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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.
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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 MHC Tetramer

HLA-A*02:01 HTLV-1 Tax11-19
Tetramer-LLFGYPVYYV (50 tests)

SERIIHRARICRYET , SETBMIIIERLLZNTESLY,

de =
HR

T #AIL. T #BEZEAKRTCR)ZNLT., RIETHE
B, DL AR AR O AMARIZHIRT S MHC 5 F
ERBERTFRDE AR (MHC/peptide complex) [ZFEE
THIEIZKY, BE-FEBECEHAL . RRIZECTE
ML TCSEIEFLRREGEEERLLET . MHC class |
BDFIRTEINF-HMBERTFREEH TS CO8 BHE T
ML, MARSEM T M (CTL) EFEEN ., DL R
ZHEOAAMBROREICEELRETEHE>TNET,
—7 MHC class I D FITIRRESNF-REXRTFREEH
T2 CDAMGME THAEIX. ALA—T MELE N, SF
SELYAhAUEFEELTHEEREZRAEG TS5
(T, RmERELEFEELET,

PEE. MFEEN T MIEERE-E2THIEIEE
IR TLI=AY, 1996 £ Altman bIZ&>TRHFESINT=
MHC Tetramer FHEIL. [R4FEMLZ TCRZHTH T
MRERZIO0—Y A A—3—(Z k> THB(CARIEL
EETAEEAREIZLEL =, MHC Tetramer iRZEEI(L.
EFFibLf= MHC SFERBRIFROEREK(E/
T)EENREHLEANTNTPES U TAEKIE (TH
SY—)LI=RAETT, SESFLMMET—h—1, #He
Tyt ELHAEHERIET. BEM T IO ER
BEXS, HEREZ RIRFICAEAT I DS EMNAIRETT S

A E (L. MHC 2 HLA-A*02:01 %, ERTFKIZ
HTLV-1 Tax AV N\ BHEDRTFRFERNTERLT
BY., ThIZEEML CTL EHZREEETHIEN
A[RETY .

LbOIAIILRD—FETHS HTLV-1(Human T—cell
leukemia virus type 1) (& T #RBIZRRZE LU TR T #HiE
B 5% (ATL) 4> HTLV-1 BH:EE §E4E (HAM/TSP) %5 &
BT IENMBENTNVET  HTLV-1 DFrUTIEAM .
HEERDICEAEETHE 120-150 FAESHATL
FY, ATL ¥ HAM/TSP., ZDh HTLV-1 BE:ERAEH
KEDRENREONDIDEZDSEDH 5% TT A,
ATL OF#ITtOBEMFELRLTHLIEEIZEL 5 &
EBFEEIL 12-17%EEDNTUVET , i MEREY AV
LW EPREERNMEVWCELFERISRIEAEN TN
CEMIEBINTHY HTLV-1 BEEDOZILE. BEE
BRERICETZERODEESENS., FEEISEFESH
TWAI4ILADVEDTY,

HTLV-1 BRELZNICHTIBEREGE(E, SFS
FHEEREBEORELRVOBEOYLAHEEEZISNTLY
£, 1990 £ Jacobson 5lE, HTLV-1 @ Tax A CTL O
FELGEMNRETHAEEHREL V. 1992 £ . HER
ERERXZOMERSE, Tax D 11-19 FEEDTI/
ERECSIAY. HLA-A2 #1314 % <9 CTL TE—TTHD
EEHRICEERGTTHRELELE: 2. ERBEXRFO/NE
Slk. Tax11-19 &+ 3FEEE D Tetramer SREEZ LY
T.HTLV-1 $#E/ CTL OZ#1EE CTL HDEDMN
ATLDREIZHBEALTWSE L, ThSY—8REZRALT
BEMICEZFIVITEHENEETHHIERELTL
F9, BIT. Tax11-19 HFEMNAG CTL ORBEIL., BIAE
RHEXv)T D 90% (9/10 FEHFI) . ATL BEHED 30%
(3/10 FEI) THY . Tax11-19 [ZXtF 5 CTL DREFERA
ATLRIEICHEVWEEICIETTAIEEFRELTLET Y,
BLKERBERFOMITLHIE., MEEREFYITIZEN
T. Tax11-19 B LU Tax301-309 4 EAIZL CTL DIBE &
il Tax ADEFEIZIZEDOHBELHY., TOIIILRE
LITEDOHEANHSHEERL,HTLV-1 5828 CTL A
ATL FAEDQHNEHELTHREL TLSRAIBEZRIELE
L= %,

MHC Tetramer [BIEHIEDFHEEHIET BE. RHT
«7arbO—)L Tetramer REZWMBICAWNSEZ2HE
HLET, HAERICBEALELTIE., BAER AEETEL
23y,

HLA #I51: HLA-A*02:01, HLA-A*02:06, HLA-A*02:07

RRATFREOHkERES
HTLV-1 Tax (11-19 aa, LLFGYPVYV)

R
TS-M017-1: Streptavidin-Phycoerythrin (SA-PE)
FhigiR & 486-580 nm
HIKEK: 586-590 nm

TS-M017-2: Streptavidin-Allophycocyanin (SA-APC)
BhEEiK &K 633-635 nm
HIKEK: 660-680 nm
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AR &8 500 uL, 10 pl/test

10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,

0.09% NaN3, 0.2% BSA IZTFSY—8ELLTE/T—H

100 pg/mL MIRETEENTULET,
*LHECEFNDITUFT IV LIL, BEEBETTTYIE
KFEBEVSBALGERLEMEELELETT . F-2RERE
[CHBSNETERREEOTOREMIAEEINDIELD
YETOTHRKTIGEWTRLTEELTESWD, BEWNE
[ZADTGEIZIE+RED K THRLGRLTESLY,

BRIFE: 2-8°CTERABEEFELTEEN, E#E (LIl
BTSN, G EDHRIE. Fa—TIZBES N TLY
BN ETHERLEEL,

BEDLIEIZOWNT: HFISEERYLEEDYEML
EEABRIN-GEE (EEITBEHTHIMEVIE
(SA-PE)ET-ITF LR (SA-APC)DEIK) 1%, 1L T
WBHEREENHBYFE T D TEHLARNTESLY,

HTLV-1 Tax11-19 MS&E Xk
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T-Select MHC class I human Tetramer 04
T-Select MHC class I human Tetramer [$4FE D HLA
FTUILERBERTFREDBEERICHENIZHEEST 5L
hCD8 51 T HiIfa K H 44 HH TEF I, CD8 B FIL HLA
class 1 DFIZHEHL. TCR & HLA class V/I[ERTFFK
BEREDHEEEYR—FLTWVVET, 2D CD8 HFIC
FDHLA B FADFEEN ., FHFEML CTLEREDRE
Tl KEZETIL HLA class | FDo3 fBED T/
FAECHIIZEREANDZEICKY CD8 A FEMIEEHEM
BAEER/NRICINA LT BEENREMICR EL
TWEY,
French Application Number; FR9911133

Tetramer SRFED S E THR
Altman JD, et al Science 274: 94-96 (1996)
Mcmichael AJ, et al J Exp Med 187: 1367-1371 (1998)
Bodinier M, et al. Nat Med 6: 707-710 (2000)
# EBE5h, AR BRERSSE 42: 134-138 (2004)

FBAEE

3.
4.

10.
11.

NEmERAVNSSE
1.
2

WYL EEREERALT, #ROEHFERLES,

10 uL @ T-Select MHC Tetramer Z& AR E X
9,

BEAERE(IZ 200 uL DL MEFMLET,
BoKYERILTYIREMNTET,

2-8°CE=IL=E;R (15-25°C) T 30~60 S RA>Fa
R—2a LEY,

OptiLyse C (Beckman Coulter L& 5 #rig3s/A). £
L<I& OptiLyse B (BD Biosciences 13l #714358H)
FAWCAM-BEIENELES, KL DHRBEEICTH
BOFIBIZH-STLESLY,
BM-BEE7ORI—ILOEBERRATYTHR. BED
PBS #MATHZALET,

400 x g TH5 AERDLLET,

L EHETREL—FLET,

RLwh% 500 uL O PBS ITHBBEHLET,

BT ILIFREEIZT 2-8°CTREL. 24 BRELIAIC
SHL TS,

REDIER

A.

B.

MREEZTIESE. BT ANRYFR) LEAR
E#FIELTEIRLTZELY,

CD8 HEDHAZ BT BI5E (X, RTYvT 2. CRIEFE
B HMN ATy SR THRICEMERLTIIZEL,
L CD8 ik (/O—> T8) Id, Tetramer SED L E M
#HEELFEADTRIBERBITHENTHETT,
BONENR+2EI5E. FOBROERFTIZELSIE
BEMNIREBIABRRINDIELAHYET, CDI5 &
BIRFEELT) /RS —FTHRTL TS,

2) RAH M B %3k (PBMC) Z L5 1EE

1.

2.

EEICHE-ST PBMC ZFZIL. 2% 107 cells/mL DR
EICT. zERELET,

50 pL (1x10° cells)DiflRR A KRIZ 10 pL O Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)%MZ.5 NEIZERICTREIE TS
LY,

10 pL O T-Select MHC Tetramer M Z E T,
2-8°CFE =1L =B (15-25°C) T30~60 DA Far
—avLlET,

CD8 HiiAZ%%EMZ . 2-8°CT 20 HElAvFa—3
VLET,

& 0 FCM buffer [2% FCS/0.09% NaN,/PBS]Z/1x
400x g T5 AEEDLET,
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ERBAEEEREETET,

#Ra% 500 pl @ 0.5% /85 T74ILLTFILTER/PBS
[CHRBELET,

YT IVIZREEICT 2-8°CTHREL. 24 BRELAIC
LTS,

ZEOIER
D. PBMC Bt . MM Z->TLDIZE L, AL

—RRR73;

1.

BET TSN B MR E RS IR MERDEAAE
HondEHIE CD4s ZRIFFRAEL., Y/ BT —
[STEMTLTZELY,

. Blocking buffer &%\ Clear Back ZFULVAZ &T,

IOOT7—VHREDIVRH A= RIZKDIEREE
HZEEZIHTIHMENRFINET,

CD8 AlZH/a—2 12 &> TId Tetramer X ZEE TCR
DIEEEHRETHENHRESNTVET, VA—>
TS ICBEEERIEIHYFEREA.
BELEZVONBRELEBIHIHEEE. 7-AAD ZAVT
EffaE LAl BT —FAMSREL TS,

CRBR.BEREURAICETT S FETLEL. /857

FIWLTIITERICKDEENEBIIBHEHYEEA,

EEE

BRIK. VT BLUZNLEEMTHETOMH
FREFOATREMEZFOLDELT, RYEKZWIZF+5
FBRLTZE,

RELLLLFIRIEH, HEIZHEHTHROELSITEEL
ZEY,

EMICTRBEALGHEREFTDHO . RIETRMEZT
FRTREL. 2B EFEMICHEIBIHL TS
W ABRETEEECHRNHEIZEABYET D
THEALGLTESN,

FRAR MR AR A D #E R AR A F 2RI 2 90%TT
Mz AnAELRBERISSERNTZEN, B
MmEkD R EHHMREXRDORELZYET,
BERFMK, BEIVNVREZETHRIE, LS
FEEMERETIE. BT LLEETORMEKAEM
ENGNIELHYFET, THLIGE FIIShizly
FRMHABMBKELTHI U ENEIET, BIEED
BTEL-59IENHYFET,

RS &

T-Select MHC Tetramers

HTLV-1
TS-M017-1
TS-M019-1
TB-0133-1
TS-M024-1
TS-M023-1
TS-M022-1
TS-M020-1
TS-M021-1
TS-M018-1
TS-M815-1
TS-M531-1

Control

TS-0029-1C
TS-M151-1
TS-M152-1
TS-M153-1
TS-M007-1
T5-M801-1

HLA-A*02:01 HTLV-1 Taxyy.19 Tetramer-LLFGYPVYV-PE
HLA-A*02:01 HTLV-1 Tax,7g.15¢ Tetramer-QLGAFLTNV-PE
HLA-A*02:01 HTLV-1 bZIP Tetramer-AVLDGLLSL-PE
HLA-A*11:01 HTLV-1 TaXy7,.280 Tetramer-QSSSFIFHK-PE
HLA-A*11:01 HTLV-1 Taxgg. o5 Tetramer-KVLTPPITH-PE
HLA-A*24:02 HTLV-1 Envy;.49 Tetramer-FFQFCPLIF-PE
HLA-A*24:02 HTLV-1 Taxy,.50 Tetramer-LFGYPVYVF-PE
HLA-A*24:02 HTLV-1 Tax;g;.195 Tetramer-PYKRIEELL-PE
HLA-A*24:02 HTLV-1 TaXagy.300 Tetramer-SFHSLHLLF-PE
HLA-DRB1*01:01 HTLV-1 Tax;ss5.1¢7 Tetramer-PE
H-2D HTLV-1 Taxsg.ag Tetramer-ARLHRHALL-PE

HLA-A*02:01 Negative Tetramer-PE
HLA-A*02:01 Control Tetramer-ALAAAAAAV-PE
HLA-A*11:01 Control Tetramer-ATAAAAAAK-PE
HLA-A*24:02 Control Tetramer-AYAAAAAAL-PE
HLA-A*24:02 Negative Tetramer-RYLRDQQLL-PE
HLA-DRB1*01:01 human CLIPyp3.417 Tetramer-PE

T-Select PEPTIDEs

TS-M007-P
TS-M027-P
TS-M017-P
TS-M018-P
TS-0029-P

TS-M151-P
TS-M152-P
TS-M153-P
TS-M801-P
TS-M815-P
TS-M531-P

Others
4844
4901
AM-1005M
6603861
6607011
A07704
IM-1400
A11895
MTG-001
TB-7300-K1
TB-7301-K1
TB-7302-K1
TB-7303-K1

HLA-A*24:02 HIV env gp160 peptide, RYLRDQQLL
HLA-A*02:01 HIV gag peptide, SLYNTVATL
HLA-A*02:01 HTLV-1 Taxy 10 peptide, LLFGYPVYV
HLA-A*24:02 HTLV-1 Taxsg;.300 peptide, SFHSLHLLF
HLA-A*02:01 Negative peptide

HLA-A*02:01 Control peptide, ALAAAAAAV
HLA-A*11:01 Control peptide, ATAAAAAAK
HLA-A*24:02 Control peptide, AYAAAAAAL
Human CLIPp3.117 peptide

HLA-DRB1*01:01 HTLV-1 Tax;ss.16; peptide

H-2D* HTLV-1 Taxsg4¢ peptide, ARLHRHALL

IMMUNOCYTO CD107a Detection Kit

RapiType HLA-A for East Asian Pop.
IMMUNOCYTO Cytotoxicity Detection Kit
CDS8-FITC (T8)

CD8-PC5 (T8)

7-AAD Viability Dye

OptilLyse B

OptiLyse C

Clear Back (Human FcR blocking reagent)
QuickSwitch™ Quant HLA-A*02:01 Tetramer Kit-PE
QuickSwitch™ HLA-A*02:01 Tetramer Kit-PE
QuickSwitch™ Quant HLA-A*24:02 Tetramer Kit-PE
QuickSwitch™ HLA-A*24:02 Tetramer Kit-PE

MHC Tetramer &%, ZFERARTFREDORZ ST
7 MHC Tetramer HEDHRAALERIZEALELTIE.
Bt AR— LR— (http://ruo.mbl.cojp) LY R FTEHRE
CHERRLTEELY,
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5 45
HLA-A2 Z{R$#9 5 HTLV-1 BE R AEMmA S PBMC
FHRBL. ZTD—E%E Tetramer HEZXZHNTEELT:
(fresh) , Y ® PBMC [& HTLV-1 Tax11-19 Peptide
(LLFGYPVYV, MBL code no. TS-M017-P) &0z TH#J 2
BRIEER. Tetramer HEZRWNVTEABEL -
(cultured) o

CCIZERLIDZETOT—HIE, B KREEN BE
RERFRFREEZLREMER HAIMILRFRE
HEMAEE 4 — BREFEIRERAELE /IEHEAE
HLEREEZENSHIRBIEEEL .

*BEHE

1. ANYURMEESLIZ5H BELT- PBMC (fresh) EXTF
REMATIEELU/ B (1 X 10° cells) ZE=ED
FCM buffer [2% FCS/0.05% NaN3/PBS]IZT 1 [Eli%>
tDEFEhETN 2 KAAELT,

2. 10 uL @ Clear Back (human FcR blocking reagent,
MBL code MTG-001)& 20 pul @) FCM buffer ZA0Z .
FRICTS ARG IE T,

3. UTDETISIT—RELZZNETN 10 uL FDMA.
4°CT 40 REIR IS E 1=,

+ HLA-A*02:01 Negative Tetramer-PE (MBL code
no. TS-0029-1C)
+ HLA-A*02:01 HTLV-1 Tax11-19 Tetramer—-PE

4. 10 uL @ CD8-FITC (clone T8, MBL code no.
6603861)EFNZNIZ . 4°CT 40 DREIRESE =,
(fresh) TIE, U/ \BkZEE BT 5 A2, CD45-PC5
(clone J.33, MBL code no. A07785)% 10 uL f0Z 1=,

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

6. EEHETEFRIET, 400 pl M FCM buffer Z0Z
THikaZ % B L=, (cultured) TIEX 5 pL ® 7-AAD(3E
fHRaR HEE, MBL code no. A07704)ZFNFNINZ .
BdEHL-,

7. FCM IZTHE#HLT=,

Frequency of HTLV-1-specitic CTL in PBMC of AC and ATLL
Positive epitopes detected by HTLV-1/HLA tetramers

HLA allele Tetramers AC ATLL
Tax11-19 100%( 8 / 8 ) 3% (3 / 9 )
Tax123-131 13%( 1/ 8 ) 0% (0 / 9 )
Tax153-163 0%( 0 / 8 ) 0% ( 0 / 9 )
AR02:01 Tax178-186 13%( 1 / 8 ) 0% (0 / 9 )
Tax307-315 13%( 1/ 8 ) 0% ( 0 / 9 )
Env175-183 0%( 0 / 8 ) 0% (0 / 9 )
Env239-247 0%( 0 / 8 ) 0% ( 0 / 9 )
Env442-450 0%( 0/ 8 ) 0% ( 0 / 9 )
Tax12-20 1% ( 2 / 18 ) 0% ( 0 / 22 )"
Tax187-195 11%( 2 / 18 ) 0% ( 0 / 22 )
Tax289-297 0% ( 0 / 18 ) 0% ( 0 / 22 )
2402 Tax301-309 94% ( 17 / 18 ) 55% (12 / 22 )™
Tax311-319 0%( 0 / 18 ) 0% ( 0 / 22 )
Envll-19 6% ( 1 / 18 ) 0% (0 / 22 )
Env21-29 0%( 0 / 18 ) 0% (0 / 22 )
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 ) ™

Epitopes detected by HTLV-1/HLA tetramers/number of tetramers tested.
For subjects carrying either HLA-A*02:01 or HLA-A*24:02, 8 tetramers were tested,
while those carrying both HLA-A*02:01 and HLA-A*24:02 were tested with 16 tetramers.

* P<0.05; **P<(.01was regarded as significant difference between AC and ATL by a y2 test.

FEHR

RME#ICHBLT- PBMC DR BHREZRT,

4

01 HTLV-1 Tax11-19 Tetramer

HLA-A*02

A

019

0.39

FEEER 2

PBMC [Z Tax11-19 RTFFRZHAWTHRIHIEEZ D36

HBRETRY .

fresh

Tax11-19

Negative Tetramer

cultured
Tax11-19

29 0.02 00l

T-Select MHC Tetramers use patented technology (US patent No. 5,635,363, French application No. FR9911133,
and Japanese patent No. P3506384) of Beckman Coulter Inc..
MBL manufactures and distributes these products under license from Beckman Coulter Inc..
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