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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

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

FRIEMEAICBYFET . EHBMICIEERLELTEESLY,

b

T AR, T #MEZAE(TCR)ZNLT, RIRTH
B8, DAL ABREHIBONAMEIZHIRYT S MHC & F
ERRERTFRDE SR (MHC/peptide complex) IZHE &
THIEICKY, BE-EBCEHAIL, KRIZIELTE
L TSEISELREGEFERLRLET , MHC class |
DFIRTENE-HERTFRZRHE TS CD8 B T
MRRIE. MRS EM T AR (CTL) EFEEN ., DL R
SO AMED RS CEELBEEES>TNVET,
—75 MHC class Il B FIZIRRENHERTFRE2RHE
95 CDAGTE THIRRIX, ANJIL/R—T HREEE (XN, &F
TELYACNAUEEELTHBEYEREZHRAEG TS
(T THL BEREDHFELES,

HER.IESEFEMN T MiERE - EE1LTHIETIE
IR TLI=AY. 1996 £F Altman HIZ&> TR SN 1=
MHC-Tetramer SE(X. MEFENG TCRZHTSH T
MREEREZ7O—S A A—3— (ko THEHEIZA[FRIEL
ETETAHEEAREIZLEL =, MHC-Tetramer HEI(Z.
EFF LTz MHC FERBERTFROEEER(E/
T)EENEHBLE-ANTRTES U TAEKRIE(TH
SY—)LIRETT, SEITFLEDET—H—0 HEE
TotALHAEDHOEDIET. HEN T #MEOHIEIK
RS HEREZRIBFICARIT I A EMAIRETT,

EBV (Epstein—Barr virus) (&, ZL4h 'R EAIC#) &L, tH
RAT 5% ULEDEANEELTNDENVDNRTNVE
T B NERICHRRELET A CTLEFIDELIZR
EEIRMAEICKYRRE B UURKRIFIEESN., ELUIEF
TR (CIYFET  LOLEAS, BHENS AIDS HED
RERESIREICEWVTHEAILL. YUV EEREILET,
FfoN\—F IR NE, ROF UK, RHENAU,. BN
ABEDEDRAIZHLEELTLWSENRESNTLET,
EBV 452/ CTL ZAULV-HIBREREL. BHER)Y
INEFEHREPTLD) I T 5AEELELTHEFEINT
WET,

AR E (L MHC (2 HLA-A*11:01 & ERTFRIC
EBV EBNA3B (EBNA4 EE£IE(END) 2 /X0 BEHED
RTIFREAVWTERLTEY., ChIZTHEN CTLE
H#EHREEET HEMNTRETT  EBNA3 [(EDAIILRY
JLEIZAVTLIZaA—KEN33A 3B, 3CD3IDDKE
BEMSHEYET, EE DNA S EH S RBP-Jk/CBF1
EHEA L. BILKRBP-JktEEE T HEBNA2 LR A BIICHE
ALTESEEZHIMHLET . B MiBDOTIEIIZIK, 3A

& 3C NWZET, 3B (XA TIERWNIEARESL T
F9 L EBV HHEM CTL TE—T DOFFZEIL 1990 £ H
LEAIZITHONATHET 7,

MHC-Tetramer [FIE#EDEHEEZHITET I, +HT
47 Tetramer REAXMBICAWNSEEZHEOHLET &
mIERICEALELTIE., BEERRFEZELZSLY,

EBV CTL TEM—TDSE Xk
1) Gavioli R, et al. J. Viro/ 67: 1572-1578 (1993)
2) de Campos—Lima P.O, et al J Exp. Med 179: 1297-1305 (1994)
3) Rickinson AB and Moss DJ, A 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 I human Tetramer D4
T-Select HLA class I human Tetramer [Z45E @D HLA
FUILERBERTFREDBEERICHENIZH ST SE
hCD8 1 T MK HZ R H TEE T, CD8 3 FIFHLA
class I D FIZ#E AL, TCR & HLA class VIRERTFER
BERLDEEEEYR—ILTUVET, 2D CD8 #FIC
LD HLA B FADHEEDN, FFEMNLZ CTLREDIRE
TLtzo ARETIE HLA class | HFD a3 fBED T/
FEECHIIZEREZANDZEITKY CD8 D FEDIEEHER
WBEER/NRICHZA LT FEESREMICALEL
TWEY,
French Application Number; FR9911133

HLA ¥3RfE: HLA-A*11:01

MRRTFROBR SRS :
EBV EBNA3B (399-408 aa, AVFDRKSDAK)

1R PE
Fh#E & ; 486-580 nm
FHI KR, 586-590 nm

AR : &8 500 L, 10 pl/test
10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,
0.09% NaNs, 0.2% BSA [ZThSY—EHELLTE/I—H
100 pug/mL DBEETEENTLET,
*BEREICEFTNDITUIEFT DL, BEEBETTTY
EKRBBREVWSBALGERILEYMEELELET . £
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BEEICHBINETLBREEOT7IELEYMAEESNDT
ENBYFETDOTHRATEICEVDHLTEELTESWL K
BOBICASIESIZIETREDKTHEULTRLTIZEL,

BRIFE: 2-8CTHEMREELTEEN, FEfEITEXIZL
HNWTLESW, EEDHRE, Fa—TICBESN TULY
BN ETHERLEELY,

HREDLILIZOWNWT: HAEITIBRYEEDYEMLE
EABEIN-IEE GEEITEHATHhIMIELIED
BRI IX, BIELTOSHBEEAHYET D THEHEL
TLEE&LY,

FEAGE:
NEmMERVSEE

1. BUGHUEERIZERALT, #IknEERLET .

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

3. BEHEREI(Z 200 uL D2MEFMLET,

4. BoKYERILTYIREMNTET,

5. 2-8°CE1=IE=iB (15-25°C) T 20~60 #fEA>F2
R—2avLFET,

6. OptiLyse C (Beckman Coulter L& 9 #ris2sA). £
L<I& OptiLyse B (BD Biosciences 3 5#r#z8 )
FAWCAN-BERELET , FRDRAEICTH
BOFIEICR-STLZELY,

7. BM-EIETAORI—IILORERATY TR . EBED
PBS #MMATHBALET .

8. 400 x g T5 NMIEDLET .

9. LEBEAETREL—FLET,

10. RLwhk#% 500 L O PBS [CTHBEBELET
1. BT ILIEREEIZT 2-8°CTHREL. 24 BRLAIC
PHTLTLIESLY,

F2EDIER:

A HIRRESZETIGEIX. BT ANYUF M) LEREE
EFIELTERLTZELY,

B. CD8 D HAZEEMT HI5E (T, ATYT 2. TR
BIEN ATYT SR TRITEMERLTIESLY,
i CD8 itk (/O—> T8) I, Tetramer SHED B4
HELFEADTRIFERTHIENAIETT,

C. BMAMEAR+1nGHE. FOEKOERFFICLDHIE
BHEMNLARGBHILERINDIZENHYET,CDIS *
BEFERBL T2 /RS —FTHRITL TS,

2) R4l B2k (PBMC) #RWL\515E
1. FEEITH->TPBMC ZFRHL. 2x 107 cells/mL DR
EICT, MilazBRAEALEY,
2. 50 puL (1x10° cells) DA EEAERIZ 10 pL @ Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)ZfNZ. 5 HEERICTRISSE T ALY,

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

MAEF,

4, 2-8°CEI-IE=;E (15-25°C) T 20~60 HElA>Fa~
—>avLlET,

5. CD8 #ifAZ%4MZ.2-8°CT 20 HEAFa1—3
YLET,

6. BEE® FCM buffer [2% FCS/0.05% NaN;/PBS]ZHNZ
400 x g TH5 AREHERDLLET S

7. LBEAEIEFREETET,

8. #ERE% 500 uL M 0.5% /NS TAILLTFILTER/PBS [
BRALET,

9. YU ILIEEEIZT2-8°CTREL. 24 BREILIAIZS
LTS,

REOIER:

A. PBMC %% Bk, FRIMBKMNTZ->TULSIEE (X, A ML
BETOTLESN, AMANIEHEFRMERDEANE
HENBIGEE(X CD4s FRBFEBL, U /BT —kC
TEEHL TS,

B. Blocking buffer # 4L\ Clear Back #HlL\5 & T 7
HAT7—UHEDIVRH A= RICKBEHEMN
ZEEINHTIHRSPFINET,

C. CD8 #fKIEHO—2I12&>TIE Tetramer XEE TCR
DEEFEHEETHIENRESATOET , yO—>
TS ICEHEERIEEIHYFEREA.

D. BELFUVINBREEEBT HIEE(E. 7-AAD AT
ATl BTy —rAMEREL TS,

E. 8%, HEBERLURNICERTLSIFECTLEZL. /N\5T
AIVLTILTERIZKSEEREBIEIHEHYF A,

—REEREE:

1.

BIK. TV BEUENLEEMTEIETOMR
(FREOAREMZFO>IOELT, MYFKWIZIE+5
FERLTZE,

RELLLLFIRIEH, HEIRZHTHENESITEEL
&Y,

EMICTRBEALGHEREFTDHO . RIATRMEICT
ERTHREFL. 2BRFEMCOEIRHFL TS
W AERATREREGRENHIZEAHYET D
TEALENT S,

FRAR MR AR A O #E R AR A F RIT 2 90% T
MRz AnRHELRBERISSERNTZSN, B
MER D IR B HHREBLORRELGYET .
BERFMHK, BEAVNVREEETHHRME. HLL
FEEMRRETE, 2T LELEETORMIKAAM
ENBNIELBYFET IOLIGE. BMEShEGL
FRIMBRABMBREL THIUFENDHIET, HHEERD
BTZL09EnHYFET,

Tetramer SRED S E 3R

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 LBR5h, SiRE ERERSRSE 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-Ax11:01 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 BZLF1s46 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-MO02-P  HLA-A%24:02 EBV BRLF1 peptide, TYPVLEEMF
TS-M004-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-A+02:01 Tetramer Kit-PE
QuickSwitch™ HLA-Ax02:01 Tetramer Kit-PE
QuickSwitch™ Quant HLA-A%24:02 Tetramer Kit-PE
QuickSwitch™ HLA-Ax24:02 Tetramer Kit-PE

CD8-FITG (T8)

CD8-PC5 (T8)

Anti-CD4 (Human) mAb-FITC

7-AAD Viability Dye

Clear Back (Human FcR blocking reagent)

MHC Tetramer 3ZE . FERARTFFEDOHRZS (2T
7. MHC Tetramer SREDHRAALEMIZBEALELTIE,
B2t FR— LR — (http://ruo.mbl.cojp) LY R HIEHME
CHERALEELY,
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Fafl

MLPC (Mixed-Lymphocyte-Peptide Cultures) modified by

- < 5% autoplasma
| W7 \ |
AVAURZ )i MmigHEE IIAL: Gali antigenic peptide (1~10 pg/mL)

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

Day O

HLA-A*11:.01 Z{R#F# 9 5@F AXKEMKY PBMC %5

B, 20—

%@.73‘&

E% Tetramer IRE(CTEELI=(day 0), 13 : 1
YD PBMC (&, HLA-A*11:01 #)3R 14 EBNA3B kD 1 o 1
R~ TFK (AVFDRKSDAK, 10 pug/mL)ZRLNT CTL C
#HEL, 92 BREELT Tetramer REZHNTEE
L7=(day 15), ¥ 28 CTL DFZE A (T, PBMC LR T
RIFRERELTHEET S MLPC EF ALV, @ g

SSC-H
7-AAD

FSC-H

ANYUEMBELIZHEELT- PBMC (1 x 10° HLA-A*11:01 HLA-A*11:01
cells) . 3L & PBMC IZHERTFRZEZMA TH: EBNA3B 399-408 HTLV-1 Tax272-280

ELEYU/NEKZEBEE D FCM buffer [2%
FCS/0.05% NaNs/PBS]IZT 1 Eik-f-£D%EZh 5
Fh2 KAELT:,

2. 10 pL O Clear Back (Human FcR blocking reagent,
MBL code no. MTG-001) & 20 uL @ FCM buffer
#MA.ZRICT5 pHERESET,

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 ELTHER). HAHWLVIE 10 pb @ CD8 (T8)-FITC
HLA-A%11:01 EBV EBNA3B 399-408 Tetramer

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

4°CT 20 RS E 1=,

4. 10 puL @ CDS8-FITC (clone T8, MBL code no. 1 ™
6603861)% 0% . 4°CT 20 IR IESE 1=, 1
5. W= FCM buffer #i0% 400 x g T5 HRELEIDL

T=o

6. LEBAHZETIEIFRIET, 400 uL @ FCM buffer Z0
ATHilaZBALT-,
7. FCM IZTE#LT=.

g

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

RERER

MLPC ;AIZTHEM CTL ZFELI#ER . day 1512
HULVT 1051%0D) HLA-A*11:01 EBV EBNA3B 399-408
Tetramer [EEHMIBE AR H S =, Negative Tetramer

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

SSC-H
7-AAD

1 :h"-\
%r..
A
-

FSC-H

HLA-A*11:01 HLA-A*11:01
FSC/SSC ERIZT T #ikafEiE% R1 &L, 7-AAD 2 EBNA3B 399-408 HTLV-1 Tax272-280

10.91

0.00

Tetramer-PE

PR (LR ShighoT=,

250901-3



