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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 MHC class I human Tetramer

HLA-A*0201 MPT51 Tetramer
-TLAGKGISVV-PE (50 tests)

EREMEARICRYET . ZHBEMICIEERLELTEEL,
L ZE (LK E Beckman Coulter #t DS/ ADHEITHERFTELTLVET,
IEM—TEAIEHRITEEARERITRE#SEIYSAEOREZITTVET,

de

R

T AR, T #MEZAE(TCR)ZNLT, RIRTH
B8, DAL ABREHIBONAMEIZHIRYT S MHC &0 F
ERMBERTFRDOE SR (MHC/peptide complex) IZfE&
THIEICKY, BE-EBCEHAIL, KRIZIELTE
L TCSEISEFLREGEEERLRLET , MHC class |
DFIRRENFIRARTFRERHE TS CD8 B T
MEEIE. MRS EM T A (CTL) EFEEN ., DL R
SO AMMED RS CEELBZEEES>TNVET,
—75 MHC class Il A FIZIRRENF-HERTFRE3RH
95 CDAGTE THIRRIX, ANJL/R—T HREEE (XN, &F
TELYACNAUEEELTHBEMYREZRAEG TS
(+Th<, RERELEFELET,

TEE. RS EM T MRERE -TELTHIETE
IR TLI=AY. 1996 £F Altman HIZ&> TR SN 1=
MHC-Tetramer SAE (L. M[AHEMNLE TCRZHITH T
MREEREZ7O—S A A—3— (ko TREHEIZA[FRIEL
ETETAHEEAREIZLEL =, MHC-Tetramer SHE(Z.
EFF Lz MHC DFERAERTFROESE (E/
Y )EEREHBLE-ANTRTES U T4EKRIE (TR
SY—)LIRETT, SESFLGET—H—0 HEE
TytAEHABAHEDIET. HEN T MEOHIEIR
RS HEREZRIBFICARIT I A EMAIRETT,

AHEFE (L, MHC |2 HLA-A'0201 %, iR TFKRIZ
Mycobacterium tuberculosis MPT51 BEDRTFREF
ZRAVWTERLTAEY., ChIZHENLG CTL £H%E
H-EETHIEMNTHETT,

MPT51 (X Ag85 #E & AL RIHRIZ. Mycobacterium &I 3t
BYAFELNBERETYT . ERNERKZO/NS
(&, MPT51 AREEBHEMALLTHERTHIZLEZRH
L.Z® CTL TEF—TORIEICHEYILTLET 29,
BRIIHTEIIVIFUELT. BELEBTHSD BCG
(Mycobacterium bovis strain bacillus Calmette—Guérin)
MERINTHETA, ERMEORFKLL. EHOR
MICRETHILICKYBRAETLRICEDGENHDHE.
BEEOBENHEBELLT TLSEMNL, BIZERE
DOFURENEDLNTNET,

MHC-Tetramer (G HIBEDHEEZHIET . +*HT
473 b0O—)L Tetramer REZBICALNDEZHE)

OLEY . HRFEMBEALELTIE, BERFRZEIES
=&y,

T-Select MHC class I human Tetramer %5
T-Select MHC class I human Tetramer [X$FE® HLA
TIILERBERTFREOBEERICHENIZHET 5L
hCD85 4T Hifa SR EZ & H TEFE I, CD8 73 FIL HLA
class [ #FIZ#EE L. TCR & HLA class VIIBERTFK
BERLDFEEEYR—ILTVET, 2D CD8 HFIC
FHHLA D FADREEL ., FHFEMNG CTLREDRE
TLzo RERZETIX HLA class | BFDal fBE DT/
FEECHICERFANDEIZKY CD8 N FEDIEEFEMN
BEER/NRICHAI-CLT. FEENREMICAEL
TWEY,
French Application Number; FR9911133

MPT51 DS ik :
1) Ohara N, etal Scand J. Immunol. 41: 433-442 (1995)
2) Suzuki M, etal Infect. Immun. 72: 3829-3837 (2004)
3) Aoshi T. etal J. Immun. Methods 298: 21-34 (2005)
4) Aoshi T. et.al Infect. Inmun. 76: 1565-1571 (2008)

MRRTFFOBEEES:

Mycobacterium tuberculosis MPT51
(53-62 aa, TLAGKGISVV)

HLA #3E1%: HLA-A"0201

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

TE4R: 10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM
EDTA, 0.09% NaN;, 0.2% BSA [ZThov—RELLTE/
I—hH 100 pg/mL DEETEENTLVET,

*HHEICEENSITURFTNIDLIE. BEEZBET TV
KFEBEVSBALGERLEMEELELET . F-2ERE
ICHBINETEBEEDOTUILEYHNELEINLEIELD
YETDOTRKTICGEVLDTRLTEEL TSN, KEWNE
[CAS TG EICIETHREDKTRUDTFL TS,

URL https://ruo.mbl.co.jp e-mail support@mbl.co.jp
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BREE: 2-8CTERERELTEEN, FEETM#HERIZL
LV TLEELY,

HEDLEIZDOVT: REISEBRYLE DYIBMAEE
EABEIN-IBEE BEIXBATHTMNIELIED
BIK) 1Z. LIELTOSHREMAHYET D THEDAEL
LA,

FEEE:
DEmZERAVHIES

1.
2.

3.
4.
5.

10.
11.

BYGHEREFIZFERL T, #IRDEHFRLES,

10 puL @ T-Select HLA class I human Tetramer-PE
EERBREICNAES,

BHAEREIZ 200 L O 2MZEFMLET,
WoKYERILTIIREMNTET

EFRT20 2. HBLME 4°CT 30 pEAYFarx—
avl#FEd,

OptiLyse C (Beckman Coulter L& #7438 FH). £
L<I& OptiLyse B (Becton Dickenson #t&! 5 #rss
AZAVWTAL-EENELEYS, FRDHASZIC
THEDOFIBICHE-> TS,
BAil-EETORPI—IILORRATYTR. BED
PBS ZMATHBALET,

400 x g T5 RERDLET,
LBEAHAETREL—MLET,

RLwhk% 500 uL @ PBS IZB&EEHLET,

YU TIVIFREEIZT 4°CTREL. 24 BRELAIZS
L TLIZELY,

REOIER:

A.

B.

HMREEZTIESIE. BT AN F ) LEE
EFIELTERLTZELY,

CD8 ENHAZEMT HEEIE. RTYT 2. TRIFFE
BIEN ATV SR TRITEMERLTIESLY,
L CD8 ik (/O—> T8) I, Tetramer SHED B4
HELFEADTRIFERTHIENAIETT,
BIONENFR+2E5E. FOBROIERIFTIZEDIE
BHEMNLARGBHILERINDIZENHYET,CDIS
BEFERBL T2 /RS —FTHRITL TS,

2) KM B3k (PBMC) ZHWL515&

1.

2.

EEIZHESTPBMC ZERELL. 2 X 107 cells/mL DifF
EICT, #ilazBRBALES,

50 uL (1% 10° cells)D #AAE &% &% < 40 uL O Clear
Back(human FcR blocking reagent, MBL; code no.
MTG-001)ZMA.5 HEERICTRIESE TS
Ly,

10 pL @ T-Select HLA class I human Tetramer-PE
EMAET,

FET205 /M. HBLE4CTII0NHEA Fa—
avlEd,

5. CD8{iAZ%MZ.4°CT20 A Fa—ay
LEd,
6. BEE®M FCM buffer [2% FCS/0.09% NaNs;/PBS]Z N
%400 x g T5 RREBEDLET S
7. LEAEFIRFRIETET,
8. #HREZ%E 500 uL M 05 % /NS5T4+ILLTILTER/PBS
ICEBELET,
9. HUTILIEEEIZT4ACTREL. 24 BERELIAIZS
HLTLIEE0,
FEOIEM:
D. PBMC #4 Bfttk . FMIKAFZ-TL\BIHE (X, /AL

BHETH> TSN, AMAEZ L FMERDEANE
HoNdHEEIL CDAS FRIFFEEL. /BT —k
[CTHERHTLTIESLY,

Clear Back ZAAWLNDZET. . IVAD7—UHEDTIY
FH A= RCKDEFENEBEZFIT RN
BFFENEYT,

CD8 ifk(EoO—2 (&> TIE Tetramer iXE L TCR
DIFBEBRFTHIEAHRESNATOET , yO—>
T8 ICREEEREHYEL A,
BELEVUNKERBTHERIEL. 7-AAD ZAT
EHfaEREL. BTy —FAMSBRELTIZSN,

CRBR.BERURICETISFETLEL. /57

FILLTILTERIZKBBEELEBIIBHESHYEE A,

—REEEREE:

1.

BRIE. T, BEUETNLEEMTIE2TOME
[FREZDAEEMEZF DB DELT, BMYKZWLIZIE+5H
FEELTLLALY,

BRELLLEIREF, REICKZHTHELESITZFEL
2&0y,

2MICTHRELGERZ/{S5-O. BEXEMEIZT
ERCTREL. ZEREEMIHEIBHLTZS
W ABRATIEIEBLGHENEDIIEAHYET D
TERALAZLTEEL,

ER MR R ADHERMBEFEILZ90% T,
Mz AhEAELRBRHREIEEVNTTSL, B
MmEKDIE B MR RDRREGZYET,
AERAMER, BEAVNVBREEZETHHRIE. HLL
FEFEMERETIE. XTLIETORMERAAM
SNGNIERBYET, CS5LI-EA . BIESh L
FMERAEMIRELTHIURENBIET, BIEED
BTFTELE-032EmHYET,

Tetramer REDSE 3K
1) Altman JD, et a/ 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) #f LA, B ARHE BERERSeJE 42: 134-138 (2004)
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US Patent Number 5,635,363

Inventors: Altman JD, et al. (Stanford University)
methods for the
quantitation and purification of antigen—specific T cells.”

“Compositions  and detection,

French Application Number FR9911133

Inventors: Lang F, et al. INSERM)

“Means for detecting and for the purifying CD8
populations

+

T-lymphocyte specific  for peptides

presented in the HLA context.”

REER G
HIV
TS-0007-1 HLA-A*0201 HIV gag Tetramer—-SLYNTVATL-PE

TS-M027-3 HLA-A*0201 HIV gag Tetramer—-SLYNTVATL-FITC

TS-0008-1 HLA-A*0201 HIV pol Tetramer-ILKEPVHGV-PE

TS-M007-1 HLA-A*2402 HIV env Tetramer-RYLRDQQLL-PE

TS-M007-3 HLA-A*2402 HIV env Tetramer-RYLRDQQLL-FITC

HTLV-1

TS-M017-1
TS-M019-1
TS-M020-1
TS-M021-1
TS-M018-1
TS-M022-1
TS-M023-1
TS-M024-1

HLA-A*0201 HTLV-1 Tax11-19 Tetramer-PE
HLA-A*0201 HTLV-1 Tax178-186 Tetramer—PE
HLA-A*2402 HTLV-1 Tax12-20 Tetramer—-PE
HLA-A*2402 HTLV-1 Tax187-195 Tetramer—-PE
HLA-A*2402 HTLV-1 Tax301-309 Tetramer—-PE
HLA-A*2402 HTLV-1 Env11-19 Tetramer—-PE
HLA-A*1101 HTLV-1 Tax88-96 Tetramer—PE
HLA-A*1101 HTLV-1 Tax272-280 Tetramer—-PE

CMV

TS-MO012-1
TS-0010-1
TS-0010-2
TS-0020-1
TS-0020-2
TS-M013-1
TS-0027-1
TS-0027-2
TS-0025-1
TS-0025-2
TS-0024-1
TS-0024-2
TS-0026-1
TS-0026-2

HLA-A*1101 CMV pp65 Tetramer—ATVQGQNLK-PE
HLA-A*0201 CMV pp65 Tetramer—NLVPMVATV-PE
HLA-A0201 CMV pp65 Tetramer—-NLVPMVATV-APC
HLA-A*2402 CMV pp65 Tetramer—QYDPVAALF-PE
HLA-A*2402 CMV pp65 Tetramer—QYDPVAALF-APC
HLA-B*1501 CMV pp65 Tetramer—KMQVIGDQY-PE
HLA-B*3501 CMV pp65 Tetramer-IPSINVHHY-PE
HLA-B*3501 CMV pp65 Tetramer-IPSINVHHY-APC
HLA-B*0702 CMV pp65 Tetramer-TPRVTGGGAM-PE
HLA-B*0702 CMV pp65 Tetramer—TPRVTGGGAM-APC
HLA-A*0101 CMV pp50 Tetramer—VTEHDTLLY-PE
HLA-A"0101 CMV pp50 Tetramer-VTEHDTLLY-APC
HLA-B*0801 CMV IE1 Tetramer-ELRRKMMYM-PE
HLA-B*0801 CMV IE1 Tetramer-ELRRKMMYM-APC

EBV

TS-0011-1
TS-0011-2
TS-M003-1
TS-M002-1
TS-MO004-1
TS-MO005-1
TS-M006-1
TS-M001-1
TS-MO009-1

HLA-A"0201 EBV BMLF-1 Tetramer-GLCTLVAML-PE
HLA-A"0201 EBV BMLF-1 Tetramer-GLCTLVAML-APC
HLA-A*2402 EBV BMLF1 Tetramer-DYNFVKQLF-PE
HLA-A*2402 EBV BRLF1 Tetramer-TYPVLEEMF-PE
HLA-A*2402 EBV EBNASA Tetramer—RYSIFFDYM-PE
HLA-A*2402 EBV EBNASB Tetramer—-TYSAGIVQI-PE
HLA-A*0201 EBV LMP1 Tetramer-YLQQNWWTL-PE
HLA-A*2402 EBV LMP2 Tetramer-IYVLVMLVL-PE
HLA-A*2402 EBV Mix Tetramer-PE

HBV

TS-0018-1
TS-0018-2
TS-0022-1
TS-0022-2
TS-0023-1
TS-0023-2

HPV
TS-0031-1
TS-0031-2

Influenza
TS-0012-1
TS-0012-2

Control
TS-MO007-1
TS-MO007-3
TS-0029-1
TS-0029-2

Others
4844
8223
AM-1005
TS-8005
6603861
6607011
A07782
A07785
A07704
IM-1400
A11895
MTG-001

HLA-A"0201 HBV core Tetramer-FLPSDFFPSV-PE
HLA-A"0201 HBV core Tetramer—-FLPSDFFPSV-APC
HLA-A*2402 HBV core Tetramer-EYLVSFGVW-PE
HLA-A*2402 HBV core Tetramer-EYLVSFGVW-APC
HLA-A*2402 HBV pol Tetramer—-KYTSFPWLL-PE
HLA-A*2402 HBV pol Tetramer-KYTSFPWLL-APC

HLA-A*0201 HPV E7 Tetramer-YMLDLQPET-PE
HLA-A*0201 HPV E7 Tetramer-YMLDLQPET-APC

HLA-A"0201 Influenza-M1 Tetramer—GILGFVFTL-PE
HLA-A"0201 Influenza-M1 Tetramer—GILGFVFTL-APC

HLA-A*2402 Negative Tetramer—-RYLRDQQLL-PE
HLA-A*2402 Negative Tetramer—-RYLRDQQLL-FITC
HLA-A"0201 Negative Tetramer—PE

HLA-A"0201 Negative Tetramer—-APC

IMMUNOCYTO CD107a Detection Kit
IMMUNOCYTO IFN-y ELISPOT Kit
IMMUNOCYTO Cytotoxity Detection Kit
T-Select MHC IFN-y Kit

CD8-FITC (T8)

CD8-PC5 (T8)

CD45-FITC (J.33)

CD45-PC5 (J.33)

7-AAD Viability Dye (JE#AIRa4RH S 28)
OptiLyse B

OptiLyse C

Clear Back (Human FcR blocking reagent)

T-Select Peptides

TS-0010-P

TS-0020-P

TS-MO001-P
TS-M002-P
TS-M003-P
TS-M004-P
TS-MO005-P
TS-MO007-P
TS-M011-P
TS-M017-P
TS-MO018-P
TS-M025-P
TS-M026-P
TS-M027-P

HLA-A*0201 CMV pp65 peptide
HLA-A*2402 CMV pp65 peptide
HLA-A*2402 EBV LMP2 peptide
HLA-A*2402 EBV BRLF1 peptide
HLA-A*2402 EBV BMLF1 peptide
HLA-A*2402 EBV EBNAS3A peptide
HLA-A*2402 EBV EBNA3B peptide
HLA-A*2402 HIV env gp160 peptide
HLA-A*0201 NY-ESO-1 peptide
HLA-A*0201 HTLV-1 Tax11-19 peptide
HLA-A*2402 HTLV-1 Tax301-309 peptide
HLA-A*2402 survivin—2B peptide
HLA-A*0201 MPT51 peptide
HLA-A*0201 HIV gag peptide

T-Select MHC Tetramer 4. CTL ZFERARTFFED
BESA2FvT MHC Tetramer HREDHRXRZLERKIZ
BALELTIL, Bt AR—LR— (https://ruo.mbl.cojp) &
URFEHRECHERT I,
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HLA-A2 R 5 E ARMEMELY PBMC ZFRRL .
FD—E%E Tetramer SREEIZTHEBLT- (fresh) , FEYD
PBMC I&. Mycobacterium tuberculosis MPT51 3D i
BEARFFR (TS-M026-P, TLAGKGISVV) 10 pg/mL IZT
CTLZHREL. H92 BAMEELT Tetramer SREZHIVT
LT (cultured) . HEM CTL DOFEERF XL, PBMC
«‘:ﬁlﬁ’*’j?b"&m (=] L—Citﬁ—d_é MLPC /f%ﬁﬁb\fﬁo

5‘2@.7:7:% 1 (fresh)

ANYURMEESICHBELT- PBMC(1X10° cells)
%= D FCM buffer [2% FCS/0.05% NaN3;/PBS]IZT
1 BEE-z3DEZENTN 2 KAELT,

2. RIMMAIE#E. 20 pL @ Clear Back Human FcR blocking
reagent (MBL; code MTG-001)& 20 uL @ FCM buffer
Mz, ZEBICTS pERESET=,

3. UTOETrIT—HELZZAZTN 10 uL FDMA.
4°CT 30 REIRIGEE 1=,

+ HLA-A*0201 MPT51 Tetramer-PE
+ HLA-A*0201 CMV IE1 Tetramer—PE

4 10 pL @ CD8-PC5 (clone T8, MBL; code no.
660701 1)EZFNZNIZ . 4°CT 30 RS ET=,

5. #E=® FCM buffer Zi1X 400 x ¢ T5 A RLEDLT=,

6. LEEAEFTEFEREET. 400 pL O FCM buffer ZiNZ
'C"f‘H]Hﬂ"é I‘ELT’

7. FCM [ZTHE#TLT=,

FEEER (fresh)

FSC/SSC BRIICT T #Mifafaigsi# R1 &L, Z D R1 fEig
IZTCEBTZETo=. FyrJOvrERRAE LD #HFL.
CD8 B4 #ifad M MHC Tetramer [BEHBENE&SE T
_d_o

A

SSC-H

v |

FSC-H
HLA-A*0201 HLA-A*0201
MPT51 CMV IE1
A F -
-0.01% ] . 0.06%

Tetramer-PE

CD8 (T8)-PC5
g% 2 (cultured)

1. MPT51 BEDMBAERTFREMAT 13 BREEELT
ERERELEUD/BRE, BELTEIC 2 HREESL,

=0 FCM buffer [2% FCS/0.05% NaNs/PBS]IZT 1

B>zt D% 1x10° cells 2. FNFh 2 KAE

L/T:o

VAU dii|

MLPC (Mixed-Lymphocyte-Peptide Cultures) modified by

-> = Aifetc.
Spln down 2 weeks [

mAgs3E Uy O autoplasma

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

2. 20 pL @ Clear Back Human FcR blocking reagent (MBL;
code MTG-001)& 20 uL 0D FCM buffer #h1Z ., =i
IZT5 ARRIESE =,

3. LUTOETISIY—RELZZNTN 10 pL FOMA.
4°CT 30 REIRIGEE 1=,

+ HLA-A*0201 MPT51 Tetramer—-PE
« HLA-A*0201 HTLV-1 Tax11-19 Tetramer—-PE

4. 10 puL @ CD8-FITC (clone T8, MBL; code no.
6603861)&ZFNENMZ . 4°CT 30 pEIRIESE =,

5. #E=® FCM buffer Zi1X 400 x ¢ T5 S RLED L=,

6. LEEHEFTEFERIET. 400 pL O FCM buffer ZiNZ
THREEBEHL=.5 uL @ 7-AAD (FEffR iR H 2L,
MBL; code no. A07704)EZNZNINZ . BIBHL
T=s

7. FCM [ZTHEE#LT=,

FEHER (cultured)

FSC/SSC EBRAICT T #ifafEiEi% R1 &L, 7-AAD [£14%
HRasESEE R2 &LT=, 2D R1 M2 R2 $BIIZTHENTE
T2tz Fyr 7OV RERA LOFFIX. CDS FiEH
Rad @ MHC Tetramer [N E|EE T,

SSC-H
7-AAD

FSC-H

HLA-A*0201
HTLV-1 Tax11-19

0.01%

HLA-A*0201
MPT51

Tetramer-PE

CD8 (T8)-FITC

250901-2

antigenic peptide (1~10 pg/mL)




