G3 HAB-Domic Acid:  Molecular Cartridge.  Ver:01

For particulate DA, dissolved DA and Nucleic Acids

Protocol runs particulate DA extraction followed by nucleic acid (NA) extraction on a single sample concentrated on a 25mm filter.  The NA portion reuses the same syringes on the cartridge and fluidic path as the DA.  If this is an issue, then two cartridges will be required for 1 DA-NA phase.  The dissolved DA phase will have it’s own cartridge.  

Volumes in the below protocol have been altered from Greg and Laurie’s protocol.  However the ratio of reagents mixed is the same. 

Highlighted in Red ?’s to Greg and Laurie, #’s match those in the fluid diagram.

Sample Collection and Concentration

1.  Concentrate Particulate Matter onto 25mm Duropore filter.  (Porosity?) and pass filtrate through a column to collected dissolved DA.

2./16.  Evacuate Seawater from 25mm filter or filtrate column to waste.

Particulate Domoic Acid Procedure

3.  Add 1ml AqMetOH.  (Is this an acceptable lysis volume? Greg/Laurie had 2.5ml in their original protocol.)

4.  Heat to 70C for 10 minutes

5.  Evacuate extract through lysate filter to syringe 1 on Ab1 Cartridge. Extract should be mixed.  

6-7.  Dose 200ul of AqMetOH extract to syringe 2 (mixer) containing 200ul primary Ab (final 1:1 Ratio).  Solution must be mixed.  

8.  Evacuate to AM holding coil.  Position so that 300ul of 400ul total volume is available to Analytical Module.  (Greg and Laurie had different volumes of modified lysate being sent to the SPR module.  What is the volume needed to run SPR?  Is it the same for both processes—or can it be?) 

Set up for Nucleic Acid (NA) Extraction

9.  Transfer 400ul of AqMetOH extract in syringe 1 to syringe 2 (mixer)

10.  Evacuate the remainder of AqMetOH extract in syringe 1 to waste

NA Extraction

(NA procedure reuses lysate filter and cartridge. Also takes advantage of residual AqMetOH extract from DA process.   Does this compromise SPR for NA?)

11.  Add 0.5-1ml 3M GuSCN pH 8.9  (Lysis volume could be between 0.5-1.0 ml.  We only need 200ul of lysate for the below protocol.  Original protocol 2.5ml)

12.  Heat to 85C for 10 minutes

13.  Evacuate through lysate filter to syringe 1 on cartridge Ab1.  Lysate must be mixed.

14.  Dose 200ul of GuSCN lysate to syringe 2 (mixer) containing 400ul AqMetOH extract (final 1:2 ratio).   Must be mixed. 

15. .  Evacuate to AM holding coil.  Position so that 300ul of 600ul is available to Analytical Module.  (see comment in #8) 

dissolved DA (dDA) from Filtrate Column

17-18.  Remove dDA from column with XX at X(C.

19.  Pass extracted dDA to Syringe 1 on Ab2 cartridge.  

20-21.  Dose 200ul extracted dDA to syringe 2 containing 200ul of Primary Ab (Final ratio 1:1)

22. Evacuate to AM holding coil.  Position so that 300ul of the 400ul is available to Analytical Module.  (see comment in #8)
