 EBV LWP2 L61 Tetramer—CLGGLITNV-PE
TB-0131-1  HLA-A*02:01 EBV BALF4 Tetramer-FLDKGTYTL-PE its
TS-M124-1  HLA-Ax03:01 EBV BRLF1 Tetramer—RVRAYTYSK-PE m IMMUNOCYTO CD107a Detection Kit
TSM033-1  HLA-A+03:01 EBV EBNASAwsan Tetramer-RLRAEAQVK-PE AM-1005M  IMMUNOCYTO Cytotoxicity Detection Kit
TS-M028-1  HLA-Ax11:01 EBV EBNASBys 45 Tetramer—AVFDRKSDAKPE TB-7300-K1 QuickSwiteh™ Quant HLA-A%02:01 Tetramer Kit-PE
TS-M029-1  HLA-Ax11:01 EBV EBNA3Biys 04 Tetramer—IVIDFSVIK-PE TB-7301-K1 QuickSwitch™ HLA-A%02:01 Tetramer Kit-PE
TSWIT1-1  HLA-A+11:01 EBY LWP2 Tetramer-SSGSSGPLSK-PE TB-7302-K1 QuickSwitch™ Quant HLA-Ax24:02 Tetramer Kit-PE
TS-M135-1 HLA-A*11:01 EBV LMP2 ST Tetramer—SSCSSCPLTK-PE TB-7303-K1 QuickSwitch™ HLA-A%24:02 Tetramer Kit-PE
TS-M003-1  HLA-A*24:02 EBV BMLF1 Tetramer-DYNFVKOLF-PE
TS-M002-1  HLA-A*24:02 EBV BRLF1 Tetramer-TYPVLEENF-PE Others

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-M009-1  HLA-A*24:02 EBV Mix Tetramer-PE

6603861 CD8-FITC (T8)

6607011 CD8-PC5 (T8)

A07750 Anti-CD4 (Human) mAb-FITC

A07704 7-AAD Viability Dye

MTG-001 Clear Back (Human FcR blocking reagent)

TS-M142-1  HLA-B*07:02 EBV EBNA3A Tetramer—RPPIFIRRL-PE MHC Tetramer SRAEE. FEARTFREOHRTAI Ty
TB-0123-1  HLA-B*07:02 EBV EBNA6 Tetramer—QPRAPIRPI-PE 7. MHC Tetramer S8 NDARALERHIZEALELTIE. 88
TS-M036-1  HLA-B*08:01 EBV BZLF1i40107 Tetramer—RAKFKQLL-PE #t R— L\ R—< (http://ruo.mbl.cojp) &Y B ET 53R % = F
TS-M123-1  HLA-B*08:01 EBV EBNA3A Tetramer—FLRGRAYGL-PE =FAN,

TB-0101-1  HLA-Bx15:01 EBV EBNA4 Tetramer-GQGGSPTAM-PE
TS-MO37-1  HLA-B+35:01 EBV BZLF1s46 Tetramer—EPLPQGALTAY-PE
TB-0168-1  HLA-B*35:01 EBV EBNA1 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

oV
TS-0024-1C HLA-A+01:01 CMV pp50 Tetramer-VTEHDTLLY-PE
TS-0010-1C HLA-A+02:01 CMV pp65 Tetramer—-NLVPMVATV-PE
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HLA-A24 [t M MBL 2% AR MmH o PBMC %5
B, Tetramer REZHRANTEBLI=-(EEB1). 8 2
F#.B—FF—&Y#EmL. PBMC Z#HHEL T Tetramer
HECTERELE(EEB2),

%@.73‘&
ANYUEMBESLICHEEL- PBMC (1 X 10°
cells) % i & ) FCM buffer [2% FCS/0.05%
NaNs/PBS]IZT 1 [i%&->f=2 D% 7 KRAELT-,
2. 10 pL O Clear Back (Human FcR blocking reagent,
MBL code MTG-001) & 20 uL @ FCM buffer &0
Z.ERIZTS AREIRIESE =,
3. M-FO)%TI*77— HEEXZZNZN 10 uL $Om
A.4°CT 30 HEIRIESET=,
HLA-A*24:02 Negative Tetramer—PE
« HLA-A*24:02 EBV mix Tetramer-PE
+ HLA-A*24:02 EBV LMP2 Tetramer—-PE
« HLA-A*24:02 EBV BRLF1 Tetramer-PE
« HLA-A*24:02 EBV BMLF1 Tetramer-PE
« HLA-A*24:02 EBV EBNA3A Tetramer-PE
HLA-A*24:02 EBV EBNA3B Tetramer—-PE
4. 10 uyL @ CD8-FITC (clone T8, MBL code no.
6603861) ZZNZENMA . 4°CT 20 HEIRIESE
T=o U \BkZEBT S 4AIZ,. CDA5-PCH (clone
J.33, MBL code no. A07785) # 10 pL iN& 7=,
5. @=0) FCM buffer I % 400 x g T5 HRELEIDL
T~0
6. LEAEFFEIFRIET, 400 uL @ FCM buffer Z N
ATHilaZBALT-,
7. FCM [ZTHE#TLT=,

FEER
RIMBEZICHE#LT- PBMC O$EHERETT, Fyk
TovbBRRERIGOAELOHFIE CD8 GEMET DT
FSv—A RN CTL DEIE (%) ETRT,

EBV mix Tetramer &, ENIZEENS 5 FEFED EBV
Tetramer AR TEBLEHER. ENENDTISY—T
DEEENBETES -, TERITMBLEE AN 13KIZHIT
% EBV BB D Tetramer 2 BEREZRTEREI .

pEg PEDonorBl g a

(13%th) a

BRLF1 7 54%

EBNA3A 5 38%
EBNA3B 3 23%
BMLF1 3 23%
LMP2 2 15%

FER Negative
0.00
EBV mix BRLF1 EBNA3A
L, 007 0.03 S X0
@
S
© EBNA3B BMLF1 LMP2
2 0.01 0.00 | | 0.00
CD8
Y P Negative
0.00
EBV mix BRLF1 EBNA3A

Tetramer

. 0.25

047|§  .| o.01

BMLF1 LMP2

EBNA3B
| o0.00

0.06 | o.01

CD8

250901-6



