Supplemetary figures of Module 3 Report:
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Figure 1: RT-PCR image at exposure time 0.32 shows levels of collgenII (CNII) and collagenI (CNI) relative to a common reference GADPH. GADPH is a house keeping gene and is expressed in both cells. It is used in this case for normalizing the collagen values in different samples. Because the bands are faint, intensity analysis with ImageJ accounted for significant intensity differences.
……………………………………………………………..

Pixel intensity = mean intensity/area of band

Pixel intensity corrected = pixel intensity of sample – background pixel intensity

CN1/GADPH and CNII/GADPH were calculated

After normalizing with GADPH, CNII/CNI = CNII/GADPH / CNI/GADPH

Figure 2: analysis of RT-PCR band intensities using the ImageJ software. 

…………………………………………………….

	
	Stem cell
	Chondrocyte
	Control
	Experimental

	CNII / CN1
	0.02
	0.35
	0.60
	1.72


Table 1: image analysis results show a significant increase in CNII to CNI ratio in the experimental sample which indicates increased differentiation. The first two values were taken from another RT-PCR gel used to give an idea of what the normal production of CNII relative to CNI is in stem cells and chondrocytes. The exposure time was 0.32s for both gels, the experiment and the gel used to detect normal stem cell and chondrocyte collagen expression levels.

	Collagen I
	
	Collagen II

	REP I
	REP 2
	REP1
	REP 2

	standards
	
	standards
	

	0.8356
	0.8049
	0.9936
	1.0366

	0.9279
	0.9858
	0.9146
	0.6678

	1.2212
	1.0084
	0.9095
	0.9438

	0.9023
	0.9774
	0.7361
	0.7079

	0.7527
	0.8081
	0.5299
	0.1836

	0.5426
	0.5083
	0.3683
	0.4486

	0.3521
	0.3136
	0.4409
	0.3616

	0.1889
	0.1846
	0.199
	0.1982

	experimental
	
	

	0.2098
	0.2574
	0.0852
	0.0818

	control 
	
	
	

	0.0876
	0.0845
	0.0706
	0.0703

	
	
	
	

	
	
	
	


Table 2: replicated measurements on the ELISA plate were different in some cases, particularly in Collagen II sample. This accounted for inaccurate protein concentration measurements in ourr samples, and inability to produce quantitative results.
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Figure 3: a plot of the standards for collagen I and collagen II show that the best fit is not accurate. Data points are above and below the line with no consistent progression as would be expected for the standards. R square values were different from 1 as well and that indicates the statistical inaccuracy of the fit. This model was unable to yield any quantitative results about the protein concentrations in our experimental samples.
………………………………………………………….

	Sample
	A260
	A280

	Control
	0.008
	0.006

	experimental
	0.004
	0.002


Table 3: purity ratio (A280/A260) was about half which indicates reasonable purity of the extracted RNA. 
collagen


GADPH




















