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10Test 3 Conjugated Antibodies — Nag. Ot -FITC / Neg Gt PE / CDECD

PN IM3670 - Liquid — 20 L / test

, CLONE 1 CLONE 2 CLONE 3

Specificity N/A NA co3

Clone 678.1Mc7 673.1MCT UCHT1

Hybridema P3-X63-Ap.8.653 x Balble P3-X83-Ag.0.853 x Balive NS1x Balbic

lmmunogen Non-biological hapten Non-bicdogical haplen Petiphersl blood hmphosytes
[ig Chain G 1 1gG1

Speci Mouse Mouse Mouse

Sourpe Ascites fluid Ascites fluid Ascites fiuid .

Puriflcation ion exchange or affindy lon exchange or sffinfty fon axchange. or affinity

chromatography chiomatography chromatog=phy

Buffer 2 L bovine serum abumin n phosphate-bullered saline contaming 0.1% sadium azide,

Conjugation Fluarescemne isothiocyanate (FITC) | PE (R-Phycoerythrin} ECD™ (Phycoerythrn-Texas -X)
N/A = not appliicable
SPECIFICITY + Rephycoenyhiin covalenly finked to 8. Avold microbiml  contamingtion of
Hematopoloz ool  dMfarentistion s Texas Red (PE-TXR or ECD) B reagents of incomect results might occur,

characterized by the expression of distinet.

memblane antigens at specific stages of the
eoflular  maturation.  These  antigens
axprassad on the mambrans are identifiad by
specific moneckonal anlibodies (mAb),
Certain tAbs have irelevant specificlfies:
they induce immunolabeiing on
hematopoistic colls and platelats (1).

The 679, 1Mc7 mAb shares certein structural
characterisics (i.e. isotypes and conjugsted
fluoroctromes) with mAbs of intorest (La.
spacific of hematopolaic call surface
anfigens) bwt g devoid of any refevent
specificiies with regard to the studied cell

The CDJ anhigen is a compex of 5
polypeplidic chains: v, & ¢, { and §
associzted with the T-oell receptor (TCR)
complex {2). The CD3 anfigen is exprassed
by mature T lymphocytes and by a subset of
thymocytes (3).
The UCHT1 mAb reacts with the s chain of
the CD3 complex (4). It has been assigned to
the CD3 cluster of Cfferantiation at the 13t
International  Human Differen-
Hation Antigans W in Paris, France,
in 1982 (WS Code: 3, Section T) (5).
CONJUGATION
+ Fluorescein  pothiotyanate  (FITC} s
conjugdled at 2-5 mokes of FITC per
male of Ig, .
Excilation wavelength 488 nm
Mzdmum emission wavelength: 525 nm
Mein emission color; Green

R-phycoarytirin (PE) is conjugated at
0.5 — 1.5 moles of PE per mola of Iy,

conjugated at 0.5=1.5 meles of ECD
par molg of Ig.
Excitotion wavslength: 488 nm
Maximum emisgion wavelength: 813 nm
Main emission color: Red
APPLICATION
This 10Test 3 reagant i3 a negative cordrol
for mutiiparametrig flow cytometry analysis of
ahfigens expression  using
FITC/PE/ECD a5 fuorochromes  and
CD3-ECD for blasts gating (5).
The nagalive staining patiem related © e4ach
analyzod flucfescancas {Le. FITC, PE, and
ECD) 5 designed %o match the kvel of
background  fluciescence resuitng from
aiftoflucrescence and nonspedific binding for
each specific CDO™ gated populations (7).
STATEMENT OF WARNINGS
1. This reagent containg 0.1% sodium
azide. Sodium aride under aoid
conditions yields hydrazoic ooid, an
exgemely toxic compound. Azide
compounds should be fushed with
rning water whie being discarded.

Thess precautions afe mecommsnded 1o blood

avoid daposits in metal piping in which
explosive conditions can develop. lf skin
or eye coniact ocours, wash excessively

with waler,

Spacimens, samples and all material
coming in contact with them should be
handled as if cepsble of transmitting
infection and disposed of with proper
pracaulions,

Never pipet by mouth and avoid contact
of samples with &Kin and mucous
membranes

Do ot use antbody beyond the

STORAGE CONIMTIONS AND

STABILITY

This reagant is stable up to the sapiraion

dle when stored at 2— 8°C, Do nol freeze,

Minimize axposurs to ight.

REAGENT PREPARATION

No reconstitution is  necessary, This

monocional anfbedy may be used dimetly

fom the vial. Bring reagant to 18-25'C

prior 1o use,

PROCEDURE

This reagent is designed for flow cylometry.

Assay volume: 20 1L per 5 x 10° colls in onve

test, or per 100 ul. whola bicod or bone

marrow.

A wash s required 1o yield optimal results,

The use of [OTestd Lysing Solution

(PN IM2514) and IOText3 Ficafive Solsion

{PN IM3515) procadures are recommended

0 yiold optimal results,

EXAMPLE DATA

The 2 diagrams next page are biparamatric

representations of a normal peripharal whole
specineq, Staining is with Neg.Clrl-

FITC / Neg.Ctl.-PE I CD3-ECD  Conjugated

Arfibodies (PN IM3670). Lysis and foation

are  with 0OTex3 Lysing Solution

(PN IM3514) and FOTest3 Fixalive Solution

(PN IM3515) respectively.

Actpliisiton 5 with a COULTER®™ Epics®
XL™ flow cylometer equipped with
System (™ Software, Analysis ls with the
Beckman Coulter EXPO™ 32 Sofivare,

Fiure 35 i
Biparametis represeniation (Fluorescence

Excitation wavalangth: 488 nm expiration date on the label. Intensity versus Side Scadier) in order v gate
Maximum emigsion wavelength: 575nm s, Do not expose resgents to strong fight on positive wsnts_ﬁ.e._CDs’“} All events
Main emissian color Crange-med duTing storage or Incubation, aoquited are shown i this reprasentation,
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Figure 2, .
Blparametric repregeniation (Fluorescence
h%mm Fljorezcence imtensity} on
ch: gated avents.

-t DS Pazitive Byents
S

NogCrd -FE

Nz Culd FIIC

SELECTED RESEARCH REFERENCES

Stewart, C.C., Stewart, 5.)., "Cefl
praparation for the identfication of
leukocytes®, 1854, Methods Cell Biol.,
Chap3, 41, 38-60.

Thibaull. G.. Bardus, P., “Compared

TCR and CD3e exprassion an of and 18

calls. Evidence fof the association of

two TCR heterodimers with three GD3e

chaing in the TCR/ CD3

1395 J. imrunal,, 154, 3314-3&20.
van Agthoven, A., Teﬂ'rms!. C.,
Reinharz, E L., Schiozzman, S.F.,
“Characterization of T cefl surface
glycoproteins T1 and T3 present on al
human peripheral T lymphocytes and
functional maturs T lymphocytes®, 1981,
‘Ewr. J. Inmunol., 11, 18-21.
Tunnacktfe, A, Cisson, C., Traunecker,
A, Krissamsn, G.W., Karjalainen, K.,

. e ta Hera, A_, *The majority of CDJ

epitopes are conferred by the ¢ chain®,
1988, Leucaeyte Typing IV, White Cell
Défferentation Anfigens. W. Knapp, et
al., Fds | Oxford Universily Press, 295-
296,

Bemard, A., Brottlor, P.. Georget, E.,
Lepage, V., Boumsedl, L, "Joint report:
of the first intemational Werkehop on
Human Leucocyte Dhiferentiation
Antigens by the investigators of the
participating laboratorias™, 1984,
Leucocyte Typing |, Bamand, A_ st al.
Ed3.. Springer Verlag, 5-142

Rethe, G., Schemitz, G., Adadf, D.,
Barlage, §., Gramatzki, M., Haffkes,
H.G., Janossy, G., Knlichel, R., Ludwig,
W.D., Nebe. T, Nef, C., Oria, A,
Serie, S., Sonnen, R., Ticheli, A,
W5nnam B., *Cansansus pratoce! for
the flow r:ylomeinc mmuncphenctyping

PageZof2

PN IM3670 — 25 tests

— 20 pL / test

of hamatopeictic maligrancies®, 1996,
Leukemia, 10, 877-895.

7.  Borowiz. M., Beuer, K.D., Duque, RE.,
Horton, A.F., Mert, G, Muirhead, KA.,
Peiper, 5., Rickman, W., "Clinical
appiications of flow cytometry: quality
assurance and mmurcphenclyping of
lymphocytes; approved quideline™,
1998, NCCLS, 21, 18.

PRODUCT AVAILABILITY

WTextd Nag O FITC / Neg.CHL-PE/

CD3-ECD Conjugated Anthodies

PN IM3670 ~ 25 toste — 20 pltest

TRADEMARKS

10Text® is a regisiared wademark of
Immunciech A

Texas Red® is 2 rademaik of Malecutar
Probes, Inc.

PE is Bcensed under patent 4,520,110

For additonal infonnation in the USA, call
800-528-7694,

Quisice the USA, contact your local
Beckman Coulter representative.
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