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Singular Antibodies

MONOCLONAL ANTIBODIES ANTI-RAT IMMUNOGLOBULIN

ANTI-LIGHT CHAIN

Species of the MAb Specificity rat Recommended applications
and isotype immunoglobulin Immunoassay** Immunopurification

MARK-1 mouse IgG1 kappa kappa light chain 1x10° yes yes

MARK-3 mouse IgG1 kappa kappa light chain of the 43x10° yes yes
IgK-1a allotype

LO-RK1b-1 rat 1IgG1 kappa kappa light chain of the ND yes yes
IgK-1b allotype

LO-RK1b-2 rat 1IgG1 kappa kappa light chain of the ND yes yes
IgK-1b allotype

MARL-15 | mouse IgG1 kappa lambda light chain 26x%x10° yes yes

*See technical data sheet for more details. ND: not determined.
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Singular Antibodies

MONOCLONAL ANTIBODIES ANTI-RAT IMMUNOGLOBULIN

ANTI-HEAVY CHAIN

Species of the MAb

Specificity rat Recommended applications
immunoglobulin
and isotype Immunoassay** Immunopurification
MARM-4 mouse IgG1 kappa mu heavy chain 4 x10° yes yes
MARM-7 mouse IgG1 kappa mu heavy chain 1.1x10° yes yes
MARD-3 mouse IgG1 kappa delta heavy chain 1.1x10% yes yes
MARA-1 mouse IgG1 kappa alpha heavy chain 1.1x10" yes yes
MARA-2 mouse I1gG1 kappa alpha heavy chain 4 x10° yes no
MARE-1 mouse IgG1 kappa epsilon heavy chain 4 x10° yes yes
MARG1-1 mouse IgG1 kappa gamma 1 heavy chain ND yes ND
MARG1-2 mouse IgG1 kappa gamma 1 heavy chain 1x 109 yes Yes
MARG1-15 | mouse IgG1 kappa gamma 1 heavy chain ND ND ND
MARG2a-1 | mouse IgG1 kappa gamma 2a heavy chain | 2.1x 10° yes yes
MARG2a-7 |mouse IgG1 kappa gamma 2a heavy chain | 6.2 x 10’ yes ND
MARG2b-3 | mouse IgG1 kappa gamma 2b heavy chain |3 x 10° yes ND
MARG2b-8 | mouse IgG1 kappa gamma 2b heavy chain | 4.7 x 1O9 yes yes
MARG2c-3 | mouse IgG2a kappa |gamma 2c heavy chain | 4.8 x 10° yes yes
MARG2c-5 |mouse IgG2a kappa |gamma 2c heavy chain | 5.25 x 10° yes yes

*See technical data sheet for more details. ND: not determined.
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Singular Antibodies

AVIDITY ) OF MOUSE MONOCLONAL ANTIBODIES ANTI-RAT
IMMUNOGLOBULIN (M-1)

TESTED ON MOUSE IMMUNOGLOBULINS

MAb IgM-K IgD-K IgA-K IgE-K IgG1-K  I1gGl-K  IgG2a-K  IgG2b-K  IgG2c-K
IR202 IR731 IR1060 IR162 IR871 IR31 IR418 IR863 IR1148

MARM-4 3.5x 10

MARM-7 1.1x 10

MARD-3 1.1x10"

MARA-1 11x10"°
MARA-2 43x10°

MARE-1 3.9x10°

MARG1-1
9
MARG1-2 1x10

MARG2a-1 2.1x 109
MARG2a-7 6.2x 10

MARG2b-3 3.1x10°
MARG2b-8 47x10°

MARG2c-3 5.25x 10 48x10°
MARG2¢-5

MARK-1 1.1x10°
MARK-3 4.8x10°

MARL-15 2.6x%x10"°

(1) As determined by the technique of Van Heymingen et al. J. Immunol. Methods 1983, 62: 147-153.
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Singular Antibodies

LOU RAT IMMUNOCYTOMA (PLASMACYTOMA)
IMMUNOGLOBULINS

Immunocytoma Isotype Antigen binding specificity

immunoglobulin

iR202"" Unknown
Ira73"¥ IgM kappa Autoantibodies anti-rat Y1
IR22" "> IgA kappa Autoantibodies anti-rat Y1
IR1060"" > '8A kappa Unknown
IR2"** IgE kappa Unknown
IR162" ) IgE kappa Unknown
IR595""" IgG1 kappa Unknown
IR871’ I8G1 kappa Unknown
IR27°(2'4) IgG1 kappa Unknown

«(2,6) IgG1 lambda Unknown
IR31
Ira18""* lgG2a kappa Unknown
IR452 lgG2a kappa Unknown
IR863" IgG2b kappa Unknown
IR304° IgG2c kappa Unknown
IR1148" IgG2c kappa Unknown

*Currently produced (short delay). °Produced upon request.
References:

For all IR: Rat Hybridomas and Rat Monoclonal Antibodies, H. Bazin (Ed.), CRC Press, Boca
Raton, Florida, USA, 1990, 515 pages; (1) J. Natl. Cancer Inst. 1973, 51: 1359; (2) Eur. J.
Immunol. 1974, 4: 44; (3) J. Immunol. 1974, 112: 1035; (4) Immunology 1974, 26: 713; (5)
Immunology 1993, 79: 580; (6) Immunochemistry 1973, 10: 653; (7) Transplantation 1993,
56: 1427; (8) Transplantation 1995, 60: 1350; (9) Eur. J. Immunol. 1995, 25: 1502.
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Singular Antibodies

ELISA-sandwich

Step 1 Coating with mAb 1
Y XY
\ Washings, saturation, washings
Step 2 ‘\ }‘ \ Incubation with Ag
Y ¥
\ Washings
Step 3 Incubation with mAb 2

coupled to peroxidase

Addition of OPD

Step 4 ﬁF(O EI é Substrate reaction

LEGEMNDS

mab 2 coupled to peroxidase

end recognizing the kappa
= |ight chain of the isotype to
be quantified.

=—p |SOLype to be quantified.
Step 5 mab 1 recognizing the Ig to
= be guantified.
. lg different from the i=sotype
Addition of }‘ —* ke quanfified.
Ha50:

Reading at 430 nm
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E LISA-SP Ot Anapied from Zedgwick and Holt, J. Imnrwnol. keth. 1983,57:301-308

Coating with mAb 1

Y Y Y

Washings, saturation, washings

@

Washings to remove cells and
non recognized isotypes

Cell suspension

- 4 06
T Y

Incubation with
peroxidase-coupled mAb 2

A

/
Y ¥y

Washings Substrate
Addition of chloronaphtol reaction

YTY

LEGEMDS

Anti kappa light chain
peroddase-labelled mab2.
|zotype to be identified.
mab 1 recognizing the
isotype fo be identified.

Blue precipitate where
peroddase-labelled mab2
are present.
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Immunohistolocalisation (1)

Y 2 Y.

Direct methods

. LYR Y

Washings Washings
AEC + H202 with PBS3a with PBSa
Analysis with LIV
microscope
LEGENDS

& B E] a & Section of a rat fissus
with imelevant antigens

Rat immuncglcbuline
to be detected

Mouze anti-rat 1g antibody
specific to the Ig to be detected
and coupled with peroxidaze

Counterstaining with
Mayer's haematoxylin Maouse anti-rat g antibody
specific to the Ig to be detected

and cougled with FITC

Peroxidase revealed by AEC

. AEC ino-
Analysis on a Amino-Ethyl-Carbazol

conventional Phosphate Buffered Saline
mICroscops PESa containing 0.1% Bovine Serum

Albumin
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Immunohistolocalisation (2)

sl 2Y .
Indirect methods —/( W

s s L

Washings with PBSa

AT
R 1A M) L

Washings Washings
AEC + Hz(O2 with PBSa with PBZa

Analysis with LY microscope

LEGEMDS

g " @I E Section of a rat tiszue
ﬂ B_ with imslevant antigens
Eﬂ la
Rat immuneoglobuling
to be detected

Purified mouse anti-rat Ig
-f' antibody specific to the
-

izotype to be detected

Q Rat anti-mouze kappa light
Counterstaining with chain antiedy coupled with
Mayer's haematoxylin [ ] FITC=LO-MK-1-FITC
4@ Rat anti-mousze kappa light
- chain antibody coupled with
§ percxidase=L0-MK-1-PO
¢ Peroxidase revealed by AEC
Analysis on a _
conventional AEC Amino-Ethyl-Carbazol
microscope Phosphate Buffered Saline
FBSa containing 0.1% Bovine Serum

Alburmin
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Singular Antibodies

Detection and Quantification of RAT Ig
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Singular Antibodies

Detection and Quantification of RAT IgM
by ELISA

=< Detector antibody

Rat IgM
< to be detected

- Coating antibody
&—satu rating protein
X Plastic plate

Sandwich ELISA assays

Option 1 Option 2 Option 3

Detector antibodies MARK-1 + MARL-15

MARK-1 + MARL-15

Capture antibodies MARM-4 MARM-7 MARM-7

Standards IR473 or LO-DNP-34

Option 1 is recommended

Assay conditions
- Coated antibody: MARM-4 or MARM-7 at 5 pg/ml (in carbonate/bicarbonate buffer
pH 9.5)

- Saturating protein: lyophilized skimmed milk or some other proteins

- Detector antibody: MARM-4 or MARK-1 + MARL-15 conjugated to peroxidase or
biotin and then streptavidin-peroxidase (or any other detection
system)

- Normal range of detectable rat IgM concentrations in this assay: 2->0.03 pg/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Detection and Quantification of RAT IgD
by ELISA

N
J = Rat IgD

\ / \\ to be detected
D —

Coating antibody: MARD-3
&— Saturati ng protein
X Plastic plate

t< Detector antibody: MARK-1 + MARL-15

- MARD-3 and MARK-1 + MARL-15 can be used in Sandwich ELISA.
- MARD-3 coats very well on plastic plate.
- Standard: IR504.

Assay conditions
- Coated antibody: MARD-3 at 5 pug/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins
- Detector antibody: MARK-1 + MARL-15 conjugated to peroxidase or biotin
and then streptavidin-peroxidase (or any other detection
system)
- Normal range of detectable rat IgD concentrations in this assay: 2->0.03 pug/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Detection and Quantification of RAT IgA
by ELISA

= Detector antibody: MARK-1 + MARL-15

N/
= Rat IgA

\ to be detected

7,

e

A\

N

AN

Coating antibody: MARA-1
& Saturating protein
X Plastic plate

- MARA-1 and MARK-1 + MARL-15 can be used in Sandwich ELISA.
- MARA-1 coats very well on plastic plate.

- Standards: IR22 or LO-DNP-45

Assay conditions
- Coated antibody: MARA-1 at 5 ug/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins
- Detector antibody: MARK-1 + MARL-15 conjugated to peroxidase or biotin
and then streptavidin-peroxidase (or any other detection
system)
- Normal range of detectable rat IgA concentrations in this assay: 2->0.03 ug/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Detection and Quantification of RAT IgE
by ELISA

Detector antibody: MARK-1 + MARL-15

= Rat IgE
\ to be detected

T

/
AN

Coating antibody: MARE-1
&— satu rating protein
X Plastic plate

- MARE-1 and MARK-1 + MARL-15 can be used in Sandwich ELISA.
- MARE-1 coats very well on plastic plate.
- Standards: IR2 or IR162 or LO-DNP-30

Assay conditions
- Coated antibody: MARE-1 at 5 pg/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins
- Detector antibody: MARK-1 + MARL-15 conjugated to peroxidase or biotin
and then streptavidin-peroxidase (or any other detection
system)
- Normal range of detectable rat IgE concentrations in this assay: 2->0.03 pg/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Singular Antibodies

Detection and Quantification of RAT IgG1
by ELISA

té— Detector antibody

_/ = Rat IgG1
ﬁ

\ to be detected

- Coating antibody
&— Saturati ng protein
X Plastic plate

Sandwich ELISA assays

Option 1 Option 2

Option3

Detector antibodies MARK-1 + MARL-15

MARK-1 + MARL-15

Capture antibodies MARG1-2 MARG1-1 MARG1-1

Standards IR595 or LO-DNP-1 or LO-DNP-2

Option 1 is recommended

Assay conditions
- Coated antibody: MARG1-2 or MARG1-1 at 5 ug/ml (in a carbonate/bicarbonate
buffer pH 9.5)

- Saturating protein: lyophilized skimmed milk or some other proteins

- Detector antibody: MARG1-2 or MARK-1 + MARL-15 conjugated to peroxidase or
biotin and then streptavidin-peroxidase (or any other detection
system)

- Normal range of detectable rat IgG1 concentrations with this assay: 2->0.03ug/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Singular Antibodies

Detection and Quantification of RAT IgG2a
by ELISA

= Detector antibody

7YX < A
N7 N

- Coating antibody
&— Saturati ng protein
X Plastic plate

Sandwich ELISA assays

Option 1 Option 2

Detector antibodies MARK-1 + MARL-15 MARG2a-1

Capture antibodies MARG2a-7 MARGa-7

Standards IR418 or LO-DNP-16

Option 1 is recommended

Assay conditions

- Coated antibody: MARG2a-7 at 5 pg/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins

- Detector antibody: MARG2a-1 or MARK-1 + MARL-15 conjugated to peroxidase

or biotin and then streptavidin-peroxidase (or any other
detection system)

- Normal range of detectable rat IgG2a concentrations in this assay: 2->0.03 ug/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.

dianova GmbH e Warburgstrasse 45 e 20354 Hamburg, Germany

Phone: +49 (0)40 45 06 70 e Email: info@dianova.dee www.dianova.com



s\VnAbs dionoYe

Singular Antibodies

Detection and Quantification of RAT IgG2b
by ELISA

A

Detector antibody

\

/—t\/ < Rt
N O\

- Coating antibody
&— Saturati ng protein
X Plastic plate

Sandwich ELISA assays

Option 1 Option 2

Detector antibodies MARK-1 + MARL-15

MARG2b-8

Capture antibodies MARG2b-3 MARG2b-3

Standards IR863 or LO-DNP-57

Option 1 is recommended

Assay conditions

- Coated antibody: MARG2b-3 at 5 ug/ml (in carbonate/bicarbonate buffer pH 9.5)

- Saturating protein: lyophilized skimmed milk or some other proteins

- Detector antibody: MARG2b-8 or MARK-1 + MARL-15 conjugated to peroxidase
or biotin and then streptavidin-peroxidase (or any other
detection system)

- Normal range of detectable rat IgG2b concentrations in this assay: 2->0.03 pg/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Singular Antibodies

Detection and Quantification of RAT IgG2c
by ELISA

Detector antibody

ey

Rat IgG2c
< to be detected

/
N\
V.

- Coating antibody
&— Saturati ng protein
X Plastic plate

Sandwich ELISA assays

Option 1

Option 2

Detector antibodies MARK-1 + MARL-15

MARG2c-3

Capture antibodies MARG2c-5 MARG2c-5

Standards IR304 or IR1148

Option 1 is recommended

Assay conditions

- Coated antibody: MARG2c-5 at 5 pug/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins

- Detector antibody: MARG2c-3 or MARK-1 + MARL-15 conjugated to peroxidase or

biotin and then streptavidin-peroxidase (or any other detection
System)
- Normal range of detectable rat IgG2c concentrations in this assay: 2->0.03 pg/ml

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Detection and Quantification of RAT IgG
by ELISA

Detector antibody: MARK-1 + MARL-15

= Rat 1gG
\ to be detected

T

/
AN

Coating antibody: MARG-COC-1
&— satu rating protein
X Plastic plate

- MARK-1 + MARL-15 can be used in Sandwich ELISA.

- MARG-COC-1 (pool of MARG1-2, MARG2a-7, MARG2b-3, MARG2c-5) coats
very well on plastic plate.

Assay conditions
- Coated antibody: MARG-COC-1 at 5 pg/ml (in carbonate/bicarbonate buffer pH 9.5)
- Saturating protein: lyophilized skimmed milk or some other proteins
- Detector antibody: MARK-1 + MARL-15 conjugated to peroxidase or biotin
and then streptavidin-peroxidase(or any other detection
system)

For each batch of monoclonal antibodies, all details of the ELISA controls are given in the quality
control sheet.
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Example

Rat IgG2a concentration

- Optical density

1300
1200
1100
1000
900
800
700
600
500
400
300
200
100
0 RN RN TR N TR N RN R L1 L

01 ,05 10 20 40 ,70 1 18 2 7

Optical density

IgG2a concentration (pg/ml)
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