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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.
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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.

201113-13


https://ruo.mbl.co.jp/

TS-M506-1
TS-M506-2
Page 1 of 4

For Research Use Only.
Not for use in diagnostic procedures.

MBL
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H-2KY RSV Tetramer
-SYIGSINNI-PE (50 tests)

SERIEHERICRYEY , BT BMICEXERLEL TS,

de =
HR

T #HEIE. T #HEZEFKRTCRIZNLT., RIRTHA
B, )L RN AMRRICHKIZYT 5 MHC 5F
EHRBERTFRDE S A (MHC/peptide complex) [Z#E&
F5IEICKY, BE-FEEEEFHAL, KRIZKHELTE
ML CSESEFLHREILBTEERLET , MHC class |
DFITRTREINE-MERTFREZRHTS CD8 GE T
MR, MAREEM T MR (CTL) EFE ., Do JL R
SHBEONAMBEOREICEELKREZEB-S>THVET,
—7A MHC class Il 3 FIZIRRESNF-HERTFRERHE
95 CDA[5TE T ML, ANIL/AA—T LT, SF
SERY A HAEEELTHRMERELRES 5
[TTHL, REREBDIFELES,

X IMEFEN T MiaZRE-EETHILIEESR
[CEZETLI=A, 1996 &F Altman SIZk>THHEINI-
MHC Tetramer FZEIL. MIRFEMNL TCRZHTAH T
MRERZEIO—HY A A—F—C &> THEIZTRIEEL
EETHEEAREIZLELT=, MHC Tetramer ERXZEE(L,
EFF2 Lz MHC DFERRERTFROESE(E/
)%, EXEH LA TRTED U TA4EKIE (TR
SY—)LIRAETT . SESFLMET—h—1, #de
TytAEHABEHLELHIET.HEN T Ml 2K
BEXO, HWEEZ RIBFICARIT I D2 EMAIBETY .

AFHE (L. MHC I2¥HR H-2K' &, FIERTFRIZ
RSV HEDRTFRES| M2y, ZRNTERLTEY.
CHICHEHENAG CTL EAEZRH - EETHENHHET
ERR

RS ™ A JL X (Respiratory Syncytial Virus, RSV) [&
Paramyxovirus BHZ[E T H—A&FE RNA DA LA T, B4
RIZBITAMA PR ERZIRGELFSIEEIT LN
LBNTVWET, Ff-. GREBELCERREZRZIT-EET
. EELTREREBELSIETRITERELDIENHR
HINTWET . 51 RSV EMEE/ZO—FILER (/1)
EXTD)ABEIN., BRERASNATONET A, FEIC
Bl THIEND,. TUIRETILERANT, &YHRSYA
ILAMBRDBVRE LT IFY oML AEDRAFEH
FEHMIZITHNTLET , RSV M2, 4 [F. Balb/c ¥R
IZH UV T, immunodominant THAHZEMNFHESNTULVE
ER

MHC-Tetramer [GEMIEDERZHIET HE. RL
alele(RREDB AL H-2K)YT.ESHMRIZHT S
Tetramer REEZ R HTsT A bO—)LELTHREBIZAL
SEEHEBOLFET HRERMICEALFELTIL., BER
miRE B,

RSV M2, ., DS 5 3Lk
1) Kulkami AB, et al J Viro/ 67: 4086-4092 (1993)
2)  Kulkami AB, et al J Viro/69: 1261-1264 (1995)
3) ChangJ, et al J Immunol 16T: 4254-4260 (2001)
4) Chang J, et al J Immuno/172: 503-508 (2004)
5) Bukreyev A, et al J Viro/ 79: 9515-9526 (2005)
6) Kotelkin A, et al J Viro/80: 5958-5967 (2006)
7) Lee S, etal J Viro/81: 23492358 (2007)
8) Olson MR and Varga SM, J Immunol 179: 5415-5424 (2007)
9) Vallbracht S, et al. J Immunol/179: 8264-8273 (2007)
10) Schwarz B, et al ACS Biomater Sci Eng2: 23242332 (2016)
11)  Ruckwardt TJ, et al Mucosal Immunol/11:186-198 (2018)

MHC #3R 1M H-2K¢

RBRRTFEOHEELES]
RSV M2, (82-90 aa, SYIGSINNI)

TIADELRIFIC LS H-2K allele

H-2K allele H-2K" H-2K* H-2KX
C57BL/-, BALBIc,

Mouse strains BXSB/Mp, DBA/2, C3H/He
129/- B10D2

=R
TS-M506-1: Streptavidin-Phycoerythrin (SA-PE)
BhEEiR &K 486-580 nm
HIKEK: 586-590 nm

TS-M506-2: Streptavidin-Allophycocyanin (SA-APC)
BhEEiK &K 633-635 nm
HNKEK; 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 [TTFSY—8ELLTE/T—H
100 pg/mL MIRETEENTULET,
*LHRCEFNDITUIF DL, BEEFHETTT e
KFEBEVWSIBNLGEHILEMEELELFT, F-2REREIC
HREINFTERREDTUILEMMNEESNLELAHYE
FTOTHRKTEGEWNRLTEELTZSW, EEWREIZA-
HEEICIEHREDKTENTLTIESLY,

BRIFE: 2-8°CTERABREFELTEEN, E#E (LIl
BTSN, B GADERIE, Fa—TICE5hTWL
BRI ETHERLEEL,

HEROLEITONT: HEISEBRILE DMEBHGE
EABREINBE (BEIEATHINELIRD
R 1Z. SIELTODATEEEN HYFT D THEALGL
TS,

FEhE
YRR HaZEANSIEE
BHET AHEEREMNCTLDFEREOEHE. FnE
NOWEBMIZE 2= AETIToTLIESLY,
1. 1x10° EDMAEZE 50 uL M FCM buffer [2%
FCS/0.05% NaN,/PBS] I1Z88LFET .
2. #FLavALEBOLWThMTIOVFU T NEEL
9,
(T3 A)
anti-CD16/32 Z@=EMMXZ . 4°CT 15 DA FaN
—4avlLlFET,
(73> B)
10 uL @ Clear Back (MBL code no. MTG-001) %/l
Z. 5 HEERICTRIGESEET,
3. 10 pL @ MHC Tetramer SREFMZET,
4. 2-8°CEI-IX=;R (15-25°C) T 20~60 A F*a
R—L3vLEd,
5. YA CD8 HifkZE#MZ. 2-8°CT 20 HfEA>Fa
~N—3vLET,
6. W=D FCM buffer /0% 400 x g T5 N LEIDLE
ERR
7. LBAEFIEFEETET,
8. #ARaE% 500 uL M FCM buffer [CHEBZREALET .
9. HUTILIFMEEIZT 2-8°CTREL.. #ERBLAIC
AHLTEELY,

2EODIER

AREBLIZYOIREZERATHIEE. REIEICIEERKRE
MNELLHAREMAHYET . &xIE 2 EA L L TOREE
=HENOLET,

B.CD8 7 FI& MHC 73 F&fEE& L. MHC 53 F& TCR D
EEEBLET , 2D 1= MHC Tetramer SKZEIZH IE4E
EMIZCD8 RN FHIER T HAEEMLHYET, £BIC
FULv5 MHC Tetramer 3 ZE &4 CD8 A DEHA=IC

BLTIE. TR HEHREIEERLTIZEY,

C.¥™ X CD8 Hifklx./O—> KT15 (MBL code no.
D27T1)ZEHRELTWVET , VA—2IZ&K>TIE Tetramer
HEL TCR OFEESEZEEFIIEFERLEHRT
BIEMHESINTLVET,

D.2BJIHHMBRERICKMBRDEENRDONDIGE
(X, AMMNEETH>TESLY, BFMAIEE L FRMIKD
BANZEOONSIBEE. CD45 #REIEEELTYU N
B — N TREHTL TIZELY,

E. anti-CD16/32 TIEFT B LT FecREFNMLI-IEEERM
75 CD8 AN EZIMFI T 2RI HFINFET,

F. Clear Back (MBL code no. MTG-001)ZEL\AZ & T,
RAPDT7IAFRIIALIZEY ., RHUOT7—DHE
DIVRHA—PRICKBDFEHRENEEEZINHTS
MENEFINET,

GEELLZVVNBREEZETDHERIE. RATYT 8 T
7-AAD Z#MATRMEEZEEL. BHT7—rFALSER
ELTLEELY,

H. 2%, SERLUANICETTERWSEIL. ATy 8
THEBEZE 500 pl @ 0.5% /X5 T74I)LLTILTER/PBS
IZEBEL TS,

—RESEREIR

1L B YUTIL, BEUENLEEMTEETOME
[FREZOAREMEZEZFOLDELT, MYKZWIZF+5
FELTEEL,

2. RELLLIREH, RECAEH TLHENKSTEREL
=&,

3. MfEZAMBRELRBEIRSIELRNTZEN. B
MEk IR EHHHREBRORERELGYVET .

4. ARFMBK. BEIVNVREZHETHEE, HLL
FEEMRRETE. BT LEETORMBKAEIM
ENBNIELBYFET, IOLIGE. FMShGL
FRIMERABMBRELTHIUFENEHIET, HHEERED
BTFELOTIEAHYET,

MHC Tetramer 3D S & ik

1) Bodinier M, et a/. 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) #EBEsh, $HARHE ERERS2E 42: 134-138 (2004)
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T—Select Mouse Tetramers

Virus
TS-M506-1
TS-M506-2

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

TS-5002-1
TS-5002-2
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-M516-1
TS-5007-1
TS-5007-2

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

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

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

TS-M511-1
TS-M524-1
TS-MO008-1
TS-MCD-1

H-2K¢ RSV Tetramer-SYIGSINNI-PE
H-2K? RSV Tetramer—SYIGSINNI-APC

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

H-2D" LCMV gp33 Tetramer—-KAVYNFATC-PE
H-2D° 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-2DP LCMV gp33 (COM) Tetramer—-KAVYNFATM-PE
H-2D® LCMV NP396 Tetramer-FQPQNGQFI-PE
H-2D® LCMV NP396 Tetramer-FQPQNGQFI-APC
H-2LY LCMV NP118 Tetramer—-RPQASGVYM-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® MuLV p15E Tetramer-KSPWFTTL-PE
H-2L¢ MuLV gp70 Tetramer—-SPSYVYHQF-PE
H-2K® SeV Tetramer—-FAPGNYPAL-PE

H-2L¢ MCMV IE1 Tetramer—-YPHFMPTNL-PE
H-2L¢ HBsAg Tetramer-IPQSLDSWWTSL-PE
H-2K* HSV-1 gB Tetramer-SSIEFARL-PE

H-2K® OVA Tetramer-SIINFEKL-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

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

T-Select PEPTIDEs

TS-5001-P

TS-5002-P

TS-M501-P
TS-M502-P
TS-M508-P
TS-M527-P
TS-M534-p
TS-M520-P
TS-M528-P
TS-M503-P
TS-M506-P
TS-M509-P
TS-M510-P
TS-M511-P
TS-M512-P
TS-M513-P
TS-M514-P
TS-M516-P
TS-M522-P
TS-M523-P
TS-M525-P
TS-M529-P
TS-M530-P
TS-M531-P
TS-M008-P
TS-M701-P
TS-M702-P
TS-M703-P
TS-M704-P
TS-M707-P
TS-M708-P
TS-M716-P
TS-M718-P
TS-M721-P
T5-M722-P
TS-M723-P
TS-M724-P
TS-M727-P

Kits
AM-1005M
TB-7400-K1
TB-7401-K1

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

T-Select MHC Tetramer

H-2K°
H-20"
H-2K"
H-2D"
H-2D"
H-2D°
H-2K°
H-2K°
H-2D"
H-2K°
H-2K*
H-2K"
H-2L°
H-2L°
H-2D°
H-2D"
H-2L°
H-2D¢
H-2L°
H-2K°
H-2K°
H-2K"
H-2D"

OVA peptide, SIINFEKL

LCMV gp33 peptide, KAVYNFATC
[-galactosidase peptide, DAPIYTNV
Influenza NP peptide, ASNENMDTM
Influenza NP peptide, ASNENMETM
Influenza NP peptide, ASNENMDAM
Influenza NP peptide, TYQRTRALV
Influenza HA peptide, IYSTVASSL
Influenza PA peptide, SSLENFRAYV
Listeria LLO peptide, GYKDGNEY!
RSV peptide, SYIGSINNI

SeV peptide, FAPGNYPAL

MCMV IE1 peptide, YPHFMPTNL
[-galactosidase peptide, TPHPARIGL
LCMV gp33 (CIM) peptide, KAVYNFATM
LCMV NP396 peptide, FQPQNGQFI
LCMV NP118 peptide, RPQASGVYM
HIV P18-110 peptide, RGPGRAFVTI
HBsAg peptide, IPQSLDSWWTSL
HSV-1 gB peptide, SSIEFARL

EGFP peptide, HYLSTQSAL

VSV NP peptide, RGYVYQGL
polyomavirus MT peptide, RRLGRTLLL
H-2D% HTLV-1 Taxsgs peptide, ARLHRHALL
H-2K° SIY peptide, SIYRYYGL

I-A® HBc helper peptide

I-A% Tetanus toxin p30 helper peptide
I-A°/I-A® OVA helper peptide

I-A® MOG3s.55 peptide

I-A® ESAT-6,.,, peptide

I-A* HEL peptide

I-A® Influenza NP311.355 peptide

I-A¥” chicken HEL,; 55 peptide

I-A° L. monocytogenes LLO40.501 peptide
I-A® mouse 2W1S peptide

I-A° T, gondii CD4Ag28mgps.10 PEpPtide

I-A® LCMV GP6 140 peptide

I-A¥” BDC2.5 mimotope peptide

IMMUNOCYTO Cytotoxicity Detection Kit
QuickSwitch™ Quant H-2K" Tetramer Kit-PE
QuickSwitch™ H-2K® Tetramer Kit-PE

mouse CD8-FITC (KT15)

mouse CD8-PE (KT15)

mouse CD8-Alexa Fluor® 647 (KT15)
anti-mouse TCR DO11.10-PE (KJ1.26)
anti-mouse TCR 3DT-52.5 (KJ12.98)
7-AAD Viability Dye

Clear Back (Human FcR blocking reagent)

HE. CTLEHARTFRED

BERSA2F 9T MHC Tetramer SEDHARRZLERKIZ
BALFELTIX. ¥t AR—LR— (http://ruo.mbl.cojp) &Y
RITEREHERL TS,



TS-M506-1
TS-M506-2
Page 4 of 4

& 451
H-2K* #) 2R 1E RSV IR DHURENRTFE M2, 4,
(SYIGSINND) &, ANLAA—1EADOREL HDHMERTF
F#EAL. RERFERIEIZIILDaEL,. BI0D2 ¥
RICKREREL-, 4 BREZICEEEZREEL. IR
#EB%, —8E YT LTMHC Tetramer SR E%
AWTEELI=(day 0) , CNSDEMRAIL. /n vitro (2
EUWTRSV M2y, oo RTFRT 1 BRRIBEE L=, Ch
#[EHR(Z MHC Tetramer SREZXRWNTERAL=(day 7),

FEAhE

1. &L= B10D2 v R[EHAE (1 X 10° cells) HAHLY
[E1BARMRIEREEL-MEEER (1 x10° cells) &
ACK lysis buffer IZTAIMAIEL , W=D FCM buffer
[2% FCS/PBS/0.05% NaN,] [ZT 1 B>t D% %
nEh 2 KXFOAELT

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

3. 10 pL @ H-2K® RSV Tetramer-SYIGSINNI-PE &%
LM 10 ub @ H-2K? Listeria LLO Tetramer—
GYKDGNEYI-PE (Negative Tetramer &L T{E .
MBL code no. TS-M503-1) ZFhFhMMZ.4°CT
20 IR SET=,

4. 10 pL @ mouse CD8-FITC (clone KT15, MBL code no.

D271-4) #ZTNETNMA . ERYyT12 T LTz,

5. 4°CT 20 HEIRIESET=,

6. EE D FCM buffer /1% 400 x g T5 N RELEDLT=,

7. EBHETEFRGE T, 400 pl ) FCM buffer Z0%
THRZERALI-, COLE RMBELBT LD
[Z. 7-AAD (MBL code no. A07704)% 5 uL i0Z 1=,

8. FCM [CTHE#TL 7=,

ER
FSC/SSC RRAIZT T #fafEEZE R1 &L, 7-AAD [2
HHIRESEEIE R2 £ELT=, D R1 MDD R2 B THEMT
#1Tofz. Py IOV EBRRE LOEFIL. CD8 5
A D MHC Tetramer [GEHADE|IEZETRT .

<FSC/SSC FyhrZOvhERR>

day O day 7

SSC-H

7-AAD

FSC-H

<Tetramer 18>
day 0
mouse 1 mouse 2
L RSV
o
L
@
&
0]
=
()] .
— Negative
CD8-FITC
day 7
mouse 1 mouse 2
1. o] 220%

w o RSV
n.' 3 - ::
E -
g 021%| 3 = [o21%
= E
(] ] .
- ; Negative

CD8-FITC

RSV HEDHIRERTFK M2,, o, (SYIGSINND &L 1=
T RIZHEUNT, in vitro stimulation [Z&Y RSV $HER
CTL DFELFEZESINT=,

Negative Tetramer (H-2K? Listeria LLO Tetramer-
GYKDGNEYI-PE)Z L M= LEEREBIZKY . R CTL
THHZEMNBETRESNT =,

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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