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SBA Clonotyping System-C57BL/6-HRP 
 

Cat. No. Kit Format Size 
5300-05B Horseradish Peroxidase (HRP)  1.0 mL each 

 

 
 

Description 
 
The SBA Clonotyping System-C57BL/6-HRP kit is designed for the isotyping of C57BL/6 mouse monoclonal antibodies.  It contains 2.5 
mg of capture antibody and 1.0 mL of HRP conjugated anti-mouse Ig, mouse IgA, mouse IgG1, mouse IgG2b, mouse IgG2c, mouse IgG3, 
mouse IgM, mouse , mouse , and ABTS substrate.  The kit may also be utilized for quantitative studies of mouse immunoglobulins in 
samples such as serum when used in conjunction with the Mouse Immunoglobulin Panel (SB Cat. No. 5300-01B).   
 

Applications 
 

ELISA – Quality tested 1-8 

 

Kit Components 
 
 Goat Anti-Mouse Ig, Human ads-UNLB  
 Goat Anti-Mouse Ig, Human ads-HRP  
 Goat Anti-Mouse IgA-HRP 
 Goat Anti-Mouse IgG1, Human ads-HRP 
 Goat Anti-Mouse IgG2b, Human ads-HRP 
 Goat Anti-Mouse IgG2c, Human ads-HRP 

 Goat Anti-Mouse IgG3, Human ads-HRP 
 Goat Anti-Mouse IgM, Human ads-HRP 
 Goat Anti-Mouse Kappa-HRP 
 Goat Anti-Mouse Lambda-HRP 
 ABTS Substrate Powder

 

Handling and Storage 
 

 The purified (UNLB) antibody is supplied as 2.5 mg purified immunoglobulin in 1.0 mL of borate buffered saline, pH 8.2.  No 
preservatives or amine-containing buffer salts added.  Store at 2-8°C. 

 The horseradish peroxidase (HRP) conjugates are supplied as 1.0 mL of stock solution in 50% glycerol/50% PBS, pH 7.4.  No 
preservative added.  Store at 2-8°C or long-term at -20C. 

 The ABTS substrate powder is supplied as 100 mg.  Recommended storage is at 2-8°C.  Protect from light. 
 Reagents are stable for the period shown on the label if stored as directed.  
 

Suggested Isotyping Protocol 
 
 Dilute capture antibody to a concentration of 5 - 10 g/mL in borate buffered saline (BBS), pH 8.2 or phosphate buffered saline (PBS), 

pH 7.4; add 0.1 mL to each well of the ELISA plate; alternatively, the antigen used for immunization may be used as the coating 
reagent 

 Cover plate with a lid or plastic wrap and incubate in a humidified atmosphere at 2-8C for a minimum of 12 hours 
 Empty wells, wash 3X with BBS (or PBS) containing 0.05% Tween®, empty wells, and fill wells with BBS (or PBS) containing 1% 

bovine serum albumin (BBS/BSA) 
 Allow antibody-coated plate to stand at room temperature for a minimum of 1 hour to block free binding sites on the plate 
 Empty plate and wash 3X 
 Add 0.1 mL of hybridoma supernatant to each well, cover plate, and incubate for 1 hour at room temperature with gentle shaking or 

overnight at 2-8C 
 Empty plate and wash 3X 
 Dilute HRP-labeled detection antibody(ies) 1:250 – 1:500 in BBS/BSA, add 0.1 mL conjugate(s) to appropriate wells of the plate, 

cover plate, and incubate for 1 hour at room temperature with gentle shaking or overnight at 2-8C 
 Empty the plate and wash 5X 
 Prepare ABTS substrate stock solution - Dissolve 15 mg ABTS powder in 1.0 mL of double glass-distilled water and store in the dark 

at 2-8C; stable for approximately 4 weeks 
 Prepare substrate solution - To 50 mL of double glass-distilled water, add 525 mg citric acid and stir to dissolve; adjust pH to 4.0 with 

3N NaOH; to 10 mL of citrate substrate buffer, add 0.2 mL of ABTS stock solution and 10 L of 30% H2O2 
 Add 0.1 mL of substrate solution to each well of the plate 
 Read optical density of each well at 405 nm after substrate addition 



TB5300-05B 
22-Jun-16 

Corporate Offices: 160 Oxmoor Blvd  Birmingham, AL 35209  USA  Mailing Address: P.O. Box 26221  Birmingham, AL 35260  USA 
Tel: 205.945.1774  U.S. and Canada: 800.722.2255  Fax: 205.945.8768 
Email: info@southernbiotech.com  Website: www.southernbiotech.com 

References 
 

1. Chmielewski M, Hahn O, Rappl G, Nowak M, Schmidt-Wolf IH, Hombach AA, et al. T cells that target carcinoembryonic antigen eradicate orthotopic 
pancreatic carcinomas without inducing autoimmune colitis in mice. Gastroenterology. 2012;143:1095-107. (ELISA - Serum) 

2. Zhang X, Wu C, Song J, Götte M, Sorokin L. Syndecan-1, a cell surface proteoglycan, negatively regulates initial leukocyte recruitment to the brain 
across the choroid plexus in murine experimental autoimmune encephalomyelitis. J Immunol. 2013;191:4551-61. (ELISA - Serum) 

3. Patton DT, Plumb AW, Redpath SA, Osborne LC, Perona-Wright G, Abraham N. The development and survival but not function of follicular B cells is 
dependent on IL-7Rα Tyr449 signaling. PLoS One. 2014;9(2):e88771. (ELISA - Serum) 

4. Chen A, Geng Y, Ke H, Constant L, Yan Z, Pan Y, et al. Cutting edge: Dexamethasone potentiates the responses of both regulatory T cells and B-1 
cells to antigen immunization in the ApoE-/- mouse model of atherosclerosis. J Immunol. 2014;193:35-9. (ELISA - Serum) 

5. Hartweger H, Schweighoffer E, Davidson S, Peirce MJ, Wack A, Tybulewicz VL. Themis2 is not required for B cell development, activation, and 
antibody responses. J Immunol. 2014;193:700-7. (ELISA - Serum) 

6. Li X, Liang Y, LeBlanc M, Benner C, Zheng Y. Function of a Foxp3 cis-element in protecting regulatory T cell identity. Cell. 2014;158:734-48. (ELISA - 
Serum) 

7. Ray A, Yuan C, Miller NM, Mei H, Dittel BN. 2B4 is dispensable for T-dependent B cell immune responses, but its deficiency leads to enhanced T-
independent responses due to an increase in peritoneal cavity B1b cells. PLoS One. 2015;10(8):e0137314. (ELISA - Serum) 

8. Kabat AM, Harrison OJ, Riffelmacher T, Moghaddam AE, Pearson CF, Laing A, et al. The autophagy gene Atg16l1 differentially regulates Treg and TH2 
cells to control intestinal inflammation. Elife. 2016;5:e12444. (ELISA - Serum) 

 
Tween® is a registered trademark of Croda Americas LLC 
 

 


