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AGENCOURT® COSMCPREP® 
Protocol Supplement for Purifying Sequencing and 
Transfection-Quality Plasmids 

 

Please refer to http://www.agencourt.com/technical for updated protocols and refer to 

MSDS instructions when handling or shipping any chemical hazards. 

AGENCOURT COSMCPREP is a registered trademark of Agencourt Bioscience and is for 

laboratory use only. 

Agencourt CosMCPrep Procedure for Transfection
1
 

NOTE: Before using this protocol supplement, please take time to review the standard 

Agencourt CosMCPrep protocol. 

1. Pipette 1.7 mL Agencourt Ale or TB bacterial growth media into each well of a 2.2 mL 

deep well culture block (Ritter Deepwell). 

Same for both plasmids and BACs.  TB is richer in phosphates, which are known to have a 

negative effect on sequencing capillaries, so Agencourt Ale is recommended for any 

transfection applications that involve sequencing. 

2. Inoculate each well with a single plasmid containing E. coli bacterial colony. 

3. Cover the plate with a gas permeable seal and shake at 300 rpm at 37°C - 19 hours for 

BACs or 17.5 hours for high copy plasmids. 

4. Pellet bacterial cultures by centrifuging culture plates at 2500 x g for 10 minutes. 

5. After centrifugation, remove the seal and invert the block to decant the media away 

from the cell pellets. Blot the inverted block on a paper towel to remove excess media. 

6. Add 100 µL of RE1 solution and thoroughly resuspend cell pellets by vortexing, shaking 

or pipette mixing. 

Add 100ng/ul RNAse A to the RE1 buffer before using it in this step.  Be sure to add 5 min 

incubation time before lysis step (check in GUI). 

Don’t forget to check to make sure pellet has been completely resuspended!

                                                 
1
 Always use gloves when handling any of the reagents or labware used in the transfection quality Agencourt CosMCPrep protocol. 
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For questions regarding this protocol, call Technical Support at Agencourt 1-800-773-9186 

Agencourt Bioscience Corporation, A Beckman Coulter Company � 800-361-7780 � 978-867-2600 
500 Cummings Center, Suite 2450 � Beverly, Massachusetts 01915 � www.agencourt.com 

 

 

7. Add 100 µL of L2 solution, gently mix, and allow the samples to lyse for 5 minutes. 

8. Add 100 µL of N3 solution and shake 10 minutes to neutralize samples. 

Be sure to seal plates. 

9. Following neutralization, centrifuge samples at 4700 x g for 20 minutes to pellet the 

flocculent. 

10. Transfer 200 µL of the clear lysate to a 1.2mL AB_1127 plate. This transfer is the most 

critical step of the process. 

This is where you will need to be sure start and end heights are optimized for your flocculent 

pellet size.  If you get any flocculent in tips, stop method, dispense back into plate, re-spin 

plate (probably only 5-10 mins this time), and try again with end height adjusted to be higher. 

11. Add 10 µL of Agencourt CosMCPrep PUR4 solution and 140 µL of 200-proof 

isopropanol. Pipette mix 10 times. 

12. Place the AB_1127 plate on an Agencourt SPRIPlate
®
 96R and allow the beads to 

separate for 15 minutes. 

13. With the plate situated on the Agencourt SPRIPlate 96R, aspirate and discard the 

supernatant from the plate. 

14. With the plate situated on the Agencourt SPRIPlate 96R, dispense 200 µL of 70% 

ethanol into each well of the plate to wash the magnetic beads. Allow samples to 

incubate for 30 seconds, then remove and discard the ethanol wash solution. Repeat the 

wash four more times, for a total of 3 washes. 

70% Ethanol should be made with 100% non-denatured stock and endotoxin-free water. 

15. Dry the BAC samples for 5 minutes. 

16. Add 40 µL of diH2O to each well of the plate, incubate for 5 minutes at 37°C and shake 

to elute samples. 

Normal protocol suggests eluting with RE1 buffer, but be sure to use endotoxin-free water for 

transfection. 
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LIMITED USE LABEL LICENSE 
 
This product is covered by at least one or more claims of US patents Nos. 5,898,071, 5,705,628, and/or 6,534,262, which are exclusively 
licensed to Agencourt Bioscience Corporation.  This product is sold strictly for the use of the buyer and the buyer is not authorized to 

transfer this product [or any materials made using this product] to any third party. 

© 2008 Agencourt Bioscience Corp.  All rights reserved. 

 


