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T-Select MHC Class | Mouse Tetramer

Allele and Peptide Specificity
The T-Select MHC Class | Mouse Tetramers
recognize murine CD8" T cells which are specific for a
particular peptide in combination with the H-2 murine
alleles.

Background

T lymphocytes play a central role in immune system.
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 I MHC Tetramers which are composed of a
complex of four H-2 MHC 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 in 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 Igmphocyte/splenocyte or
thymocyte 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.

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
of transmitting infection and disposed of with
proper precautions.

3. Never pipet by mouth and avoid contact of
samples with skin and mucous membranes.

4. Minimize exposure of reagent to light during
storage or incubation.

5. Avoid microbial contamination of reagent or
erroneous results may occur.

6. Use Good Laboratory Practices (GLP) when
handling this reagent.

IMBL. VEDICAL & BIOLOGICAL LABORATORIES CO., LTD.
A JSR Life Sciences Company URL https://ruo.mbl.co.jp e-mail support@mbl.co.ip



https://ruo.mbl.co.jp/
mailto:support@mbl.co.jp

Page 2 of 3

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-mouse CD8-FITC (clone KT15), MBL, PN
D271-4

Anti-mouse CD8-Alexa Fluor®
MBL, PN D271-A64

7-AAD Viability Dye, Beckman Coulter,
A07704

Clear Back (human FcR blocking reagent) MBL, PN
MTG-001

647 (clone KT15),

Inc., PN

Procedure for Whole Blood

1.

g b~ Ww

10.

Collect venous blood specimen according to
established protocol into a blood collection tube
using an appropriate anti-coagulant. If the mouse
line that is being used is transgenic and the T cell
receptor is specific for the peptide, 100 uL of whole
blood should be adequate. If the blood specimen is
not being derived from a transgenic line, you may
require more than 100 pL in order to perform the
rare event analysis.

. To each 12 x 75 mm test tube add 10 pL of

T-Select MHC Tetramer.

. Add 100 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 Cell Preparations and Cell Suspensions

1.

2.

3.

Collect lymph node, spleen or thymus and prepare
a single-cell suspension according to an
established protocol. Cells should be

re-suspended at a concentraton of 2 x 10’
cells/mL. 50 uL of sample is required for each
T-Select MHC Tetramer determination.

Add 10 uL of Clear Back (human FcR blocking
reagent, MBL, PN MTG-001) to each 12 x 75 mm
test tube.

Add 50 uL of cell suspension into each test tube
(e.g. 1 x 10° cells per tube).

10.
11.
12.

. Incubate for 5 minutes at room temperature

(15-25°C).

. Add 10 uL 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.

. Add any additional antibodies (e.g. anti-CD8) and

vortex gently.

. Incubate for 30 minutes at 2-8°C protected from

light.

If red blood cell lysis is necessary, proceed to step
8-9 in the Procedure for Whole Blood section. If
red blood cell lysis is not necessary, continue to
step 9 below.

. Add 3 mL of PBS or FCM buffer (2% FCS/0.09%

NaN3/PBS).

Centrifuge tubes at 400 x g for 5 minutes.

Aspirate or decant the supernatant.

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

4,

temperature, while rocking, prior to staining and
analyzing. Refrigerated specimens may give
aberrant results.

. Recommended cell viability for venous blood

specimens is > 90%.

. Prolonged exposure of cells to lytic reagents may

cause white blood cell destruction and loss of cells
in the population of interest.

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 cell cultivation is needed, we recommend the use
of heparin as an anti-coagulant.

Clear Back reagent (human FcR blocking reagent)
may effectively block non-specific binding caused
by macrophages or endocytosis, resulting in clear
staining when cells are stained with MHC Tetramer
and antibodies. 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 the CD8 antibody (clone

KT15), because some CD8 antibodies inhibit
Tetramer—specific binding to TCR.
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E. In the case of OT-I TCR transgenic mice, it is
necessary to perform a cross-titration experiment
with the Tetramer and the CD8 antibody (clone
KT15) to determine the optimal concentration of
both reagents.

F. The use of CD45 antibody and gating of the
lymphocyte population are recommended in order
to reduce contamination of unlysed or nucleated
red blood cells in the gate.

G. Apoptotic, necrotic, and/or damaged cells are
sources of interference in the analysis of viable
cells by flow cytometry. Cell viability should be
determined by 7-aminoactinomycin D (7-AAD)
staining; intact viable cells remain unstained
(negative).

H. Cells do not require fixation prior to analysis if the
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 class | mouse Tetramer

H-2D° HY Uty Tetramer
-WMHHNMDLI-PE (50 tests)

SERIIHRRICRYET . BETEMIIIERLEN TS,

He: MHC-Tetramer [Git#ilaDEEZHIE T HEE. FLC
T #REX. T MIBEZEAR(TCR)ZNL T, ERRH allele (REHFEDIHZ AL H-2D°) T, ES5SHEIZH TS
fa. DL AR R OO AMRICRIRYT S MHC 2F Tetramer REEZRHTTaVA—)LELTHEBIZAL
EHRBERTFRDE S A (MHC/peptide complex) [Z#E& SBEEREOLET . ERERICEHLEL T BER S
F5IEICKY, BE-FEEEEFHAL, KRIZKHELTE WEIBLZI,
ML TCSEISFLREGEEERLLET . MHC class |
AFIRREINEHEAERTFRERHTL CO8 BIE T MHC #isRf%: H-2D°
MR, MAREEM T MR (CTL) EFE ., Da/L R
Al o AR ORE R EGRNEI LT RRATIFEOmR LRS!
class I B FITIRRENHERTFREE; HY Uty (246-254 aa, WMHHNMDLD)

9% CD4 [51E T MRAIE. ~NIL/AA—T HifaLE (T h, &F ’
SERY A HAOEEELTHRMERELZRES 5

TR R R LRE L ET HY Uty TER—T OSHH:

k. HERRY T HMEERE - TeT Ao LI 1) Greenfield A, et al. Nat. Genet. 14: 474-478 (1996)
IZEHE#TLT=A%. 1996 & Altman SIZE->TRHEIERINT- 2) Choi EY, et al J. Immunol. 166: 4370-4379 (2001)
MHC-Tetramer SAE (% HIEEMNL TCREZETA T 3) Millrain M, et al. J. Immunol. 167: 3756-3764 (2001)
HREMETIO—H AP A—2—|ZE->THEB Iz BEL 4) James E, et al Int. Immunol. 14: 1333-1342 (2002)
FETBoEETEEIZLELT-, MHC-Tetramer (. 5) Krampera M, et al. Blood. 101: 3722-3729 (2003)
EAFALLT- MHC 2 FEHRBERTFROESIE(E/ 6) James E, et al. Blood 102: 388-393 (2003)

)% BREHBLEANLTNTES Y TAEKIE (5 7) Yang AS, et al. Cancer Res. 63: 6956-6961 (2003)
ST—)LE-RETT, IFIFHET—H—1O, Hege 8) Salio M, et al. J. Exp. Med. 199: 567-579 (2004)
FytALHAEHOERCET HBEN T MO 9) Rice J, et al. J. Immunol. 173: 4492-4499 (2004)
BEAD . HEREA RIRSICARAT 3 Ao EMTATRETT, 10) Fry TJ, et al. Blood 104: 2794-2800 (2004)
11) Palmowski MJ, et al. J. Immunol. 177: 983-990 (2006)
ARE (L. MHC[ZYY A H-2D % AERTFRIZ< A 12) Matthews KE, et al. J. Immunol. 179: 5738-5747 (2007)

F— 4R E S M HLE HY-Uty BEDARTFREFIZRL 13) Willimsky G, et al. J. Exp. Med. 205: 1687-1700 (2008)
TEBLTEY., ChIKHEMG CTLEFZRL -EE

FHIENARETT I ADELFR#MIC KD H-2D allele:

YA F—#HBESE %R (minor histocompatibility H-2D allele H-2D" H-2D° H-2D
antigen, mHag) &, EMHAEBIEFZ ST EIBIEOR C57BLS
[CERRMEREZF OBERRATY . mHag ZIE, BEE M irai BXSBIM. BALBIC, | ~oimy
B EITFET 26DL. Y 2BHKLIHEETZLOOK psestial | sen NoD | DBAZ °

E2DI2HnFbNFT , HY #H1 R ( male-specific
transplantation antigen) [&.Y LA LIZFEET S X 3 )
B EDBEEFOREDS T, K () 7S B () AW Pe

~ADBEDIFEIZIE. CDSICHETZEBAEN mHag hEiR & 486-580 nm
DBRERBZENRDMDTULVET , Uty  (ubiquitously HYLEK &K, 586-590 nm

transcribed tetratricopeptide repeat gene on the Y

chromosome) (X, Y LA LIZHE T HELF T, AL BREL: 2-8CTEREELTSW, FEiE Tzl
3| (X< R H-2D°* @ immunodominant 7 TER—ELT BOTEEWD, HGREDHRIE. Fa—TICBEsh T
FEHE D GVHD A GVL DB RICIGKFIASN TLET, BN )V ETHERIZEL,
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AR : 8 500 L, 10 pl/test

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

0.09% NaN;, 0.2% BSA [CThSY—8HELLTE/ TN

100 pg/mL MIRETEENTULET,
*LEHFICEFNDITOIFT DL, BEEFBETTTY
IEKRFBEVIBNESHLEMEELELET . TR
EEICHBINETLREEDOT7VILEMAEEINST
ENHYFETDOTHRAKTRICGENTRLTEEL T ZSWL K
EPBICASGEIZIEHREDKTHEVNRL TS,

BEDOELIEITONT: BEITEBRYLEDYENLE
ENBRESNI-SE BEFEATHINELIED
RIK) (L. SIELTLSAIBEEAHYET D THALGL
TS,

FEHE:
IO REBHEEANSIEE
BHETHAHRBEMNCTLOFEREZOELIE. T
NOHAEBMIZET=AETITo> TS,
1.1x10° ED#MAE 50 uL ® FCM buffer [2%
FCS/0.05% NaN,/PBS] IZ8&ELE T,
2. #FLavALBOLWThMTIAVFU I NEEL
9,
(73> A) anti-CD16/32 ZEEMAZ . 2-8°CT
15 pRElAFaR—avLET,
(73> B) 10 uL ? Clear Back(MBL code no.
MTG-001)%MZ. 5 PEERBICTRIGSEET,
3. 10 uL @ MHC Tetramer-PE ZHMZ£7
4. 2-8°CEI=IL=;R (15-25°C) T20~60 DA FaN
—>avlLlFET,
5. YORCD8 ifAFEZEMA . 2-8°CT 20 DAl A Far
—>avLET,
6. WE M FCM buffer Z/INX 400 x g T5 HNELERDOLE
ERR
1. LEHEFERUIETET,
8. #ifa% 500 pL O FCM buffer [(CHBEELET
9. YU T ILILREEIZT2-8°CTREL . BRI LIRS
HLTLEESWLY,

2EDIER:

A RELEYIVRAZHERATHIEE. RELEICITERKE
NELHAEEMAHYET . &XIE 2 BEELIETOREE
=HEBHLET,

B. CD8 7 F (& MHC 7 F&#EEL . MHC 53 F& TCR D&
EEMEBMLET . CDT=6 MHC Tetramer S ZE (21 IE4F
BERIZCD8 D FMNEE T HAREENHYET  FEIC
FALV% MHC Tetramer s8 38 &1 CD8 A D 5 A= (2R
LTI, TG RGREATERLTTSL,

C. ¥R CD8 #uik(x. /70— KT15(MBL code no.
D271)ZH#RELTLVET, VA—2IZ &> TIL Tetramer
HEL TCR DFHEEZFHEEFIEBFERCEZUMRT
HIENRESNTLET,

D. B3 2MIEEMICKMEDEZEENRDHONZEE

(X, BMANEZTo>TTEWN, AMMIBEREFRMBKD
BANZEOONSIZE(L, CD4A5 ZRIBFEBLTY /N
B — R TEHTLTT S,

E. anti-CD16/32 TALEF B LT FeR N LT-FEFEM
75 CD8 A FE S ZINFI T RN HFINET,

F. Clear Back (MBL code no. MTG-001)ZMHL\5Z&T.
BT F RIS LIZKY, =907 —SHED
IR A= RICKDIEBFEMEBZIHTEHH0R
NEAFSNET,

GIEBELIZUVN\KELBTIERIE. ATYT 8 T
7-AAD ZMATRHMBEEEEL. BT — AN SRR
ELTTELY,

H. k. BEBURNICETTERWNMEEE. RTYT 8
THARaZ% 500 pl @ 0.5% /85 T4ILLTILTER/PBS
IZHEZELTEELY,

— R EREIA:

L BRIK. oD BEUEhLEEMT 2 TOM K
[FREDOAEEMZEZFO2LOELT, BMYKEWIZIE+5
FELTEELY,

2. RELLLIRIGH . BEICHEHTHENRISITEELS
&Y,

3. fifaZAMmiAREERIBHRISSELZNTTEL, B
KOWIRPEMMRBXDODRERRELGYET,

4. BRFMBR, EEFVNVREZRETHEE. LA
REEMBRETIE, BT LLEETORMEKAFMESN
BWCERHYET . CHLEBE . BMShZLIRIN
KABMKELTHIVLENDET. BHEDET
ZLlo9 ERHYET,

IR MHC Tetramer SREE DS E SCHk -
1) Hayashi T. et al. J. Immunol. 182: 6360-6368 (2009)
2) Senju S. et al. Stem Cells 27: 1021-1031 (2009)
3) Miyakoda M, et a/. J. Immunol. 181: 1420-1428 (2008)
4) Wakabayashi A, et al. J. Immunol 180: 4000-4010 (2008)
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10) Li W, et al. J. Immunol. 178: 4482-4488 (2007)
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12) Taneichi M, et al. J. Immunol. 177: 2324-2330 (2006)
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14) Chamoto K, et al. Cancer Res. 66: 1809-1817 (2006)
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TS-M522-1 H-2L¢ HBsAg Tetramer-IPQSLDSWWTSL-PE
MHC Tetramer EK%G)%%)'CW TS-M523-1 H-2K® HSV-1 gB Tetramer—SSIEFARL-PE
1) Altman JD, et al. Science 274: 94-96 (1996) Others
2) Mcmichael AJ, et al. J. Exp. Med. 187: 1367-1371 (1998) TS-M524-1 H-2D° HY Uty Tetramer-WMHHNMDLI-PE
3) Bodinier M, et al. Nat. Med. 6: 707-710 (2000) TS-M008-1 H-2K® Negative Tetramer-SIYRYYGL-PE
N . TS-M704-1 IFA® MOG;;_55; Tetramer—PE
4) 1 LEASh, SRAHE ERERSEE 42: 134-138 (2004) TS-M707-1 FA® ESAT-6,_,, Tetramer—PE
TS-MCD-1 Mouse CD1d Tetramer—-PE
BEE S
T-Select Mouse Tetramers T—Select Peptide
Foreign antigen TS-M525-P H-2K¢ EGFP peptide
TS-5001-1 H-2K® OVA Tetramer-SIINFEKL-PE
TS-5001-2 H-2K°® OVA Tetramer—SINFEKL-APC Kits
TS-M525-1 H-2K¢ EGFP Tetramer-HYLSTQSAL-PE o= . o
TS-M503-1 H-2K¢ Listeria LLO Tetramer-GYKDGNEYI-PE AM-1005M  IMMUNOCYTO Cytotoxicity Detection Kit
TS-M515-1 H-2K¢ malaria Tetramer—SYIPSAEKI-PE TB-7400-K1 Qu!ckSw!tch"‘ Quan'tc) H-2K® Tetrémer Kit-PE
TS-M517-1 H-2D¢ BCG MPT51 Tetramer—-GGPHAVYLL-PE TB-7401-K1 QuickSwitoh™ H-2K" Tetramer Kit-PE
TS-M501-1 H-2K® B-galactosidase Tetramer-DAPIYTNV-PE
TS-M511-1 H-2L¢ B-galactosidase Tetramer-TPHPARIGL-PE Others
D271-4 mouse CD8-FITC (KT15)
Cancer D271-5 mouse CD8-PE (KT15)
TS-M504-1 H-2D® WT1 Tetramer—-RMFPNAPYL-PE D271-A64 mouse CD8-Alexa Fluor® 647 (KT15)
TS-M505-1 H-2D" human gp100 Tetramer—KVPRNQDWL-PE K0221-5 anti-mouse TCR DO11.10-PE (KJ1.26)
TS-M505-2 H-2D° human gp100 Tetramer-KVPRNQDWL-APC K0222-3 anti-mouse TCR 3DT-52.5 (KJ12.98)
TS-M518-1 H-2D° CEA Tetramer—-EAQNTTYL-PE A07704 7-AAD Viability Dye
TS-M519-1 H-2L¢ P815 Tetramer-LPYLGWLVF-PE MTG-001 Clear Back (Human FcR blocking reagent)
TS-M526-1 H-2K? HER2 Tetramer-TYLPTNASL-PE
Virus — —xs o . —
TS-M506-1  H-2K? RSV Tetramer-SYIGSINNI-PE T-Select MHC Tetramer B3, CTLEBRANTFFEORRT
TS-M506-2 H-2K? RSV Tetramer—SYIGSINNI-APC A2 v7  MHC Tetramer SHEDHR AL ERKICBALELTIE.
W2t FR— LsR— (http://ruo.mbl.cojp) &Y Ex iR E CER
TS-M502-1 H-2D" Influenza NP Tetramer—ASNENMDTM-PE =&Y,
TS-M508-1 H-2D" Influenza NP Tetramer—ASNENMETM-PE
TS-M520-1 H-2K¢ Influenza HA Tetramer-IYSTVASSL-PE
TS-5009-1 H-2D° LCMV gp276-286 Tetramer-SGVENPGGYCL-PE
TS-5009-2 H-2D LCMV gp276-286 Tetramer-SGVENPGGYCL-APC
TS-5010-1 H-2K® LCMV gp34-41 Tetramer—AVYNFATC-PE
TS-5010-2 H-2K® LCMV gp34-41 Tetramer—AVYNFATC-APC
TS-5011-1 H-2K° LCMV gp34-43 Tetramer—AVYNFATCGI-PE
TS-5011-2 H-2K® LCMV gp34-43 Tetramer—AVYNFATCGI-APC
TS-5012-1 H-2K® LCMV gp118-125 Tetramer-ISHNFCNL-PE
TS-5012-2 H-2K° LCMV gp118-125 Tetramer-ISHNFCNL-APC
TS-5014-1 H-2K°* LCMV L protein Tetramer—-LEYDFNKL-PE
TS-5014-2 H-2K°® LCMV L protein Tetramer-LEYDFNKL-APC
TS-5015-1 H-2K® LCMV NP205-212 Tetramer—YTVKYPNL-PE
TS-5015-2 H-2K? LCMV NP205-212 Tetramer—YTVKYPNL-APC
TS-M512-1 H-2D® LCMV gp33 (COM) Tetramer—KAVYNFATM-PE
TS-M513-1 H-2D° LCMV NP396 Tetramer—-FQPQNGQFI-PE
TS-M513-2 H-2D® LCMV NP396 Tetramer-FQPQNGQFI-APC
TS-M514-1 H-2L¢ LCMV NP118 Tetramer-RPQASGVYM-PE
TS-M516-1 H-2D¢ HIV P18-110 Tetramer—-RGPGRAFVTI-PE
TS-5007-1 H-2K® HIV gag Tetramer—-AMQMLKETI-PE
TS-5007-2 H-2K® HIV gag Tetramer—-AMQMLKETI-APC

TS-5008-1C H-2D° HPV16 E7 Tetramer—-RAHYNIVTF-PE
TS-5008-2C H-2D°* HPV16 E7 Tetramer—-RAHYNIVTF-APC

TS-M507-1 H-2K® MuLV p15E Tetramer—-KSPWFTTL-PE
TS-M521-1 H-2L¢ MuLV gp70 Tetramer-SPSYVYHQF-PE
TS-M509-1 H-2K® SeV Tetramer-FAPGNYPAL-PE

TS-M510-1 H-2LY MCMV IE1 Tetramer-YPHFMPTNL-PE
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2 {5 - < Tetramer &>
H-2D° # R <A F—HR HY Uty BBRDIRERRTF
K (WMHHNMDLI, MBL code no. TS-M524-P) &, AJL/N
—1EHDHRELNHIMEARTFE (MBL code no.
TS-M701-P) ZiB&L. RERFEREITILDavEL HY Uty Negative
TIYVAEEAEICIEIR TESFL -z, 11 BRICEREZ#E
LCEMEERAAEEZ, — &Y TUL I LT MHC
Tetramer FAEZHAWVTEELI=(day 0), S oD M
Bal&. in vitro IZHE VT H-2D® HY Uty peptide (final
conc. 1, 0.01 pg/mL) T 6 BRERIBIEEL-. ChEF
¥IZ MHC Tetramer B FEZHAWVTEEL = (day 6),

<day 0>

0.11%

Tetramer-PE

%@.ﬁ;ﬁ CD8 (KT15) -FITC
CRELETORDEME (1xX10° cells) HAHULME
6 BRERIBIEEL-MAER (1x10° cells) % ACK
lysis buffer [CT/AMALIEL, BEE D FCM buffer [2%
FCS/PBS/0.05% NaN,] IZ2T 1 Ek->=tDEFNE
h2AXFOAELT .

2. 20 uL @ Clear Back (MBL code no. MTG-001) &
20 pL @ FCM buffer ZMA . ERICT 5 ERIGSE
pcay

3. 10 uL @ H-2D° HY Uty Tetramer-PE &% ALME 10 L
@ H-2D* human gp100 Tetramer-PE (Negative
Tetramer &L T{#E A, MBL code no. TS-M505-1) %%
NERMZ . 4°CT 20 HERESET=,

4. 10 pL @ mouse CD8-FITC (clone KT15, MBL code no.
D271-4) #ZNENMZ ., 4°CT 20 HEARESE 1=,

5. W= FCM buffer Zi0Z 400 x g T5 A EDLT=,

6. EEHETEIRECIE T, 400 uL M FCM buffer ZINZ
THfRZRALI-, COLE FEMBELEBTEH-O
[Z. 7-AAD (MBL code no. A07704)% 5 uL i0Z 1=,

7. FCM [T THR#TL 7=,

Negative
0.21%

0.01 pg/mL

Tetramer-PE

1 pg/mL

R
FSC/SSC BRICT T #MifzfEisiZ R1 &L, 7-AAD [£
M HER4ESEE R2 &LT=, 0 R1 A\D R2 $B1(C THEHTF CD8 (KT19) -FITC
#1To1=. Kyr Oy EHREE LD FIL. CD8 5T
A D MHC Tetramer [GEHADE|IEZETRT .

HY Uty BEDHRFRERTFK(WMHHNMDLD) Z &L 1=

<FSC/SSC Fyr7OvrEEE> I RIZHENT, in vitro stimulation [Z&Y HY Uty $E Y
CTL MOFEAFERINT=,
A - day 0 . ‘_dra_'y 6 Negative Tetramer (H-2D° human gp100 Tetramer—PE)

] R ERVEEBRBIZEY, FEY CTL THHENBERE
" L *LT:O

SSC-H

»

7-AAD

181225-2



