
ENCODE DCC Antibody Validation Document
Date of Submission

Antibody 
Description: 
 

Species Target

Validation Method #1

Email:Name:

Antibody Name: Target:

Lab

Company/
Source:

Species Host

Lot NumberCatalog Number, database ID, laboratory 
 

Validation Method #2

Purification 
Method

Polyclonal/ 
Monoclonal

Reference (PI/
Publication 
Information)

Please complete the following for antibodies to histone modifications: 
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Histone Name AA modified AA Position Modification

Target 
Description: 
 

Vendor URL:

initiator:adamslb@mail.nih.gov;wfState:distributed;wfType:email;workflowId:abb7b355221f86429e28cccb244c3cd5



Validation #1 
Analysis

Insert Validation Image (click here)



Validation #2 
Analysis

Insert Validation Image (Click here)



Entry no. Protein
Protein 
probability

Percent share 
of spectrum 
id's Description

3a

UniRef100_B4DMJ5,UniRef100_B4DMU8,U
niRef100_B4DY90,UniRef100_B7ZAF0,Uni
Ref100_P07437,UniRef100_Q5JP53,UniRef
100_Q6LC01,UniRef100_UPI0001AE72AC 1 1.6

cDNA FLJ53012, highly similar to 
Tubulin beta-7 chain 

4a UniRef100_C5IWV5,UniRef100_P00761 1 1.79 Trypsinogen 

5a
UniRef100_P02769,UniRef100_UPI000179
EC85 1 1.31 Serum albumin 

6a UniRef100_P04264 1 15.89 Keratin, type II cytoskeletal 1 

6b UniRef100_P35908 1 8.33
Keratin, type II cytoskeletal 2 
epidermal 

6c
UniRef100_B4E1T1,UniRef100_P13647,Un
iRef100_UPI0001AE6B0C 1 2.43

cDNA FLJ54081, highly similar to 
Keratin, type II cytoskeletal 5 

6d UniRef100_P04259 0.9876 2.65 Keratin, type II cytoskeletal 6B 

7a
UniRef100_P13645,UniRef100_UPI00017B
CE7F 1 12.06 Keratin, type I cytoskeletal 10 

7b UniRef100_P35527 1 7.39 Keratin, type I cytoskeletal 9 
7c UniRef100_P02533 1 3.21 Keratin, type I cytoskeletal 14 
8a UniRef100_P30050,UniRef100_Q59FI9 1 1.93 60S ribosomal protein L12 
9a UniRef100_P45973 1 8.98 Chromobox protein homolog 5 
10a UniRef100_Q13185 1 14.62 Chromobox protein homolog 3 

10b UniRef100_B5MD17,UniRef100_P83916 1 4.52 Putative uncharacterized protein CBX1 
11a UniRef100_UPI00017BDB42 1 2.45 FabOX117 Light Chain Fragment 

12a

UniRef100_B4DV51,UniRef100_B5MDF5,U
niRef100_P62826,UniRef100_UPI0000E59
AAE 0.9999 0.55

cDNA FLJ52168, highly similar to GTP-
binding nuclear protein Ran 

14

UniRef100_A1A508,UniRef100_A8CED1,U
niRef100_A8CED3,UniRef100_B1AN99,Uni
Ref100_P35030,UniRef100_P35030-
2,UniRef100_P35030-
3,UniRef100_Q6ISJ4,UniRef100_Q7Z5F4,
UniRef100_Q86W20,UniRef100_Q8N2U3,U
niRef100_UPI000021129C,UniRef100_UPI
0000E21E68,UniRef100_UPI0001AE6E33 0.9806 0.33 PRSS3 protein 

15

UniRef100_A0S0W7,UniRef100_A0S2P1,U
niRef100_A0S3T1,UniRef100_A0SA07,Uni
Ref100_A1Z455,UniRef100_A1Z4V2, 0.9792 0.98 Cytochrome c oxidase subunit 2 

Validation 2: CBX3_(SC-101004) IP-Mass Spec of the 23 kDa band identified in IP-Western in Validation 1.  Target 
protein (CBX3) was identified as entry number 10a with 100% probability.  CBX5 and CBX1 were also identified, 
indicating cross-reactiviy of the antibody.
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	TextField1[0]: Mouse monoclonal IgG, raised against recombinant CBX3 of human origin.
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	DropDownList2[0]: [Western Blot]
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	TextField1[1]: Entrez gene ID: 11335; 23 kDa
The protein encoded by this gene binds DNA and is a component of heterochromatin. CBX3 also can bind lamin B receptor, an integral membrane protein of the inner nuclear membrane. The dual binding functions of the encoded protein may explain the association of heterochromatin with the inner nuclear membrane.
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	TextField2[0]: Western blot protocol:
Whole cell lysate was immunoprecipitated using primary antibody, and the IP fraction was loaded on a 12% acrylamide gel and separated with a Bio-Rad PROTEAN II xi system. After separation, the samples were transferred to a nitrocellulose membrane with an Invitrogen iBlot system.  Blotting with primary (same as that used for IP) and secondary HRP-conjugated antibodies was performed on an Invitrogen BenchPro 4100 system. Visualization was achieved using SuperSignal West Femto solution (Thermo Scientific). 

Results: Band of expected size visualized, representing strongest signal in the lane. Heavy and light chain bands are also visualized. The ~23 kDa band was tested by mass spec in Validation 2.

Figure legend: IP-western with sc-101004 in whole cell lysate (WCL) of K562, GM12878, HepG2 and HeLa; PM=protein marker. CBX3 bands are indicated.
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	TextField9[0]: IP followed by mass spectrometry:
Briefly, K562 whole cell lysates were immunoprecipitated using primary antibody, and the IP fraction was loaded on a 12% acrylamide gel and separated with a Bio-Rad PROTEAN II xi system. The gel was stained with Coomassie Blue in order to visualize marker bands. Gel fragments corresponding to the bands indicated above in the western blot image were excised and sent to the University of Alabama at Birmingham Cancer Center Mass Spectrometry/Proteomics Shared Facility. There the samples were run on an LTQ XL Linear Ion Trap Mass Spectrometer by LC-ESI-MS/MS. Peptides were identified using SEQUEST tandem mass spectra analysis, with probability based matching at p < 0.05. 

As per ENCODE data standards, all SEQUEST results are attached (ENCODE_HAIB_CBX3_sc101004_12072011_MassSpec.pdf), including common contaminants. Target protein is listed as entry no. 10a in the ~23 kDa band with 100% probability.  CBX5 and CBX1 were also identified, indicating cross-reactivity of the antibody with these proteins that are similar to CBX3.
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