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Introduction: prostate cancer (PCa) detection using PSA, digital rectal exam (DRE), PCA3+, and standard twelve core ultrasound guided biopsies (TRUS) are not always accurate in

predicting diagnosis. EDGE*TEST (ET) is a new subcellular fractionation/statistical analysis technology. ET was developed based on Edge™ technology (Enhanced density gradient extraction)
and Prospect Biosystems’ proprietary relative distribution ratio profiling to statistically differentiate between diseased and healthy tissue or cell samples. The objective is to evaluate if ET can predict
PCa biological activity using an apoptosis biomarker Grp78 throughout the entire prostate rather than individually targeted biopsies.

Method: Results:
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performed by the urologist on the patient. One additional biopsy from the right gland and 5 I Y '
another from the left gland were taken from random locations for EDGE*TEST.
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EDGE*TEST samples from each patient were collected into ice cold buffered saline,
combined, rinsed and stored at -80°C.
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Samples were thawed and homogenized using a glass dounce. Nuclei were removed
and the post-nuclear supernatants were fractionated into four subcellular density
fractions (8.5%, 15%, 35% and 50%) using Edge 200 Separation System.
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* Western blot analysis was done by ImageJ software. The relative percent distribution of GRP78 in each fraction has been
calculated by dividing the arbitrary units of a fraction by the total arbitrary units of all fractions within the sample. 24 Abnormal 6.10 5140 PCa 3 6,7 30-90

G RP78 d iStri b U ti O n p rOfi I eS With i n eaCh Sa m p I e We re Stati Sti Cal Iy a n a I yzed tO d ete rm i n e ** A specific ratio (Frx 8.5%/ Frx 15%) of the relative percent of GRP78 in each sample was selected based on a statistical analysis. Yellow area above corresponds to those samples judged by pathological analysis to contain varying amounts of cancerous tissue.
the optimal distribution ratios. y QA

EDGE*TEST results of patients’ distribution ratios were blinded against all clinical and
pathology data.

Negative PCa biopsy patients were followed up for 18 months to compare predictive
value of EDGE*TEST to traditional screening and biopsy. EDGE*TEST Results

Correlation with Pathological Results

Corrrelation of the Ratio of Relative % of GRP78 with
the Presence of Cancerous and Benign Biopsies
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Ratio of Frx8.5%/Frx15%

Twelve directed biopsies O in specific areas of the prostate were collected for
pathological evaluation. Needle cores are taken from the right and left sides of

the prostate gland near the apex, near the base, and from the central portion of . ) . . . . s . . . . . . . . o
the prostate gland. An additional core (not shown) was randomly taken from Prostate Biopsy Map: Pathological evaluation result from one of the PCa patients. Graph shows the clustered distribution of the ratios of relative percent distribution of GRP78 in fraction 8.5%

each side of the prostate for this study. vs. fraction 15% in a group of patients with cancerous and benign biopsies. The ratio of 3.00 indicated by the
red arrow is an arbitrary cut off; a ratio less than 3.00 indicates cancer and a ratio above 3.00 indicates benign.
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EDGE*TEST Process

Comparison of EDGE*TEST with PSA and PCA-3 plus
Within the Given Sample

: T o .. EDGE*TEST Predictability Based on the Initial Biopsy
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Satiatical analysie Comparison of EDGE*TEST Predictability
at 18 Months vs. at Initial Biopsy
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Conclusion:

The EDGE*TEST predictability based on the initial biopsy is significantly superior to traditional tests.

After 18 months follow-up, EDGE*TEST still shows high predictive data of benign disease and not cancer.

Changes in subcellular relative distribution of GRP78 in prostate tissue may be used as a predictor for prostate cancer.

Changes in relative levels of apoptosis in prostate tissue may be used as a predictor for prostate cancer.

GRP78 could be used as a potential biomarker of tissue based prostate cancer diagnostics.

The EDGE*TEST method only needs two needle biopsies, and provides more sensitivity and more specificity than the traditional PSA test and the genetic PCa3 test.
The EDGE*TEST data arising from the process is internally referenced and DOES NOT need any internal or external standards.

Since the method relies on the ratio between internal fractions of the sample, the method is independent of sample amount.
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The EDGE*TEST deserves further evaluation as a complimentary predictor of PCa and has been shown to be dramatically more effective than DRE, PSA or PCA3+.




