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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.
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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.

Selected References
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1996. Phenotypic Analysis of Antigen-Specific T
Lymphocytes. Science 274:94-96.

2) McMichael AJ, and O ‘Callaghan CA. 1998. A New
Look at T Cells. J. Exp. Med. 187:1367-1371.

3) Skinner PJ, Daniels MA, Schmidt CS, Jameson SC,
and Haase AT. 2000. In Situ Tetramer Staining of
Antigen-Specific T Cells in Tissues. J. Immunol.
165:613-617.

4) Nugent CT, Morgan DJ, Biggs JA, Ko A, Pilip IM,
Pamer EG and Sherman LA. 2000.
Characterization of CD8" T Lymphocytes That
Persist After Peripheral Tolerance to a Self Antigen
Expressed in the Pancreas. J. Immunol.
164:191-200.

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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H-2D° LCMV NP396 Tetramer
-FQPQNGQFI (50 tests)

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

B

T fAREX. T MEZAAKR(TCR)ZNL T, RRTH
a8, D)L AR O N AMRIZHKIRT S MHC 2F
EHRBERTFRDE S A (MHC/peptide complex) [Z#E&
FTHILICKY. BE-FEEEHEAL KRIZECTE
ML CSEIEFLRREGEEERLLET . MHC class |
DFITRTRENE-HERTFRZEZRHETS CD8 GiE T
MRRIE. MARSEM T M (CTL) EFEEN ., D)L R
ZHEOAAMBROREICEELREREEE>TNET,
—7 MHC class I D FITIRRESNF-REXRTFREEH
I CDAMSME THAEIX, ANILA—T HREEIE (SN, SF
SELYA AV EEELTHBEEREZRAES T 512
(T, RERELEEELET,

R EEFEN T MR- EE2THIEILESE
[CEH#ETLI=AY. 1996 £ Altman HIZK>TERFESINT-
MHC-Tetramer SHEIL. [RIFEML TCRZHTH T
MRERZI70—Y A A—F—(C k> THEB(CARIEL
TETHEFAEEICLELT=. MHC-Tetramer SHEE(L.
EFF2 Lz MHC DFERRERTFROESE(E/
)&, BNEHBLI-ANLTNTPES U TAEHKIE (TR
SY—)LI=RAETT, SESFLMMET—h—1, #de
TotAEHAEHOEDIET.HEN T MEONEIK
BEXO, HEEZ RIBFICARIT I DM AIBETY .

AHE(X. MHC IZT¥HR H-2D° . MBERTFKIZ
LCMV NP396 HEDRTFREHZEZRWLTAERLTHY.
CNIZHENG CTL EHEHRE - EET HENAEET
T U /NBR R & BE B % 0 « JL R (lymphocytic
choriomeningitis virus, LCMV) (£, ZLFT D« IL AR TFL
FTOAIVREIZET H5—AKEH RNA D1 )LRTY , BRE
FIXYIRAT.EMIZHYDIEROER, MRGEE
MLTELELEFITN. BEATHNILZLDBATELIC
BELET . LAL, BIROEEREATFTO>TLSGE
IS, WRICHRER G EDEELRERESISREITIEN
HYET . EROIFoEEE. XK. YILGBEICERERET D
DAIVATHBED D, TDBEEAN_XLPI4ILR
DEEIZDOVTEHDOMEINTEY .. EHD CTL T
Er—THRIESNTLVET, LCMV NP396 TER—T1E.
LCMV-Arm B¢ (ZH UV T immunodominant THBAZEM
WESNTOET , IAILRAREICHEITSREFHBET
O, g3 BEMDEHRDIE—TEDREIGED LLER
PHEN CTL OFEMGE . HRAGHEIZAHLGA T
9,

MHC-Tetramer [N EEEZHIET HE. FL
allele (RHXEDIZ AL H-2D°) T.ESHREIZHT S
Tetramer EHEFRAT+TarbO—LELTHEBIZAN
HEEHEOLET . MRBFEHRICALELCIE. BHER
miREZEIEEL,

MHC #3R14: H-2D°

RRATFREOBREES:
LCMV NP396 (396-404 aa, FRPQNGQFI)

LCMV NP396 IEh—7 DS & 3CHK:

1) Gairin JE, et al. J. Virol 69: 2297-2305 (1995)

2) Zajac AJ, et al. J. Exp. Med. 188: 2205-2213 (1998)
3) Hudrisier D, et al J. Biol Chem. 276: 19396-19403 (2001)
4) Blohm U, et al J. Immunol. 169: 5522-5530 (2002)

5) Probst HC, et al J. Immunol 171: 5415-5422 (2003)
6) Shenghua Zhou, et al. J. Virol 78: 3578-3600 (2004)
7) David Masopust D, et al J. Virol 81: 2002-2011 (2007)
8) OuR, et al J Virol 82: 3353-3368 (2008)

TIADERLRIRIZES H-2D allele:

H-2D allele H-2D° H-2D¢ H-2D%
C57BL/-,
Mouse strains BXSB/Mp, BS?I"E/ZC C3H/He
129/-, NOD

=R
TS-M513-1: Streptavidin-Phycoerythrin (SA-PE)
BhEEiR &K 486-580 nm
HIKEK: 586-590 nm

TS-M513-2: Streptavidin-Allophycocyanin (SA-APC)
BhEEiK &K 633-635 nm
HNKEK; 660-680 nm

BREL: 28 CTERERELTEEL, EiEIT MRzl
BTSN, 2GADERIE., Fa—TICBE5h T
BIRNINETHEZLZEL,

MBL. \cpicAL & BIOLOGICAL LABORATORIES CO., LTD.
URL http://ruo.mbl.co.ip
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4K : 10 mM Tris—HCI (pH 8.0), 150 mM NaCl, 0.5 mM
EDTA, 0.09% NaN,, 0.2% BSA [CThSY—RELLTE/
I—hH 100 pg/mL DREETEENTLVET,

*YHE(CEFNBITIUIFTRIDLIE. BEEHETTTY
{EKFREBEENSRAGERILEYMEELELET . T-2F
BREICHBEINETEEREDTUILEYMNELESINDZ
ERBYET D THRKTRSGEVLTLTERELTIESWL, B
BOBICTASESAICETAEBDOKTHVFLTES
LYo

BEDOLIEITONT: BEITEBRYLEDYEWLE
EABBESNIGE BRETEATHOIMNIELIED
RIK) [, SIEL TV SEIREEAHYET D THEALEGL
TLZELY,

FEHE:
IO REBHEEANSIEE
BHETHAHRBEMNCTLOFEREZOELIE. T
NOHAEBMIZET=AETITo> TS,
1. 1x10° EDMARE 50 uL M FCM buffer [2%
FCS/0.05% NaN,/PBS] IZ8&ELE T,
(FFav)
blocking s8Z &L T anti-CD16/32 (MBL code no.
732121) ZWEMZ . 4°CT 15 DA Far—T 3
YLET,
2. 10 pL @ T-Select MHC class I mouse Tetramer—PE
#MAET,
3. ERET200M.HANT4CT200HAFar—
avlEd,
4. TR CD8 HAZEAEMZ., 4°CT 20 HREA>Fan
—>3vLET,
5. @=® FCM buffer /0% 400 x g T5 N LEIDLE
ERR
6. LEAEIEFRIETET,
7. #ERE% 500 pL @ 0.5% /NS T4 /)LLTILTER/PBS
ICERALET,
8. HUTILIEEEIZT4ACTREL. 24 BRELIRNIZS
HLTLEESWLY,

2EDIER:

A. CD8 73 FI& MHC S F&fEA L. MHC 3 F& TCR D#&
EEMHBILET, ZDT=6D MHC Tetramer sAZIZH IEHF
EMIZCD8 N FHEE T HABEMNHYFET, FEIC
FULY3 MHC Tetramer 83541 CD8 HiiA D= (2R
LTIE., TG EHEEEEREL TZELY,

B. ¥R CD8 Hifkl&, yA—> KT15 EHELTLET,
0—2I1Z&>Tld Tetramer SRZEEL TCRDIFEEFHEE
FTEHIENRESNTULET,

C. B4 HMIRERICFNROEENRDOOINEEGE
X, AMANEET>TTISL, FMAEEZEFMBRD
BANZEDHONDIGAIL. CD45 ZRIBFEELTY /N
Bk — THRTLTEELY,

D. 7o F MO LZRWAZET . XUAT7—VHED

IR A= RICKDIEBFEMEBZEINHTHH0R
NEAFFSNET,
E. anti-CD16/32 THIEF B LT FeREZNMLI-FEHEM
75 CD8 fADFE S Z NG T RN HATFINET,
FEELEZUVNKRELBTIERIE. ATYT 7 T
7-AAD ZMATRHMBEEEEL. BT — AN SRR
ELTTFEY,

G FB%. BHEFHURICETT5FETLEZL. /357
IWLTZILTERIZEDBEENEILEHYEE A,

— R EREIR:

1L B YUTIL BEUENLEEMTEETOME
(FREZOAREMEZEFODLDELT, RYEZWIZF+5
FELTEELY,

2. RELLLIREH, BEICHEHTHENLSTEELS
=&,

3. MRZAMHMELRBERESIERNTEZEN, A
MmEIRDIFERAEHMREXDREELLYES,

4. BRFMK.EEIVANVREZETHEEK. BLLC
FEEMERETIE. BT LLETORMEKAZEM
SNBNIERHYFET . ISLEHE BIShGN
FRIMIRABMBRELTHIUFENEHIET, EHEERD
BTEL0TIENHYET,

MHC Tetramer FRZE DS E 3k :

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 al. Nat. Med. 6: 707-710 (2000)

4) # EBEEL, 3K ERERGIE 42: 134-138 (2004)

AL REZITTO ST

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.”

$5EFEE 3506384 B
HREHENGTHEOBRESIUBEED-6HD MHC i1
[FESK
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T—Select Mouse Tetramers

Virus
TS-5002-1C
TS-5002-2C
TS-5009-1
TS-5009-2
TS-5010~1
TS-5010-2
TS-5011-1
TS-5011-2
TS-5012-1
TS-5012-2
TS-5014-1
TS-5014-2
TS-5015-1
TS-5015-2
TS-M512-1
TS-M513-1
TS-M513-2
TS-M514-1

TS-M502-1
TS-M508-1
TS-M520-1

TS-M516-1
TS-5007-1
TS-5007-2

TS-5008-1C
TS-5008-2C

TS-M506-1
TS-M506-2
TS-M507-1
TS-M521-1
TS-M509-1
TS-M510-1
TS-M522-1
TS-M523-1

Cancer
TS-5004-1C
TS-5004-2C
TS-M504-1
TS-M505-1
TS-M505-2
TS-M518-1
TS-M519-1

Others
TS-5001-1C
TS-5001-2C
TS-M503-1
TS-M515-1
TS-M517-1
TS-M501-1

H-2D" LCMV gp33 Tetramer—-KAVYNFATC-PE
H-2DP LCMV gp33 Tetramer—-KAVYNFATC-APC
H-2D° LCMV gp276-286 Tetramer—SGVENPGGYCL-PE
H-2D° LCMV gp276-286 Tetramer—SGVENPGGYCL-APC
H-2K® LCMV gp34-41 Tetramer-AVYNFATC-PE
H-2K® LCMV gp34-41 Tetramer-AVYNFATC-APC
H-2K® LCMV gp34-43 Tetramer—AVYNFATCGI-PE
H-2K® LCMV gp34-43 Tetramer—AVYNFATCGI-APC
H-2K® LCMV gp118-125 Tetramer-ISHNFCNL-PE
H-2K°® LCMV gp118-125 Tetramer-ISHNFCNL-APC
H-2K® LCMV L protein Tetramer—LEYDFNKL-PE
H-2K® LCMV L protein Tetramer—-LEYDFNKL-APC
H-2K® LCMV NP205-212 Tetramer—YTVKYPNL-PE
H-2K® LCMV NP205-212 Tetramer-YTVKYPNL-APC
H-2D® LCMV gp33 (COM) Tetramer—KAVYNFATM-PE
H-2D® LCMV NP396 Tetramer-FQPQNGQFI-PE
H-2D® LCMV NP396 Tetramer-FQPQNGQFI-APC
H-2L¢Y LCMV NP118 Tetramer-RPQASGVYM-PE

H-2D® Influenza NP Tetramer—ASNENMDTM-PE
H-2D® Influenza NP Tetramer—-ASNENMETM-PE
H-2K¢ Influenza HA Tetramer-IYSTVASSL-PE

H-2D¢ HIV P18-110 Tetramer—-RGPGRAFVTI-PE
H-2K® HIV gag Tetramer—-AMQMLKETI-PE
H-2K® HIV gag Tetramer—-AMQMLKETI-APC

H-2D° HPV16 E7 Tetramer—-RAHYNIVTF-PE
H-2D° HPV16 E7 Tetramer—-RAHYNIVTF-APC

H-2K?¢ RSV Tetramer-SYIGSINNI-PE

H-2K? RSV Tetramer—-SYIGSINNI-APC

H-2K® MuLV p15E Tetramer-KSPWFTTL-PE
H-2L¢ MuLV gp70 Tetramer—-SPSYVYHQF-PE
H-2K® SeV Tetramer-FAPGNYPAL-PE

H-2LY MCMV IE1 Tetramer-YPHFMPTNL-PE
H-2LY HBsAg Tetramer-IPQSLDSWWTSL-PE
H-2K® HSV-1 gB Tetramer—-SSIEFARL-PE

H-2K®* TRP2 Tetramer-SVYDFFVWL-PE

H-2K* TRP2 Tetramer-SVYDFFVWL-APC
H-2D® WT1 Tetramer—-RMFPNAPYL-PE

H-2D® human gp100 Tetramer—KVPRNQDWL-PE
H-2D® human gp100 Tetramer—KVPRNQDWL-APC
H-2D° CEA Tetramer-EAQNTTYL-PE

H-2L¢ P815 Tetramer-LPYLGWLVF-PE

H-2K* OVA Tetramer—SINFEKL-PE

H-2K® OVA Tetramer-SIINFEKL-APC

H-2K¢ Listeria LLO Tetramer—-GYKDGNEYI-PE

H-2K¢ malaria Tetramer-SYIPSAEKI-PE

H-2D? BCG MPT51 Tetramer-GGPHAVYLL-PE
H-2K® B-galactosidase Tetramer-DAPIYTNV-PE

TS-M511-1
TS-M524-1
TS-M008-1
TS-MCD-1
TS-MCD-2

H-2L¢ B-galactosidase Tetramer-TPHPARIGL-PE
H-2D® HY Uty Tetramer-WMHHNMDLI-PE
H-2K" Negative Tetramer-SIYRYYGL-PE
Mouse CD1d Tetramer—PE

Mouse CD1d Tetramer—APC

T—Select Peptides

TS-5001-P

TS-M501-P
TS-M502-P
TS-M503-P
TS-M505-P
TS-M506-P
TS-M507-P
TS-M508-P
TS-M509-P
TS-M510-P
TS-M511-P
TS-M512-P
TS-M513-P
TS-M514-P
TS-M515-P
TS-M516-P
TS-M517-P
TS-M518-P
TS-M519-P
TS-M520-P
TS-M521-P
TS-M522-P
TS-M523-P
TS-M524-P
TS-MO008-P
TS-M701-P
TS-M702-P
TS-M703-P
TS-M704-P

Kit
AM-1005

Others
D271-4
D271-A64
732121
732151
732152
K0221-3
K0221-5
K0222-3
A07704
MTG-001

H-2K" OVA peptide

H-2K® B-galactosidase peptide
H-2DP Influenza NP peptide
H-2K¢ Listeria LLO peptide
H-2D® human gp100 peptide
H-2K? RSV peptide

H-2K® MuLV peptide

H-2DP Influenza NP peptide
H-2K" SeV peptide

H-2L¢ MCMV IE1 peptide

H-2L¢ B-galactosidase peptide
H-2D® LCMV gp33 (C9M) peptide
H-2D" LCMV NP396 peptide
H-2L¢ LCMV NP118 peptide
H-2K? malaria peptide

H-2D¢ HIV P18-110 peptide
H-2DY BCG MPT51 peptide
H-2D" CEA peptide

H-2L¢ P815 peptide

H-2K¢ Influenza HA peptide
H-2L¢ MuLV gp70 peptide

H-2L¢ HBsAg peptide

H-2K® HSV-1 gB peptide
H-2D" HY Uty peptide

H-2K" SIY peptide

I-A° HBc helper peptide

[-A? Tetanus toxin p30 helper peptide
I-AY OVA 323-339 helper peptide
I-A°* MOG peptide

IMMUNOCYTO Cytotoxity Detection Kit

FITC labeled mouse CD8 (KT15)

mouse CD8-Alexa Fluor™ 647 (KT15)
mouse CD16/32 (93)

mouse CD45-APG (13/2.3)

mouse CD45-SPRD (13/2.3)

anti-mouse TCR DO11.10 (KJ1.26)
anti-mouse TCR DO11.10-PE (KJ1.26)
anti-mouse TCR 3DT-52.5 (KJ12.98)
7-AAD Viability Dye (FEHRE & H K 28)
Clear Back (Human FcR blocking reagent)

T-Select MHC Tetramer SHZE CTLIEBERHARTFFED
BERSA2F 9T MHC Tetramer SEDHRELERKIZ
BLFELTIE, BttR—LR— (http://ruo.mbl.cojp) &KUY
RIEREHERL TS,
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%EWJ . <day 0>
H-2D° # 3 14 LCMV NP396 HIEDHERTFK
(FQPQNGQFI, MBL code no. TS-M513-P) &, ANJL/S—
EROBENHSIMERTFE (MBL code no.
TS-M701-P) ZBREL. REMFH LI IL O3 L
TIYDORIZ 1 EEERELT-, 10 BRICEEZRHHELT
fEfRaAE AR, —E %Y T LTMHC Tetramer
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1. BELE=IORDEHE (1x10° cells) $HAUME 6
BREFBIEEL-MEER (1X10° cells) # ACK
lysis buffer [CT/AMALIEL, BEE D FCM buffer [2%
FCS/0.05% NaN,/PBS] 2T 1 @k->1=tDEFNE
h2XxIFD2AELE, CD8 (KT15) -FITC

2. 10 pL @ Clear Back (MBL code no. MTG-001) & 20
uL @ FCM buffer ZiNA . BIRICT 5 FERIGSE
1=.

3. 10 uL® H-2D* LCMV NP396 Tetramer-PE %L &
10 uL @ H-2D° human gp100 Tetramer—PE (Negative
Tetramer £ELT{E A, MBL code no. TS-M505-1) &%
NENMZ . 4°CT 20 PREIRESET-,

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

5. & FCM buffer Z/1Z 400 x g T5 D REHED L=,

6. LEAZTERET. 400 uL M FCM buffer 0%
THIBREBEAL-, COLE. BMBEELETEH
[Z. 7-AAD (MBL code no. A07704)% 5 uL i0Z 1=,

7. FCM [ZTHEHTL 1=,
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E TP LCMV NP396 HIRD#ERTFF (FQPQNGQF]) &%
B ELI=OXRIZELNT, in vitro stimulation [Z&Y LCMV
NP396 45/ CTL DFEMNEZRINT-,
Negative Tetramer (H-2D® human gp100 Tetramer—
KVPRNQDWL-PE) &AL Vz LB I kY HEMCTL
THHZEMNRETREINT=,
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