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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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HLA-A*24:02 hTERT Tetramer
-VYGFVRACL-PE (50 tests)

FERIEHERICRYET . ZETBMICIEERALGN TS,

b

T #AIE. T #BAZEKR(TCR)ZNLT. RIETH
B, )L ARG MRS ONAMRIZHIRT S MHC 5F
ERRERTFRDE SR (MHC/peptide complex) IZFEE
FTHILICKY. BE-EECEHAL RRICEHELTE
ML TCSEIEFLRREGEEERLLET . MHC class |
DFIRTENFERBERTFREEH TS CD8 B T
MARIE., MARSEM T M (CTL) EFE(EN ., DL REE
ZABEOAAMBEORIBICEELREZEL-TULET,
—7 MHC class I D FITIRRESNF-REXRTFREEH
9% CDA G T HREIL. ANJLAA—T MR EMFE (I, SF
SELY MMMV EEALCHREREZRASTLE
(T, RERELRFELET,

PEE. MFSEEN T MRERE -T2 THILIEE
HEIZH#TLI=AY, 1996 £F Altman bIZ&>THFESINT=
MHC-Tetramer FEIL, [RFEMT TCREZHTH T
HMBREAZIO—Y A A—F—|Zk>TEHEIZTIRIEL
EETAHEEFAHEIZLELT=. MHC-Tetramer sHEE(L.
ExF ALz MHC D FERBRTFROEER(E/
T EENEH LA TNTFES U T4ERKIE (TR
SY—)LI=RAETT, SETFELEET—H—H0, HaE
Tyt LHAEHEDIET. HEM T MO LR
BEXS, HEREZ RIRFICARAT I B2 EMTATRETT S

AFHZE(L. MHC (2 HLA-A"24:02 %, iERTFRIZ
human TERT (telomerase reverse transcriptase) FH3ED
RIFREAVWTERLTEY., ChIEENK CTL &
Mz EET D EMNAIRETT , telomerase DfRIEH
J1=yhrTHS TERT [X. RNA EAFT#HS TERC FH&1%
FALT telomerase ;EMERLET . NAMRRIEITOAT
DEHEEFFCAIZ telomerase SFEENARTRTHY .
TERT AERBELTWETH. EEMIBIXBERELT
WEWIENREINTLET , COFEHND hTERT [EA
AWERBDBELRI—TINEEZLNTLVET , hTERT
HEM CTL L. hTERT ERED S L\ AAMBEESEL.
EEMBIZEELLZOIEAREShTLET 2,

MHC-Tetramer (G HIBEDEBEHIET HME. *HT
17 Tetramer HAEEXNBICANVSEZHEHOLET,
mIERICAELEL TIL. BBERSEE B ZSL,

hTERT &E 3k
1) Vonderheide RH, et al Immunity 10: 673-679 (1999)
2) Arai J, et al. Blood 97: 2903-2907 (2001)

T-Select MHC class I human Tetramer M 454
T-Select HLA class I human Tetramer [F4%5E D HLA
FUILERBRERTFREDEESRICHEEMNIZHE ST SE
hCD8 G THila EME R TEEFY . CD8 53 FIL HLA
class | D FIZ#EEL. TCR & HLA class VHiRERTFK
BEKRLDFEEZEYR—ILTLVET, 2D CD8 #FIC
LD HLA B FADEEN . IFEML CTLREDRR
TLfzo RERETIX HLA class | FDa3 fBE DT/
BAECHIICEREANDZEIZEY CD8 N FEDEHEM
HAER/NRICHA LT FEENREMICR EL
TWFEY,
French Application Number; FR9911133

HLA #I31: HLA-A*24.02

RRARTFE OBk EET:
hTERT (461-469, VYGFVRACL)

=& Pe
iR & 486-580 nm
#HILKE; 586-590 nm

BEEK: 2-8°CTEXRBEELTIN, FEEE LTzl
BONTESW, 2 RESHREE., Foa—TI2BE5RTULY
BoRNIVETREZRLIESLY,

H4R: 258 500 ul, 10 pl/test
10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM EDTA,
0.09% NaN3, 0.2% BSA [TV —RELLTE/X—H
100 pg/mL DEETEENTUVET,
*BHFICEFENDITORFTIIDOLIE BBEEHET T
KFBEVWSBALERLEMEELELETT . FT-2REREE
ICHBSNFETERBEEDOTUILEMNELESNDIENH
YETDTHRKTESGEWTRLTERELTESWL, EEWPE
[ZAST=1BAICIF+ R BDKTHNFL TSN,
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HEDOELEITONWT: REITSEBRYLEDYENLE
ENBRESNI-SE BEFEATHINELIED
BIK) L, SIELTW SRR HYFE T D THEHOLL
TS,

FBHE:
DEmMZERAVSIES

1.
2.

3.
4.
5.

BUAPLEEFIZERAL T, #IRMEFRRLET,

10 uL @ T-Select HLA class [ human Tetramer—-PE %
BHEBREICMAET,

BEHEREIZ 200 pL OL£MmMEFMLET,

oY ERILTIIRENTET,
2-8°CF7=(F =R (15-25°C) T 20~60 #fEA>Fa
R—2 3 LFET,

OptiLyse C (Beckman Coulter 15 #ri428H). £
L<I& OptiLyse B (BD Biosciences 1 &4 #1428 )
FRAVWCAM-BEIFENELET, FRDHRBASICTH
BOFIEICHR-STLZELY,
BRM-EETOPI—ILORBIATYTR.BED
PBS ZMATHBALET .

8. 400 x g TH5 NEIEDLET,
9. EEZEHETAEL—MLET,
10. RLwhk#% 500 uL ) PBS [CHB&ELET,
1. BUTILIZEEIZT 2-8°CTREL. 24 BREILIAIZ
AL TEESLY,
F2EDIER:
A MIRRIEEZTOIBEIE. B TANYUFR) LETE
EFIELTERLTZELY,
B. CD8 DA% BT BI5E (L. RTvT 2. CRIEFE
BTN ATYT SR THITEMERLTIZIL,
L CD8 ik (/O—> T8) &, Tetramer HED F %
ZHELFEADTRIFEBTLIENAIETT,
C. AMWEAR+ G E. FOEROE RHICKLDHIE

BENZEBREGIERINDIZEAHYET, CDEIS %
BIEFEEL T /BT — R THRITL TS,

2) FRAH M B %3k (PBMC) Z AL\ 515 S

1.

2.

EEICHEST PBMC ZHARL, 2% 107 cells/mL DR
EICT. BB ELET,

50 pL (1x10° cells) DHEALEREKIZ 10 uL @ Clear
Back (human FcR blocking reagent, MBL code no.
MTG-001)%MNZ.5 HEAERICTREIE TS
LY,

10 uL @ T-Select HLA class I human Tetramer-PE %
MmAEY,

2-8°CFE1=IL=;E (15-25°C) T 20~60 A Far
—>avlLlEd,

CD8 {AZE%MAZ . 2-8°CT 20 HRElA>Far—T3
YLET,

WEE D FCM buffer [2% FCS/0.05% NaN,/PBS]Z Nz
400 x g TH DEPELLET,

. EBAEFERAETES,

8. #Ra% 500 uL @ 0.5% /N5TA+ILLTIILTER/PBS

[CHBELFTT,

9. YU FILIZRBEIZT 2-8°CTREL. 24 BRELRNIZ

SILTIZELY,

REOIER:

A.

PBMC =7 Bt #% . FRMERANFZ> TSI E (L. A ML
BET>TEEN, AL EZEFMBRDEANE
HoNbdIHEEL CD45 FRERIFEEL. U2/ \BRY—+
ICTHEFTLTIEELY,

Clear Back ZAL\AZ&T,. vo/O77—VHEDIY
FH A= RTEHIEFEMEBEZINGITEHEN
HfFEShET,

CD8 iR (F/O—2 2k o T Tetramer EHEELE TCR
DERERETHIEMNHESNTVOET . yA—>
T8 [CEEEEREHYFEE A,
BELEVUNKERBETHIHEEIE. 7-AAD ZANT
EMEEREL., BT —FRMGEREL TS,
%, MEBBLRNICERTTSFETLEZL,. /NFD
AILLTILTERIZKSEENEBIIHEHYFEE A,

— R EREIA:

1.

BIK. STV BLUEALLEMT 22 TOMH
[FREZOAREMEZEFOLDELT, MYEZWZF+5
FELTEELY,

RELLLLEIRIEH ., BREITREHTHROELSTEEL
=&,

EMICTREALGHEREFTDHO . REXFRMECT
ERTHREL. RERFEMICHEIRHFL TS
W ABRATREREGHRENHLIZEABHYET D
THEALGLTESL,

FRAR MR AR R D HE R MR E R (L = 90%TY
Mz amAE L RFEERISSEGVTZSN B
Mk R EHHMRIERDORELZYET,
ARAFMK, BREAVNVREZETLHRIE, LS
FEEMRRETE. BT LEETORMIKAEIM
ENBNIELBYFET, IOLIGE. FMShGL
FRIMERABMBRELTHIUFENEHIET, EHEERED
BTE3-09EnHYFET,
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1)  Bodinier M, et al. Nat. Med. 6: 707-710 (2000)
2) Altman JD, et al. Science 274: 94-96 (1996)

3)  Mcmichael AJ, et al. J. Exp. Med 187: 1367-1371 (1998)
4) #EERSA, #HARE ERFRAE 42: 134-138 (2004)

TB-M074-1
TS-M141-1
TS-M137-1
TB-0151-1
TB-0169-1
TS-M112-1
TB-0158-1
TS-M102-1
TS-M101-1
TS-080-1
TS-M103-1
TS-M084-1
TB-0164-1

HLA-A01:01 MAGE-A3 Tetramer-EVDPIGHLY-PE
HLA-A*24:02 ACC-1 Tetramer-DYLOYVLQI-PE
HLA-A01:01 AIM-2 Tetramer-RSDSGQQARY-PE
HLA-A02:01 BA46 Tetramer-GLOHWVPEL-PE
HLA-A*02:01 BOR-ABL Tetramer-GVRGRVEEI-PE
HLA-A*24:02 CA9,0.57 Tetramer-EYRALQLHL-PE
HLA-A02:01 (D20 Tetramer-SLFLGILSV-PE
HLA-A02:01 CD33 A65Y Tetramer-Y11SGDSPV-PE
HLA-A02:01 D33 Tetramer-Al1SGDSPV-PE
HLA-A'02:01 CEA (N6D) Tetramer—YLSGADLNL-PE
HLA-A02:01 CEA Tetramer—YLSGANLNL-PE
HLA-A02:01 EphA2 Tetramer~TLADFDPRV-PE
HLA-A02:01 EZH? Tetramer-YNCSFLFNL-PE

TS-0013-1C HLA-A"02:01 gp100 (nutant) Tetramer-IMDQVPFSV-PE
TS-0014-1C HLA-A*02:01 gp100 (wild) Tetramer-ITDQVPFSV-PE

TB-0035-1
TB-0166-1
TB-M082-1
TB-0120-1
TS-M089-1
TB-0140-1
TB-0134-1
TB-0015-1
TB-0016-1
TS-083-1
TB-0128-1
TB-0150-1
TS-M115-1
TB-0105-1
TS-M010-1
TB-0113-1
TB-0114-1
TS-M086-1
TB-0156-1
TB-0167-1
TS-M114-1
TB-M070-1
TS-M071-1
TS-M078-1
TS-M073-1
TB-M072-1
TB-M075-1
TB-M076-1
TS-M077-1
TS-M138-1
TB-0009-1
TS-M091-1
TB-0110-1
TB-0112-1
TB-M088-1
TB-0153-1
TB-M105-1
TB-0129-1
TB-M011-1
TS-M109-1
TB-0136-1
TB-0152-1
TS-M081-1
TB-0157-1

HLA-A*02:01 gp100;5,.16,-KTWGQYWQV-PE

HLA-A"03:01 gp100 Tetramer—ALLAVGATK-PE
HLA-A"02:01 gp100 Tetramer-YLEPGPVTA-PE
HLA-A"02:01 gp100 Tetramer-YLEPGPVTV-PE
HLA-A*24:02 gp100~intron 4 Tetramer-VYFFLPDHL-PE
HLA-A*24:02 GPC3 Tetramer—EYILSLEEL-PE
HLA-A"02:01 GPC3 Tetramer—FVGEFFTDV-PE
HLA-A"02:01 Her-2/neu E75 Tetramer-KIFGSLAFL-PE
HLA-A"02:01 Her-2/neu Tetramer-RLLQETELV-PE
HLA-A"02:01 HM1. 24 Tetramer—KLQDASAEV-PE
HLA-A"02:01 hTERT Tetramer—ALLTSRLRFI-PE
HLA-A"02:01 hTERT Tetramer—GLLGASVLGL-PE
HLA-A"02:01 hTERT Tetramer—ILAKFLHWL-PE
HLA-A"03:01 hTERT Tetramer—KLFGVLRLK-PE
HLA-A*24:02 hTERT Tetramer-VYGFVRACL-PE
HLA-A"02:01 hTERT Tetramer-YLFFYRKSV-PE
HLA-A"02:01 hTERT Tetramer-YLQVNSLQTV-PE
HLA-A"02:01 IDO Tetramer-ALLEIASCL-PE
HLA-A"02:01 LIVIN Tetramer—QLCPICRAPV-PE
HLA-A*24:02 LY6K Tetramer—RYCNLEGPPI-PE
HLA-A"01:01 MAGE-AT Tetramer—-EADPTGHSY-PE
HLA-A"02:01 MAGE-A1 Tetramer—KVLEYVIKV-PE
HLA-B"07:02 MAGE-AT Tetramer—RVRFFFPSL-PE
HLA-A"02:01 MAGE-A10 Tetramer—GLYDGMEHL-PE
HLA-A*24:02 MAGE-A2 Tetramer—EYLQLVFGI-PE
HLA-A"02:01 MAGE-A2 Tetramer-YLQLVFGIEV-PE
HLA-A"02:01 MAGE-A3,,.50 Tetramer—KVAELVHFL-PE
HLA-A*02:01 MAGE-A3y;,55 Tetramer-FLWGPRALV-PE
HLA-A*24:02 MAGE-A3 Tetramer—IMPKAGLLI-PE
HLA-A"02:01 MAGE-C1 Tetramer-ILFGISLREV-PE
HLA-A"02:01 Mart-1 Tetramer-ELAGIGILTV-PE
HLA-A*24:02 MCPyV large T Ag Tetramer—EWWRSGGFSF-PE
HLA-A"02:01 Mesothelin Tetramer—-SLLFLLFSL-PE
HLA-A"02:01 Mesothelin Tetramer-VLPLTVAEV-PE
HLA-A"02:01 MUC1 Tetramer—LLLLTVLTV-PE
HLA-A"02:01 MUC1 Tetramer—-LLLTVLTVV-PE
HLA-A"02:01 NY-ESO-1 COV Tetramer—SLLMWITQV-PE
HLA-B*35:01 NY-ESO-1 Tetramer-MPFATPMEA-PE
HLA-A"02:01 NY-ESO-1 Tetramer—-SLLMWITQG-PE
HLA-B*07:02 P2X5 Tetramer—TPNQRANVC-PE
HLA-A"02:01 p53 Tetramer—-GLAPPQHLIRV-PE
HLA-A"02:01 p53 Tetramer—KLCPVOALWV-PE
HLA-A"02:01 p53 Tetramer-LLGRNSFEV-PE
HLA-A"02:01 p53 Tetramer-RMPEAAPPV-PE

TB-0159-1
TB-0163-1
TB-M107-1
TS-M136-1
TS-M095-1
TB-0017-1
TS-M117-1
TS-M119-1
TS-M116-1
TS-M118-1
TB-0139-1
TS-M087-1
TS-M120-1
TB-0127-1
TB-0161-1
TS-M104-1
TS-M079-1
TS-M085-1
TB-0108-1
TB-0155-1
TS-M025-1
TB-0132-1
TS-M090-1
TB-0126-1
TB-0119-1
T5-0019-1C
TS-M014-1
TS-M016-1
TS-M140-1

Control

TB-0029-1
TS-M007-1
TS-0007-1
TS-M151-1
TS-M152-1
TS-M153-1

Kits
4844
ANM-1005M
TB-7300-K1
TB-7301-K1
TB-7302-K1
TB-7303K1

Others
6603861
6607011
A07750
A07704
MTG-001

HLA-A02:01 p53 Tetramer—-SLPPPGTRV-PE
HLA-A*02:01 p53 Tetramer—YLGSYGFRL-PE
HLA-A02:01 PAP,g 4y Tetramer—ALDVYNGLL-PE
HLA-A*24:02 PBF A24.2 Tetramer—AYRPVSRNI-PE
HLA-A*02:01 PP2A Tetramer—SLLPAIVEL-PE
HLA-A02:01 PR-1 Tetramer-VLQELNVTV-PE
HLA-A02:01 PRAME;q,.10s Tetramer-VLDGLDVLL-PE
HLA-A"02:01 PRAME,,.5; Tetramer—SLYSFPEPEA-PE
HLA-A*02:01 PRAME;y, 40 Tetramer—ALYVDSLFFL-PE
HLA-A02:01 PRAME 5545 Tetramer—SLLQHLIGL-PE
HLA-A*24:02 PSA Tetramer—CYASGWGSI-PE
HLA-A02:01 PSA Tetramer—KLQCVDLHV-PE
HLA-A02:01 PSA41-15, Tetramer—FLTPKKLQCV-PE
HLA-A*02:01 PSCA Tetramer—AILALLPAL-PE
HLA-A02:01 PSMA Tetramer—VLAGGFFLL-PE
HLA-A02:01 RHAMM Tetramer—ILSLELMKL-PE
HLA-A02:01 SSX-2 Tetramer—KASEKIFYV-PE
HLA-A02:01 Survivin (T2M) Tetramer—LMLGEFLKL-PE
HLA-A"03:01 Survivingy (modK) Tetramer-RISTFKNWPK-PE
HLA-A"02:01 Survivin Tetramer—LTLGEFLKL-PE
HLA-A*24:02 survivin-2B Tetramer—-AYACNTSTL-PE
HLA-A02:01 topo II Tetramer—FLYDDNQRV-PE
HLA-A*24:02 tyrosinase Tetramer—AFLPWHRLF-PE
HLA-A"01:01 Tyrosinase Tetramer—KSDICTDEY-PE
HLA-B*07:02 Tyrosinase Tetramer-LPWHRLFLL-PE
HLA-A*02:01 Tyrosinase Tetramer—YMDGTMSQV-PE
HLA-A*24:02 modified WT1 Tetramer—CYTWNGVNL-PE
HLA-A%02:01 WT1,y 3, Tetramer-RMFPNAPYL-PE
HLA-A%02:01 WT,5,45 Tetramer-VLDFAPPGA-PE

HLA-A*02:01 Negative Tetramer-PE
HLA-A*24:02 Negative Tetramer-RYLRDQQLL-PE
HLA-A*02:01 HIV gag Tetramer—-SLYNTVATL-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

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-A%24:02 Tetramer Kit-PE

CD8-FITC (T8)

CD8-PC5 (T8)

Anti-CD4 (Human) mAb-FITC

7-AAD Viability Dye

Clear Back (Human FcR blocking reagent)

MHC Tetramer IREE. FERARTFREOH TSI FY
7. MHC Tetramer SRZEDHR A LR IZEALELTIL, ¥

fHAR—L4
LTLE=SE

~R—3 (http://ruo.mbl.cojp) &Y B FTIEHRE R
Ly,
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MLPC (Mixed-Lymphocyte-Peptide Cultures)
modified by [MIIBIL

PBMCZ R BEL . IR T FREH1296 well platel2 TH ZBEREHELET .
(RPMI1640/5% autoplasma/antigenic peptide/IL-2 (50 U/mL, day2 ))

Zlane(1~12)&IZ. A~H Y o)L OME%E ~ 100 uLg >
T—LL. B 129 T LD LEEETOTIIEEL,

well (A~H) pool
2 lane%

T-Select MHC Tetramer stain

&£ 451
HLA-A*24:02 #) R & hTERT iR R 7 F K
(VYGFVRACL)ZRAWT. BEARMEMA S CTLEFEE
L1z, &AL, PBMC EHIERTFREREALTESRT
% MLPC EFRW=(ER), 2 BE&IZ Tetramer FHEE
#RAWTEEL. BEYTILEERR. LCL FFRHWT
expansion LTHOLNT=CTLSA =B (Z{FERAL-,

FEAhE

1. MLPC % (MBL %) I TEHEEEELS /B (0.1
x 10° cells) Z@ & M FCM buffer [2% FCS/0.05%
NaN,/PBS]IZT 1 Elik->f= D% 2 KAELT-,

2. 10 pL @ Clear Back (Human FcR blocking reagent,
MBL code no. MTG-001) & 20 ul @ FCM buffer Z A0
Z.ERICTS pRERESE =,

3. LUTOETISI—RELEZZNTH 10 L FOMA.
4°CT 20 EIRIGEE =,

1. HLA-A*24:02 hTERT Tetramer—VYGFVRACL-PE
(MBL code no. TS-M010-1)

2. HLA-A*24:02 Negative Tetramer—RYLRDQQLL-PE
(MBL code no. TS-M007-1)

4. 10 L @ CD8-FITC (T8)ZZMNEMNIA.4°CT20%5
BRI StET=,

5. =D FCM buffer Zi01% 400 x g T5 S ELED L=,

6. LEAETERGET. 400 uL M FCM buffer #i0Z
Tz BAL 1=,

7. 5 uL @ 7-AAD (BEfEfaEHEE) T nmA , 8<
181 FCM [T THEMLT=,

HLA-A*24:02
Negative

HLA-A*24:02
hTERT

Tetramer-PE

CD8 (T8)-FITC
HLA-A*24:02 #)3E hTERT $iEXTFK (VYGFVRACL)

ZAWTEEL CTL 42 I1&. HLA-A*24:02 hTERT
Tetramer-VYGFVRACL-PE THEMIZBREINT -,

190201-3
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