Panomics

DELIVERX AND DELIVERX PLUS SIRNA TRANSFECTION
QuICcK REFERENCE GUIDE

IMPORTANT If using the DeliverX or DeliverX Plus siRNA transfection reagents for the first time, please refer to the DeliverX
and DeliverX Plus Transfection Kits User Manual to review safety precautions and detailed procedures.

Note For assay optimization, we recommend that you perform a range of titers for cell densities and siRNA concentrations.

Cell Preparation Guideline

Parameter 6-well 12-well 24-well 96-well
Adherent Cells Grow cells to 30-70% confluence. Use
cells from passages 4-20.
Seeding density/well 150-300 x 103 50-200 x 10° 25-75 x 10° 5-10x 103
Seeding volume/well 2 mL I mL 500 uL 100 uL
Suspension Cells Grow cells to 40-80% confluence or
to mid-log phase. Use cells from passages 4-20.

Prepare Transfection Complex

The following procedure provides volumes for preparing X, 2X, and 3X scale working transfection complexes. To prepare larger volumes of work-
ing transfection complexes, prepare multiple replicate working transfection complexes in parallel and then combine them into a single tube to pro-
duce bulk volumes of working transfection complexes.

Scale-Up Volumes and Sonication Times
Step | Action
1X 2X 3X
| Prepare 5 UM siRNA working stocks using TE buffer.
2 Dilute 5 uM siRNA working stocks with Buffer-1.
a. Add Buffer-1: 37 L 74 uL RERTE
b. siRNA: 13 uL 26 uL 39 uL
3 Prepare siRNA Transfection Reagent.
a. Sonicate the siRNA Transfection Reagent: 3-5 min 3-5 min 3-5 min
b. Mix Buffer-2 with: 42l 84l 126 L
c. siRNA Transfection Reagent: 8L 16 ul_. 322 HL.
d. Vortex and sonicate solution again for: 3-5 min 3-5 min - mn
4 Form concentrated siRNA transfection complex:
a. Combine appropriate tubes from steps 2 and 3.
b. Briefly vortex and then incubate for 20 min at 37 °C.
5 Prepare complex dilution buffer.
a. Mix Buffer-1 with: 200 pL 400 pL 500 pL
b. Buffer-2: 200 L 400 L 500 uL
6 Prepare working siRNA transfection complex:
a. Add complex dilution buffer to prepared concentrated siRNA transfection 300 L 600 L 900 uL

complexes:

Note The working siRNA transfection complex is ready for transfection
(vielding 30 nM siRNA delivery concentration) or further dilution with the
complex dilution buffer.




Transfecting Cells

Adherent Cells

Step | Action 6-well 12-well 24-well 96-well
| Wash cells with X PBS. 1,500 pl/well 750 pL/well 400 pL/well 100 pL/well
2 Add working transfection complex. 300 plL/well 200 pl/well 150 puL/well 30 pL/well
3 Incubate at room temperature for: 3-5 min 3-5 min 3-5 min 3-5 min
Tt nocall sl eypos wil espond n the resence of saramy. | 300 LSl | 200 uiwell | 150 well | 30 el
5 Incubate under normal cell culture conditions for: 2-4 hr 2-4 hr 2—4 hr 2—4 hr
6 Add complete growth media. 1,000 plL/well 670 uL/well 500 pL/well 100 pL/well
7 Incubate under normal cell culture conditions for: 24-72 hr 24-72 hr 24-72 hr 24-72 hr
8 Quantify mRNA and/or protein knockdown.
Suspension Cells (Reverse Transfection)
Step | Action 6-well 12-well 24-well 96-well
| Wash suspension or trypsinized adherent cells with 5 mL of I X PBS.
2 Resuspend cells in 1X PBS to a concentration of: 0.3-0.9 x 10° 0.1-0.4 x10° 5x 106 | x 108
cells/mL cells/mL cells/mL cells/mL
Dispense aliquots into 2 mL microtubes: I mL | mL 30 pL® 10 uL?
O Meelpmertodimeddotsow oo s
5 Incubate at room temperature for: 3-5 min 3-5 min 3-5 min 3-5 min
6 Add serum-free media: 300 pL/well 200 plL/well 150 pL/well 30 pl/well
7 Transfer cells/siRNA transfection complex to each well: | 600 pL/well 400 pL/well N/A N/A
8 Incubate under normal cell culture conditions for: 24 hr 24 hr 24 hr 24 hr
9 Add complete growth media: I mL/well 670 uL/well 500 pL/well 100 pL/well
10 Incubate under normal cell culture conditions for: 24-72 hr 24-72 hr 24-72 hr 24-72 hr
I Quantify mRNA and/or protein knockdown as appropriate.
a. Add cell suspensions directly to the cell-culture plate. Perform all subsequent steps in the cell-culture plate.
Preparing Bulk Working Transfection Complexes
Preparing multiple replicate 3X working siRNA/siRNA transfection reagent complexes in parallel for generating bulk volumes:
Nu\r/nvz‘:lr(iﬁfgz.x w()f;’:g";’_‘;ig:l';on Wells of a Wells of a Wells of a Wells of a
Transfection 96-Well Plate 24-Well Plate 12-Well Plate 6-Well Plate
Complexes Complexes
| .2 mL 40 8 6 4
2 2.4 mL 80 16 12 8
3 3.6 mL 120 24 18 12
4 4.8 mL 160 32 24 16
5 6.0 mL 200 40 30 20

Contacting Panomics
For technical questions, contact our support group by telephone at (877) 726-6642, or by email at techsupport@panomics.com, or visit our website

at www.panomics.com. Panomics

Panomics Inc., 6519 Dumbarton Circle, Fremont, CA 94555, Tel. (877) 726-6642
DeliverX is a trademark of Panomics, Inc. © 2006 Panomics, Inc. All rights reserved.
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