MIAME Checklist for Lim et al
EXPERIMENT DESIGN AND SAMPLES USED
1. transfection of miR-1 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control
2. transfection of miR-1 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control
3. transfection of miR-124 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control
4. transfection of miR-124 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control
5. transfection of 124mut5-6 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control

6. transfection of 124mut5-6 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control

7. transfection of 124mut9-10 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control

8. transfection of 124mut9-10 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control

9. transfection of chimiR-1/124 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control

10. transfection of chimiR-1/124 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control

11. transfection of chimiR-124/1 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control

12. transfection of chimiR-124/1 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control

13. transfection of miR-373/hes-3 into HeLa, harvested at 12h, and compared on the microarray against mock transfected control
14. transfection of miR-373/hes-3 into HeLa, harvested at 24h, and compared on the microarray against mock transfected control
RNA duplexes were transfected at 100nM with Oligofectamine (Invitrogen) per the manufacturer’s instructions. The transfected duplexes are described in the Methods and Supplementary Information.

(Transfections, RNA purification, RNA amplification, hybridization, and the microarray are as described in: 

Jackson, A. L. et al. Expression profiling reveals off-target gene regulation by RNAi. Nature Biotechnology 21, 635-7 (2003) )


EXTRACT PREPARATION AND LABELING
Total cellular RNA was purified using an RNeasy Mini kit according to the manufacturer’s instructions (Qiagen, Valencia, CA).  cRNA was generated by in vitro transcription using T7 polymerase on 5 micrograms of total RNA and labeled with Cy3 or Cy5 (CyDye, Amersham Pharmacia Biotech).  Five micrograms of Cy-labeled cRNA from each sample discussed above was mixed with the same amount of reverse color Cy-labeled product from the mock transfection. 
A variety of negative and positive controls were included on the array for quality control purposes.  Negative control spots were uniformly distributed throughout the array, comprising approximately 0.5% of the total spots.  Approximately 50 positive controls were also placed on each array, distributed uniformly throughout the array.  A series of synthetic spike-in controls were introduced into the hybridization cocktail in both channels at known concentrations.  These controls served to establish ratio accuracy.  Finally, the arrays were all done as fluor-reverse pairs to correct for systematic biases in the Cy3 and Cy5 labels and to reduce the experimental variation.  
HYBRIDIZATION PROCEDURES AND PARAMETERS

The hybridization procedures and parameters of interest used are all described in:

Hughes, T. R. et al. Expression profiling using microarrays fabricated by an ink-jet oligonucleotide synthesizer. Nat Biotechnol 19, 342-7. (2001).

The arrays used in the experiments described in this paper were manufactured by Agilent.

MEASUREMENT DATA AND SPECIFICATIONS

The methods we used to segment array images, compute feature intensities, estimate background noise and background signal, normalize intensities between two channels, form ratios between two channels and combine ratio data between fluor-reverse pairs has all been extensively described in previous publications:

Hughes, T. R. et al. Functional discovery via a compendium of expression profiles. Cell 102, 109-26. (2000).

Roberts, C. J. et al. Signaling and circuitry of multiple MAPK pathways revealed by a matrix of global gene expression profiles. Science 287, 873-80. (2000).

Hughes, T. R. et al. Expression profiling using microarrays fabricated by an ink-jet oligonucleotide synthesizer. Nat Biotechnol 19, 342-7. (2001).

Yudong D.H. et al. Microarray standard data set and figures of merit for comparing data processing methods and experiment designs. Bioinformatics 19(8):956-65 (2003).

The expression changes used in all analyses were quantified as log10 (expression ratio) where the ‘expression ratio’ was taken to be the ratio between normalized, background-corrected intensity values for the two channels (red and green) for each spot on the array.  An error model for the log ratio was applied as described by Roberts et al. (above Science ref) and further described by He et al. (above Bioinformatics ref) to quantify the significance of expression changes between two samples. 

ARRAY DESIGN AND OLIGONUCLEOTIDE ARRAY DESCRIPTION FILE
The sequences and coordinates of the oligonucleotide probes have been downloaded to the Gene Expression Omnibus database (http://www.ncbi.nlm.nih.gov/geo). The platform ID is GPL1749. The accession ID for the set of experiments described is GSE2075.
