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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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6:707-710.
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McHeyzer W, Bell JI, McMichael AJ, and Davis MM.
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3) McMichael AJ, and O ‘Callaghan CA. 1998. A New
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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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T-Select HLA class | human Tetramer

HLA-A*2402 HTLV-1 Tax12-20
Tetramer-LFGYPVYVF-PE (50 tests)

SERIEHERICBYET . BB MICIZIERLELTZEL,
WA ZE (LK [E Beckman Coulter D512 ADHEIZELERFELTLVET,

=
T HREIEL. T fEZEKRTCRIZNLT., ERTM

B, )L RN AMRRICHKIZYT 5 MHC 5F
EMBERTFRDOE SR (MHC/peptide complex) IZ§E&
THILEICKY. BE-FBEEEFHAML KRICHECTE
ML TSEITFLREGEEERLLET . MHC class |
DFICRRENT=MAEARTFRER#ETS CD8 [BFE T
MR, MAREEM T MR (CTL) EFE AL, Do /LR
FHEONAMBEOREICEELRIAFHE->TLNET,
—75 MHC class I B FIIRREIN-HERTFRERHE
5 CDAMBME T #ARIE, ANILA—T HRREEIEN, SF
SERY A HAOEEELTHRMERELZRES 5
(T THL, REREDEFELES,

ek RS EM T MilaZRE -EE21LT 5 LT
BIZEETLI=AY, 1996 £F Altman BIZ&->THRFEINT =
MHC-Tetramer SAE (L. IAHEMLZ TCREZEITH T
MREMZEIO—Y A A—F—(C&>THEICHHRIEL
EETHEEAREIZLELT=, MHC-Tetramer EXZE(L,
EAFAELTz MHC B FEMBERTFROBEEER(E/
Y—)EHNMEHB LA TFFES U TAERIE (TR
SY—)LIRAETT . SESFLMET—h—1, #de
Tt LA EHEHIET HEN T MlED 2K
RS HEEZ RIBFICAET T S LM AIBETT,

A E (L, MHC [T HLA-A*2402 % . HIERTFRIC
HTLV-1 Tax /N BREDRTFREZRAVTERLT
BY., ThIZHEENG CTL EHEREEETEHIEN
AIRETY .

LbAIAIILRAD—FETHS HTLV-1(Human T—cell
leukemia virus type 1) (&, T #IREIZEREL TR T iR
B IMfE (ATL) A5 HTLV-1 BEE B (HAM/TSP) #5|&
BT ENNONTLVET  HTLV-1 DX TIXAM,
HiBEERDICAAREETH 120-150 FAESEHIATL
F9, ATL ¥ HAM/TSP, ZDthd HTLV-1 BEHEREM
EEDRENERONDIDIEFDILDH 5% TT A,
ATL OFZITtOBEMBEELERLTHLIERIZEL 5 &
EHFEIL 12-17%EEDHONTNET , HiEMZERY AV
LW EOREENMENWEAFERISHRIENAEN TN
CEMEBEINTHY HTLV-1 BEED L, BEE
BRERICBTAEROEENELIS., FEISEFESN
TWBAI4ILADVEDTY,

EREXZOBRHESIE.HTLV-1 O Tax 4 /N\0& &
Env 3V NNOBDORTFRSA4TS5)—%Z/EHL ., HLA
class | HIERMETRITZH#HD CTL TE—TZREIFEL.
ATLEEDYRIIT7HO3—D HLA B ZH BT EESIRAL
FLz " EILKEREXRZD/MEBLIX, +HIEHED
Tetramer SEZX VT, HTLV-1 552 CTLD 241 E
CTL DB H ATL OREITHBELTWSELE, TS
T—HELAAOTHRGEMNIZE=R) T T HENEET
HAHERELTIVET, BT, Tax12-20 $FE M7 CTL D
REEX, BEEREXYIT—0 17%(4/24 FEH) .
ATL BE®D 0%(0/22 EfI) THoIzERELTLET

2)
o

MHC-Tetramer SR NDHEZHITET B, =~
F47 Tetramer HEEZXMBICHWAEEZHEIHLET,
B RERICEALELTIE., BHEEAFEEZELSSLY,

HTLV-1 Tax12-20 M5 & 3Tk
1) Yashiki S, et al AIDS Res Hum Retroviruses 17:
1047-1061 (2001)
2) Kozako T, et al. J. Immunol. 177: 5718-5726 (2006)

T—Select HLA class | human Tetramer D454
T-Select HLA class | human Tetramer [X45E @ HLA
FTUIERBRTFREODBEERITHENICHKAE T SE
hCD8 [t T Hif M AR TEE T, CD8 A FIL HLA
class | D FIZ#EL. TCR & HLA class /i RRTFK
BEKRLDIEEEYR—ILTLVET . 2D CD8 FIC
KD HLA D FADEEED. EHFEMLZ CTLREDRE
TLt=o RHAFETIL HLA class | DFDa3 BEDTI/
BEHICEREZXFANDZEIZKY CD8 N FEDIEHFEM
HAEER/NRICHIZA LT HFEEAREMICH LEL
TWEY,
French Application Number; FR9911133

HLA #)5f%: HLA-A™2402

RRARTFEOBEERES:
HTLV-1 Tax (1220 aa, LFGYPVYVF)

MBL vepicAL & BIOLOGICAL LABORATORIES CO., LTD.
5-10 Marunouchi 3 chome, Naka-ku Nagoya 460-0002 Japan
TEL; (052) 971-2089, FAX; (052) 971-2065, URL https://res.mbl.co.ip
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TEY: PE
FhigiE &K ; 486-580 nm
#HILKE; 586-590 nm

4K : 10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM
EDTA, 0.09% NaN3, 0.2% BSA [CFrSV—HELLTE/
I—hH 100 ug/mL DEETEENTLET,

*LHE(CEFNDITUFT IV LIL, BEEBETTTIIE
KFBEWSBALERLEMEELELTT . T-EREE
[CHBSNETERREEOTOREMHAEEINDIZELD
UETDTHRATECGENVRLTEEL TSN, REWCH
[ZADTGEEIZIE+RED K THRLGRLTESLY,

BREL: 2-8°CTEREREL TS, EES T MHRIZL
T TLES0LY,

BREDOZLIONT: RECEBRYLRLEOWENG
TN BESNBE BEETBRATHhTNELIE
D) £, SELTORABEMAHYET O THDAE
WTEELY,

RBEHE:
NEMZAVSEE

1. BEYGEERIEERALT, #ROEFRRLES,

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

3. £FERERE(Z 200 uL DEMEHRMLET .

4. WoKYERILTVIREMNTET,

5. BT 20 M. HDULE 4°CT 30 DEAFa—
LavlEY,

6. OptiLyse C (Beckman Coulter L&/ #rigzsA). £
L<I& OptiLyse B (Becton Dickenson #t &9 #T#35
AZAVWTAL-EENELEYT, HELDFHAEIC
THEDOFIRICH>TZELY,

7. F-BEESOr—ILOREATYIR. EED
PBS ZMMATHBREALFET .

8. 400 x g T5 NEEDLLET,

9. EEZEHETAEL—ILET,

10. RLwhk#% 500 uL ) PBS [CHB&RELET .
1. HUTILIFEEIZT 4°CTREL. 24 BRILRAIZS
HLTLEELY,

2EODIER:

A HRRESEITIGEX. BTANRYDFN) LEHE
EFIELTERLTZELY,

B. CD8 DA% BT 156 (L. RTvT 2. CRIEFE
BIEN ATYT SR TRIZEMEELTESLY,
iCD8 ik (/O—> T8) &, Tetramer SHED LB
“HELFEADTRIFERTHSENAIETT,

C. BMWEAR+HEIHE. FOEROEL KEICKDHIE
BEMNLERGBHILERINDIZENHYET, CDIS
RFEBL T /NS —FTRHTL TS,

2) KM BBk (PBMC) ZHL\3BE

1. FEEITRE->TPBMCZFAHL. 2% 107 cells/mL DR
EIZT, #ilezBERAEALET,

2. 50 pb (1 x10° cells)DHERR BB EKIZ 40 L D
blocking buffer [1 mg/mL human IgG, normal goat
serum, 0.09% NaN3] #» B LV[&. Clear Back (MBL;
code no. MTG-001)%M0Z% .5 HHEERICTRIGS
TS,

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

4. EBT200M. HBHWNEL4CTI0 MM Far—
2avlEd,

5. CD8#AEZEMA.4°CT20nHAvFar—ay
LFEY.

6. =D FCM buffer [2% FCS, PBS, 0.05% NaN3]% fl
Z 400 x g T5 AMEEDLET,

7. LEBEAEIBRFRKETET,

8. #ARE% 500 uL M PBS/05% /8574 ILLTILTER
ICBEBELEY,

9. HUTILIFREEICTACTREL. 24 BRELIAIZS
HLTLIZELY,

FEDIENR:

D. PBMC 5 Btk . FRIMBRMTZ-TUL\SIHE (X, jAM AL
BT TSN, A MALIBZ L FRMERDEAHLE
HoNDIHEEIL CDAS ZRIFFEEL. /BT —k
[ZTERRHTL TS,

E. Blocking buffer # 4L\ Clear Back ZFL\5Z & T,
IOOT7—VHREDIVREH A= RIZKBIEHE
HFEEEIHTIMENRFINET,

F. CD8 #i{kldoO—2I2&>TIE Tetramer EREE TCR
DEEERETIEABRESNATHET . yA—>
T8 ICBEHEERIEIHYFEREA.

G. BELEIVUNEKEEBTEHEEE. 7-AAD AT
EMEEEEL., BT —FRMSEREL TS,

H. &%, HERLRNICETT S FETLEZSL. /A57
AILLTILTERIZKSEEREBIIHEHYFEE A,

—RBEEEIN:

1L BE HUTL BLUENLEEMTIETOMH
[FREFOATREMEZFOLDELT, RMYKZWZF+5
FELTEEL,

2. RELLIIREH, BEICKEHTHEVLSTEELS

=&,
3. HMEOHERPZET TS, Ro-ERA/ES
SENBYET,

4, HAEEDOEYIKZULNZIE Good Laboratory Practice
(GLP)Z S Bz,

5. 2MICTRELGHERZF/DIO. REIIFELEICT
ERTHRAEL. Z2REZFERIICHEILIBRL TS
W AEBRBRATEERLGHRESHIIELAHYETD
TERALGEWLTLESLY,

6. FRARMRRIADHEZEMIDERFRIZ=90% TY,
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7. MiRfRERAMBRELIERBEREIEHEVTTSL, B
MmEKDIE B MR XDREREGZYET,

8. ARKMEK, EEAVN\IBREZAETIHRIE. HLL
FEEMERETIE. T LI TORMERA AN
SNGNIERBYET, SH5LE-EBE . AmEhiiiy
FMIRAEMIKELTHIURSNBIET, BHEED
ETZL=03EnHYET,

Tetramer DS E 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 a/. Nat. Med. 6: 707-710 (2000)
4) #f LBEsA, S ARHE ERPRSRE 42: 134-138 (2004)

AL RE2IT TS EEF

US Patent Number 5,635,363

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

French Application Number FR9911133

Inventors: Lang F, et al. INSERM)

“Means for detecting and for the purifying CD8*
T-lymphocyte populations specific for peptides
presented in the HLA context.”

REES

HTLV-1

TS-M017-1 HLA-A*0201 HTLV-1 Tax11-19 Tetramer—-PE
TS-M019-1 HLA-A*0201 HTLV-1 Tax178-186 Tetramer-PE
TS-M020-1 HLA-A*2402 HTLV-1 Tax12-20 Tetramer—PE
TS-M021-1 HLA-A*2402 HTLV-1 Tax187-195 Tetramer-PE
TS-M018-1 HLA-A*2402 HTLV-1 Tax301-309 Tetramer-PE
TS-M022-1 HLA-A*2402 HTLV-1 Env11-19 Tetramer—-PE
TS-M023-1 HLA-A*1101 HTLV-1 Tax88-96 Tetramer—PE
TS-M024-1 HLA-A*1101 HTLV-1 Tax272-280 Tetramer-PE

CMV

TS-M012-1
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-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

HLA-A0201 CMV pp65 Tetramer—NLVPMVATV-APC

EBV

TS-0011-1
TS-0011-2
TS-M003-1
TS-M002-1
TS-M004-1
TS-M005-1
TS-MO006-1
TS-M001-1
TS-M009-1

HV

TS-0007-1
TS-0008-1
TS-M007-1

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-M007-1
TS-M007-3
TS-0029-1
TS-0029-2

Others
4844
TS-8005
TS-9004
6603861
6607011
A07782
A07783
A07785
A07704
IM-1400
A11895
MTG-001

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 EBNA3A Tetramer—-RYSIFFDYM-PE
HLA-A*2402 EBV EBNA3B Tetramer-TYSAGIVQI-PE
HLA-A0201 EBV LMP1 Tetramer—-YLQQNWWTL-PE
HLA-A*2402 EBV LMP2 Tetramer-IYVLVMLVL-PE
HLA-A*2402 EBV Mix Tetramer—PE

HLA-A*0201 HIV gag Tetramer—-SLYNTVATL-PE
HLA-A*0201 HIV pol Tetramer-ILKEPVHGV-PE
HLA-A*2402 HIV env Tetramer— RYLRDQQLL-PE

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-A0201 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
T-Select MHC IFN-y Kit

T-Select Antibody Gating Kit
CD8-FITC (T8)

CD8-PC5 (T8)

CD45-FITC (J.33)

CD45-PE (J.33)

CD45-PC5 (J.33)

7-AAD Viability Dye (FEHAREHRH 3 ZE)
OptiLyse B

OptiLyse C

Clear Back (Human FcR blocking reagent)
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Zahl

HLA-A*2402 Z{R#F9 5 HTLV-1 BEERBOLMND

PBMC ZER&IL . ZD—&f% Tetramer REXHI\TEE
L7=(fresh) . %Y PBMC I&£ HTLV-1 Tax12-20 RTF
K(LFGYPVYVF)#MA T 2 BAREEE. Tetramer &
EHERAWNTEELT (cultured) ,

CCIZBRLIB2TOT—RIE. BIXREEAN B

REXFAFREEFREAEN BEVMILRARFE
HEHAR L 2— BEEEIRNERARSE /INERELAE
ALBEREEREN MR HIEEELS -,

£
1.

BHE

A UBRMEBES (B L= PBMC (fresh) EXRTF
REMZTEELEUD /N B (1 X 10° cells) ZEE D
FCM buffer [2% FCS, PBS, 0.05% NaN3]IZT 1 [E#%>
=tDEFNFN 2 KBEELT-,

2. 20 uL O Clear Back Human FcR blocking reagent (MBL;
code MTG-001)& 20 pL 0D FCM buffer ZH1Z . Eig
IZT5 RIREESE =,

3. UTOETIIY—RELZETNTN 10 pL I DX,
4°CT 40 REIR IS E 1=,

+ HLA-A*2402 Negative Tetramer—PE
+ HLA-A*2402 HTLV-1 Tax12-20 Tetramer—-PE

4 10 puL @ CD8-FITC (clone T8, MBL; code no.
6603861)EFNZNIZ . 4°CT 40 DREIRESE =,
(fresh) TIE, U /\3kZE BT 5 &2, CD45-PC5
(clone J.33, MBL; code no. A07785)% 10 uL JRZ 1=,

5. #E=0) FCM buffer /X 400 x g T5 KRR L=,

6. EEHETEFRIET, 400 pl M FCM buffer Z0Z
THikaZ % &L=, (cultured) TIE 5 uL 0 7-AAD (3
AR R MBL; code no. A07704) ZFNFNINA.
BdEHL-,

7. FCM [CTfE#LT=,

Frequency of HTLV-1-specific CTL in PBMC of AC and ATLL

Positive epitopes detected by HTLV-1/HLA tetramers

HLA allele Tetramers AC ATLL
A*0201 Tax11-19 100% ( 8 / 8 ) 3% (3 / 9 )
A*0201 Tax123-131 B%( 1/ 8 ) 0% (0 / 9 )
A*0201 Tax155-163 0% (0 / 8 ) 0% (0 / 9 )
A*0201 Tax178-186 B%( 1/ 8 ) 0% ( 0 / 9 )
A*0201 Tax307-315 B%( 1/ 8 ) 0% ( 0 / 9 )
A*0201 Env175-183 0% (0 / 8 ) 0% (0 / 9 )
A*0201 Env239-247 0% (0 / 8 ) 0% (0 / 9 )
A*0201 Env442-450 0% (0 / 8 ) 0% (0 / 9 )
A*2402 Tax12-20 1% (2 / 18 ) 0% (0 / 22 )
A*2402 Tax187-195 1% (2 / 18 ) 0% (0 / 22 )
A*2402 Tax289-297 0% ( 0 / 18 ) 0% (0 / 22 )
A*2402 Tax301-309 94% (17 / 18 ) 55% ( 12 / 22 )"
A*2402 Tax311-319 0% ( 0 / 18 ) 0% (0 / 22 )
A*2402 Env11-19 6% (1 / 18 ) 0% (0 / 22 )
A*2402 Env21-29 0% ( 0 / 18 ) 0% (0 / 22 )
A*2402 Env153-161 0% ( 0 / 18 ) 0% (0 [/ 22 )
Tax CTL positives 25% ( 32 / 130 ) 10% ( 15 / 155 ) 7
Env CTL positives 1% (1 / 78 ) 0% ( 0 / 93 )
Total CTL positives 16% ( 33 / 208 ) 6% ( 15 / 248 ) 7

Epitopes detected by HTLV-1/HLA tetramers/number of tetramer s tested.
For subjects carrying either HLA-A*0201 or HLA-A*2402, 8 tetramers were tested,
while those carrying both HLA-A*0201 and HLA-A*2402 were tested with 16 tetramers.

* P<0.05; **P<0.01was regarded as significant difference between AC and ATL by a y2 test.
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