
Frequently Asked Questions

Protein/DNA Arrays [MA1210-MA1215] [MA1310-MA1315]
1.	 Which	array	should	I	purchase?

We offer six Protein/DNA Arrays, called Protein/DNA Arrays I, II, III, IV, V, and the Combo Array. The Combo Array contains the most 
well-characterized TFs from Protein/DNA Arrays I-V, and provides a broad range of TF targets on one array. Each array contains 
different Transcription Factor (TF) cis-element sequences as listed below. You can find a schematic diagram of each array and the 
cis-elements spotted on it at the following web page:  
http://media.affymetrix.com/support/technical/usb/qrc/ProteinDNA_Array1-5_ComboArray_Schematic.pdf

PD Array I 56 TF elements 
PD Array II 96 TF elements 
PD Array III 94 TF elements 
PD Array IV 76 TF elements 
PD Array V 73 TF elements 
Combo Array 345 TF elements

2.	 What	are	the	cis-element	descriptions	of	the	array	spots?

You can find this information on the following web page:  
http://media.affymetrix.com/support/technical/usb/qrc/ProteinDNA_Array1-5_ComboArray_Schematic.pdf

3.	 How	specific	are	the	probes	used	in	the	arrays?

These sequences are based on consensus sequences and a family of closely related transcription factors may recognize the same 
element. The name of the probe is derived from the publication/source in which the sequence is described.

4.	 Can	the	Protein/DNA	Arrays	be	used	for	mouse	and	rat	samples?

Although the Protein/DNA Array cis-elements are derived from human publications, the Protein/DNA array can be used for mouse 
and rat samples. There are a number of publications using Protein/DNA array on mouse samples (see two examples below). Cis-
element (consensus) sequences are most often very conserved among mammalian species.

Wheeler, Michael D., Smutney, Olivia M., Check, Jennifer F., Rusyn, Ivan, Schulte-Hermann, R., and Thurman, Ronald G. “Impaired 
Ras membrane association and activation in PPAR knockout mice after partial hepatectomy” (2003) Am J Physiol Gastrointest Liver 
Physiol 284, 302.

Imam, Syed Z., Jankovic, Joseph, Ali, Syed F., Skinner, John T., Xie, Wenjie, Conneely, Orla M. and Le, Wei-Dong. “Nitric oxide 
mediates increased susceptibility to dopaminergic damage in Nurr1 heterozygous mice” (2005) FASEB J, 19, 1441-1450.

5.	 Why	is	the	Combo	Array	schematic	diagram	shaded	in	different	colors?

The schematic diagram of the Combo Array is shaded in different colors to represent the groups of spots that are also available in 
Protein/DNA Arrays I-V. For example, the white color on the left represents PD Array I, the yellow PD Array II, etc.

6.	 What	are	the	recommended	conditions	for	the	Protein/DNA	Arrays?

1) 20 ng/ml TNFα for 30 minutes 
2) 1 x 107 cells/dish (around 90% confluence in 100 mm culture dish) 
3) 2 µg nuclear extract/reaction was used 
4) HeLa cells were starved overnight (16 hours) in DMEM containing 0.1% FBS 
5) IL-1 β treatment is a good alternative
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7.	 What	are	the	(control)	alignment	spots	used	for?

The intensity of the alignment spots aka “control spots” indicate whether the streptavidin-HRP and substrate solutions were applied 
uniformly over the entire membrane. Each alignment spot contains the same amount of biotinylated oligo. These positive control 
spots are used to orient the membrane and determine if the substrate application and subsequent detection is successful. The spots 
should be as even as possible when comparing multiple arrays as an indication that the same detection criteria was used for each 
array.

These should NOT be used for normalization for two different membranes (i.e. these are not internal controls to account for 
differences in nuclear extract concentration/efficiency of removal of unbound probe).

8.	 What	if	the	control	(or	alignment)	spots	are	not	uniform?

If the control spots are not uniform, this indicates that the substrate was not applied evenly to the membrane. The substrate can be 
applied again to the membrane to try to obtain a more uniform image by doing the following: 

1)  After imaging the membrane and seeing a non-uniform positive control spots, place the membrane in 20 ml of 1X Wash Buffer 
for 8 minutes at room temperature with gentle shaking. 

2) Place the membrane in 20 ml of 1X Detection Buffer and incubate for 5 minutes at room temperature with gentle shaking. 
3)  After placing the membrane on a plastic sheet, apply the substrate evenly onto the membrane and incubate for 5 minutes at 

room temperature. 
4) Image the membrane.

You can download a short presentation to show how to apply the substrate here:  
http://media.affymetrix.com/support/technical/usb/other/PDArray.wmv

The images below show uneven application of substrate on the Protein/DNA Arrays. Please note the control spots along the right 
and bottom of the image are very inconsistent in appearance.

The images below are good examples of even substrate application on the Protein/DNA Arrays. The spots that show significant 
changes are boxed.
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9.	 Which	spots	light	up	with	the	positive	control	on	Protein/DNA	Array	I?

The Nuclear Extract Positive Control for the Protein/DNA Arrays consists of untreated Hela cells at approximately 3 µg/µl. The 
following image shows the results of Protein/DNA Array I run with the positive control.

10.	Which	spots	light	up	with	the	positive	control	on	the	Combo	(Protein/DNA)	Array?

The positive control nuclear extract provided with the Protein/DNA Arrays consists of untreated Hela cells at approximately 3 µg/µl. 
The following image shows the results of the Combo Array run with the positive control.

11.	What	type	of	membrane	are	the	Protein/DNA	arrays	spotted	on?

The Protein/DNA Arrays are spotted on nylon membranes.

12.	What	does	the	Protein/DNA	Array	Spin	Column	Accessory	Kit	contain?

The Protein/DNA Array Spin Column Accessory Kit (CS8533) contains the components and reagents to run each array through the 
”Isolating TF-Bound Probes” section of the Protein/DNA Array long protocol.

The Spin Column Accessory Kit is a supplemental kit intended for use with Affymetrix Protein/DNA Array products. The kit contains 
3 spin columns, 6 collection tubes, 2 ml Column Incubation Buffer, 10 ml Column Wash Buffer, and 200 µl of Column Elution 
Buffer. The buffer amount is sufficient to run the 3 spin columns.

13.	What	do	the	Protein/DNA	Refill	Kits	contain?

The refill kits contain all the reagents that the standard kits contain except for the arrays. The reagents in the refill kits are intended 
to be used after the arrays have been stripped.
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14.	How	many	times	can	the	membranes	be	stripped?

Each membrane can be stripped a total of two times, since the background will increase after each stripping. When comparing 
membranes, you should not compare unstripped membranes to stripped membranes.

You can find the Stripping Protocol at the following link: 
http://media.affymetrix.com/support/technical/usb/tutorials/Stripping_tutorial.pdf

15.	How	should	the	array	be	stored	after	stripping?

After stripping and drying, the membrane can be stored either at room temperature or at 4°C.


