ORIGINAL HOX TILING EXPRESSION DATA FROM 8 PRIMARY BREAST TUMORS AND 6 METASTATIC BREAST TUMORS 
FIGURE 1A, B from:  Gupta RA, et al.  Long non-coding RNA HOTAIR reprograms chromatin state to promote cancer metastasis.  Nature. 2010 Apr 15;464(7291):1071-6
Samples:

1.  M1_178248_532_norm_RMA_Npool.pair

2.  M1_178248_635_norm_RMA_M1.pair

3.  M2_178272_532_norm_RMA_Npool.pair

4.  M2_178272_635_norm_RMA_M2.pair

5.  M3_178273_532_norm_RMA_Npool.pair

6.  M3_178273_635_norm_RMA_M3_pair

7.  M4_178322_532_norm_RMA_Npool.pair

8.  M4_178322_635_norm_RMA_M4.pair

9.  M5_178334_532_norm_RMA_Npool.pair

10.  M5_178334_635_norm_RMA_M5.pair

11.  M6_178377_532_norm_RMA_Npool.pair

12.  M6_178377_635_norm_RMA_M6.pair

13.  P1_180510_532_norm_RMA_Npool_pair

14.  P1_180510_635_norm_RMA_P1.pair

15.  P2_180512_532_norm_RMA_Npool_pair

16.  P2_180512_635_norm_RMA_P2.pair

17.  P3_180513_532_norm_RMA_Npool.pair

18.  P3_180513_635_norm_RMA_P3.pair

19.  P4_180517_532_norm_RMA_Npool.pair

20.  P4_180517_635_norm_RMA_P4.pair

21.  P5_180523_532_norm_RMA_Npool.pair

22.  P5_180523_635_norm_RMA_P5.pair

23.  P6_300151_532_norm_RMA_Npool.pair

24.  P6_300151_635_norm_RMA_P6.pair

25.  P7_300264_532_norm_RMA_Npool_pair

26.  P7_300264_635_norm_RMA_P7.pair

27.  P8_300271_532_norm_RMA_Npool.pair

28.  P8_300271_635_norm_RMA_P8.pair

Human Materials

Normal Breast organoid RNA was prepared as reported.  Briefly, tissues from reduction mammoplasties performed at Johns Hopkins Hospital were mechanically macerated then digested overnight with hyaluronic acid and collagenase.  The terminal ductal units are placed into suspension by this method; they were then isolated by serial filtration.  Samples were treated with TRIzol and RNA extracted.

Fresh frozen primary breast tumor specimens were obtained from the Department of Pathology breast tumor bank; specimens were all from patients 45-55 years of age, with estrogen receptor expression by immunohistochemistry as performed during routine tumor staging at diagnosis, for uniformity of samples.

Metastatic breast carcinoma samples were obtained from the Rapid Autopsy Program at Johns Hopkins Hospital.  All specimens were snap frozen at time of autopsy and stored at -80 degrees.  Twenty 20-micron sections were obtained from metastasis to the liver (for uniformity of samples) and embedded in OCT.  These slices were macerated by use of the BioMasher centrifugal sample preparation device (Cartagen), with 350 uL of lysis buffer from the Qiagen RNEasy Mini Extraction kit.  RNA extraction was completed with the flow-through from the BioMasher, as per the commercial protocol.

HOX tiling array

RNA samples (Primary or Metastatic breast carcinoma in channel in Cy5 channel and normal breast organoid RNA representing a pool of six unique samples in Cy3 channel) were labeled and hybridized to a custom human HOX tiling array with 50 base pair resolution (Roche Nimblegen) as described1.  For each sample, RMA normalized intensity values for previously defined peaks encoding HOX coding gene exons (as defined in version HG17) and HOX lincRNAs (as defined by Rinn et al.1) were determined relative to normal.  Unsupervised hierarchical clustering was performed by CLUSTER.

1
Rinn, J.L., et al. Functional demarcation of active and silent chromatin domains in human HOX loci by noncoding RNAs. Cell 129, 1311-1323 (2007).

