
Materials and Methods
Instrumentation
The instrument used for implementation of sequence specific SCODA (ssSCODA) is a modified version of instruments developed for electrophoretic SCODA 
 ADDIN EN.CITE 
[1-4]
.  The instrument was adapted to accommodate thin polyacrylamide gels, temperature control of the gel was added by placing the gel cassette onto a temperature controlled spreader plate, a two colour fluorescence imaging system was incorporated, and the voltage and current capabilities of the power supplies were increased.  The instrument consists of a bipolar +/-500V 125W power supply (1/2C24-NP125, Ultravolt, Ronkonkoma, NY) with four independently controllable output voltage channels.  Each output channel is based on a high voltage, high current operational amplifier (APEX PA94, Cirrus Logic Inc, Austin, TX) configured as an inverting amplifier with a gain of -40 V/V (32 dB), allowing the output channels to be driven from a +/-10V analog control signal.  This power supply drives current through a custom designed gel cassette system fabricated with alternating layers of pressure sensitive adhesive and acrylic.  Temperature control of the gel is achieved by placing the gel cassettes in contact with a temperature controlled aluminum spreader plate.  The temperature of the spreader plate is measured with an RTD, and temperature is controlled with a high capacity thermoelectric chiller (HP-199-1.4-1.5, TE Tech, Traverse City, MI) mounted to a liquid cooled heat sink.  The gel is imaged from above through a purpose built two colour epifluorescence imaging system capable of imaging fluorescein and Cy5 or similar dyes.  The power supply, temperature control system and imaging system are all controlled through a computer running custom software written in LabView® (National Instruments, Austin, TX).  A schematic of this system is shown in Figure S1. 
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Figure S1 Schematic of ssSCODA instrumentation. 
In a later iteration of the instrument, a current measurement circuitry was added to the 4-channel high voltage amplifier and the software was modified so that the run duration can be specified by time or charge. In the charge duration mode, the software will turn off all amplifiers after a set amount of charge (product of current and time) has flown through one of the amplifiers in one direction, as specified by the user. Additionally, high-voltage relays were added in series between the amplifier and electrodes such that the electrodes could have a floating potential, and circuitry was added to increase the number of electrodes to six.
Imaging System
A purpose built two colour epifluorescence imaging system was used to image the gels during injection and concentration.  The system consists of two high intensity LED based excitation sources: a blue source centred at 450nm (LXML-PR01-350, Phillips Lumileds, San Jose California) for the excitation of fluorescien and similar dyes, and a red source centred at 632nm (LXML-PD01-0030, Phillips Lumileds, San Jose California) for the excitation of Cy5 and similar dyes.  Light from each LED is collected and collimated by a condenser lens, the beams are cleaned up with excitation filters then combined with a short pass dichroic filter.  Excitation light then passes through a secondary lens, is reflected off of a dual band dichroic beam splitter and through the object lens as shown in Figure S2 such that a uniform collimated beam emerges from the object lens.  The emitted fluorescence is collected by the object lens then passes through the dual band dichroic beam splitter and is focused onto a CCD camera (Basler A102fc) by the image lens.  Emission filters are mounted on a purpose build stepper motor driven filter wheel between the image lens and the CCD camera.  
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Figure S2  Two colour epifluorescence imaging system.  Top: Schematic optical layout.  Bottom: Image of actual system. 

Gel Cassette Construction

The polyacrylamide gels used for ssSCODA are cast within custom fabricated single use gel cassettes.  The cassettes are comprised of three layers: a glass microscope coverslip is used as the bottom layer (Fisher Scientific P/N 12544F) which is in contact with the spreader plate, bonded to this is a 100m thick layer of double sided pressure sensitive adhesive (MACtac P/N IP2100) which is laser cut to define the gel area.  Bonded to the top surface of the PSA is a 1.5mm thick acrylic cover with access holes laser machined to enable electrical contact to the gel area.  The cassettes are mated to a reusable buffer reservoir and sealed with a silicone gasket.  Current is sourced through carbon electrodes placed in the buffer reservoirs.  The details of the gel cassette assembly are shown below in Figure S3.


[image: image3]
Figure S3 Gel cassette assembly.  Top: schematic of the gel cassette and buffer reservoir assembly.  Middle: top view of the buffer reservoirs and an exploded view of a gel cassette..  Bottom Left: Image of assembled gel cassette and buffer reservoirs on the spreader plate.  Bottom Right: Gel cassette.    
For DC mobility experiments the gel cassette was modified such that only two electrodes were in electrical contact with a gel area of constant cross section so that a constant electric field could be applied throughout the gel.    

For genomic DNA rejection experiments, a cassette design which included an integrated sample chamber, an additional port for electrophoretic washing, and an extraction well was used, as shown in Figure S4.
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Figure S4 Schematic of the cassette assembly used in the genomic DNA rejection experiments. The sample chamber is integrated in the cassette.

Gel Composition

All gels were composed of 4% acrylamide, 49:1 acrylamide/bis-acrylamide ratio (Sigma part number: A0924), in a solution of 89mM tris, 89mM boric acid, and 0.2M NaCl., pH 8.3  Acrydite modified probe oligos were included at a concentration of 20 M for the genomic DNA rejection experiments, and 10 M for all others.  Prior to polymerization of the acrylamide gels 5mM sodium sulfite was added to scavenge oxygen and ensure complete polymerization against plastic surfaces.  Polymerization was initiated with the addition of 20 l of 10% w/v ammonium persulfate and 2 l of TEMED per ml of gel.

DNA Sequences Used
All probes and primers listed below, except for the MGB probe, were purchased from Integrated DNA Technologies, Inc. (www.idtdna.com), and were not purified in any way apart from the standard desalting offered by IDT. Probe oligos for ssSCODA concentration were ordered with the Acrydite modificiation. The MGB probe was purchased from Applied Biosystems (www.appliedbiosystems.com).
Probe sequence for single base mismatch and methylation enrichment experiments (Figures 1-3, 5 and 6):

5'  ACT GGC CGT CGT TTT ACT  3'
100nt perfect match target sequence:
5'  CGA TTA AGT TGA GTA ACG CCA CTA TTT TCA CAG TCA TAA CCA TGT AAA ACG ACG GCC AGT GAA TTA GCG ATG CAT ACC TTG GGA TCC TCT AGA ATG TAC C  3'
100nt single base mismatch target sequence
5'  CGA TTA AGT TGA GTA ACG CCA CTA TTT TCA CAG TCA TAA CCA TGT AAA ACT ACG GCC AGT GAA TTA GCG ATG CAT ACC TTG GGA TCC TCT AGA ATG TAC C  3'
100nt perfect match methylated target sequence:
5'  CGA TTA AGT TGA GTA ACG CCA CTA TTT TCA CAG TCA TAA CCA TGT AAA AmCG ACG GCC AGT GAA TTA GCG ATG CAT ACC TTG GGA TCC TCT AGA ATG TAC C  3'
Probe sequence for EZH2 enrichment (Figure 4):
5'  AGT TTT CTG AGA TGA ATT CA  3' 

Target DNA for the EZH2 experiments was PCR amplified from cDNA which was prepared from cell lines with either a wild type version of the EZH2 gene, or a version containing a Y641N mutant, as described in 
 ADDIN EN.CITE 
[5]
.  460 bp regions of the cDNA were PCR amplified using the following primer sequences obtained from IDT:

Forward Primer: 
5'  TTA CTT GTG GAG CCG CTG ACC ATT  3'

Reverse Primer: 
5'  ATG CCG ACA TAC TTC AGG GCA TCA  3'
The forward primer was fluorescently tagged with Cy5 for the mutant sequence, and with 6-FAM for the wild type sequence.

Probe sequence for genomic DNA rejection experiments:5’ TTT ATA CCG AAA GGT TG 3’

Primer and probe sequences for the UidA real-time qPCR Taqman MGB assay:

Forward primer:

5'-GCCCAACCTTTCGGTATAAAGAC-3'
Reverse primer:

5'-GTTCGCCGATGCAGATATTCGT-3'
MGB Probe:

 5’-  6FAM – TTCGCGCTGATACCAGAC 3’ MGB

Primer sequences for the GAPDH real-time qPCR SYBR assay:

Forward primer:

5’ GCA GGG CCT CAC TCC TTT 3’

Reverse primer:

5’ GGG CCA TCC ACA GTC TTC 3’

SCODA Concentration:

Sample Injection

To perform SCODA based concentration and enrichment samples are first electrokinetically injected into the gel by applying a constant electric field across a chamber adjacent to the concentration gel.  Injection is most efficient when the sample salinity is considerably lower than the salinity of the gel.  All DNA samples were suspended in a 250l solution of 1mM tris, 1mM boric acid and 2mM NaCl, pH 8.3.  An electric field of approximately 100V/cm was applied across the samples for approximately 5min at a temperature of 30°C.
Concentration and Bias

Concentration is performed by applying a rotating electric field pattern as described in [4].  For all experiments the electric field was rotated stepwise through four discrete steps at a total period of 5 seconds (1.25 sec per step).  To wash contaminating DNA from the gel a constant electric field is superimposed over the rotating field pattern.  Table S1 shows the rotating voltage pattern applied to the four source electrodes, and Table S2 shows the applied voltages and run temperatures for each experiment.
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Table S1 Focusing plus bias potentials applied to the gel. 
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  is the focusing potential, and 
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	Figure:
	Focus Potential (V)
	Wash Potential (V)
	Temeprature (°C)

	2
	90
	7
	62.0

	3
	120
	10 and 20
	62.0

	4
	60
	7
	62.0

	5
	132
	10
	59.0

	6 (inset) and 7
	84
	3
	69.4


Table S2 Concentration and wash conditions
Image Analysis
All image analysis software was written in LabVIEW.  The two color fluorescence images shown in Figures 2, 4 and 5 (inset) were taken one color at a time with the imaging system. Images were combined by extracting the green color plane from the image taken on the 6-FAM channel and the red color plane from the Cy5 channel and combining them into a new image.  
DC Mobility experiments

For the DC mobility experiments (Figures 1 and 5) a band of target DNA was injected into a gel containing bound probes and run at a constant electric field.  Figure 1 was generated by applying a field 25V/cm, and Figure 5 was generated by applying a field of 10V/cm.  Images were taken every 20 seconds and subsequently processed to determine the band position for each image.  The position information was used to calculate velocity, and using the known electric field strength, mobility.  The band position was calculated as the midpoint between the points in the image where the pixel intensity of the band was half of its maximum value.  
Rejection Ratio Experiments

To calculate rejection ratio the intensity of the final focus spot was determined on both the red and green channels and compared to a calibration run where a 1:1 ratio of 6-FAM and Cy5 labeled targets were concentrated to the centre of the gel.  Specifically the measured rejection ratio, 
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Where 
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 are the fluorescence signals from the 1:1 calibration run on the red and green channels respectively, and 
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 are the fluorescence signals on the green and red channels respectively after washing excess snMM target from the gel.  The fluorescence signal was determined by integrating over a region of interest which contained the final focus spot and subtracting the background image intensity.  The background intensity was taken from a region adjacent the final focus spot.  For each experiment the same regions were used for both the red and green channels.  These experiments were designed measure the rejection ratio while avoiding problems associated with non-linear relationships between fluorophore concentrations and fluorescence signals.  By adjusting the amount of input snMM DNA until the final red to green signal ratio after washing was comparable to the 1:1 calibration run, errors associated with fluorophore self quenching, sensor noise, and sensor non-linearity can be minimized.  Because of this, although all four experiments measured similar values for the rejection ratio, the most accurate measurement is the 10,000:1 experiment where the final signals from the green and red channels were most similar to the 1:1 calibration run.  The total amount of DNA injected into the gel was chosen to ensure that the subsequent fluorescent signals, after concentration of PC and washing of snMM fragments, would not saturate the sensor.
	Run Description:
	Cy5 Labeled Target
	6-FAM Labeled Target

	1:1 Calibration
	10fmol PM
	10fmol PM

	100:1
	1pmol sbMM
	10fmol PM

	1,000:1
	10pmol sbMM
	10fmol PM

	10,000:1
	100pmol sbMM
	10fmol PM

	100,000:1
	1nmol sbMM
	10fmol PM


Table S3 List of targets run for measuring the rejection ratio of ssSCODA with respect to single base differences.   PM = perfect match.  sbMM = single base mismatch.
Genomic DNA Rejection Experiments

Sample Preparation 
For the genomic DNA rejection experiments, E. coli culture was spiked into blood.  Whole blood (Center for Blood Research, UBC) was thawed to room temperature.  E. coli DH10B (NEB) was sub-cultured in LB at 37 °C for 3 hrs from an overnight culture to obtain Logarithmic phase cells. 0.2 ul of the E. coli culture was added per ml of whole blood to obtain an approximate ratio of 1:100 genome copies (E. coli:Human). The bacterial-blood mixture was transferred to a 2 ml tube containing 1 g of Zr/Si beads (Invitrogen).  1 mg proteinase K (Roche) and 2.84% SDS (Invitrogen) was added per ml of blood.  Cells were lysed in a beadbeater (MP Biomedical, P/N 116004500) for 5 cycles at 6 m/s for 1 min followed by 1 min resting, then incubated for 15 min at 60C.  DNA was extracted from blood-bacterial mixture by adding equal volume phenol:chloroform:isoamyl alcohol (Sigma).  The aqueous phase was re-extracted using equal volume of chloroform:isoamyl alcohol (Sigma).  DNA in the aqueous phase was precipitated with 0.2 M sodium chloride and 0.7 volume of isopronanol and the pellet obtained was washed with 1 ml 70% alcohol. DNA was reconstituted in nuclease free water.  Sodium chloride precipitation was repeated to eliminate residual impurities.  Purified DNA was sheared to below 1.5 kb by sonication (Diagenode Bioruptor, P/N UCD-200TM-EX) at high setting for 20 minutes (30 seconds on, 30 seconds off) at 4°C.
Pre-running gel. 
After casting the gel in a cassette, the gel was pre-run so that any capture probes unincorporated into the gel matrix will be washed out of the gel. The running buffer (89 mM tris base, 89 mM boric acid, 0.2 M NaCl, pH 8.3) was loaded into the sample chamber and a DC voltage of 50 V at 30 °C and then 25 V at 75 °C was applied between electrodes E and F, for 1,000 mC each. 
Sample loading. 
The sample chamber was rinsed with water three times, then the port closest to electrode E was plugged with a 2% w/v Seakem LE Agarose (Lonza P/N 50004) in running buffer.  The purpose of this agarose plug was to prevent the sample mixing with the running buffer. 200 l (1 g) of the sample and 2.5 l of the running buffer was pipetted into the sample chamber, and topped off with water to completely fill the sample chamber.  The two pipet holes were sealed with small pieces of PCR sealing tape (Applied Biosystems, P/N 4311971). 
Sample Injection  
A DC voltage of 150 V was applied between electrodes B and C, and electrode E, at a temperature of 30°C, for 1,500 mC.  The temperature was raised to 75°C, and the same voltage pattern was applied at 50 V for 50 mC.  
Electrophoretic Washing  
The sample chamber and extraction well were rinsed and filled with clean running buffer and sealed with PCR tape.  A potential of 50 V was applied between electrodes E and F, at a set temperature of 30°C, for 750 mC.  The extraction well was rinsed and filled with clean running buffer again, and the same field pattern was continued for an additional 750 mC.  The sample chamber was then rinsed and filled with running buffer, and the extraction well was rinsed but sealed without refilling.  
Concentration and Extraction  
A DC voltage of 25 V was applied in the same manner as the sample injection step, at 75°C for 750 mC.  The concentration-with-bias field pattern as shown in Table S4 was applied for 20 minutes at 52 degC and at a voltage of 150 V.  The extraction well was then filled and sealed with 6.3 ul of running buffer, and the concentration field pattern in Table S4 was applied for 20 minutes at 52 degC at a voltage of 150 V.  Once complete, the buffer in the extraction well is extracted, and the well is rinsed with another 6 ul of running buffer to ensure full recovery.  The collected buffer was weighed to determine exact volume. 
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Table S4 Concentration-with-bias and concentration field patterns used for the genomic DNA rejection experiments. The concentration-with-bias field pattern is as shown while the concentration field pattern is without steps 5 and 10. Steps 5 and 10 are the wash steps. 
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 refers to the rail voltage as described in text, and n/c means no connection.
qPCR Quantification  
E. coli yield was quantitated using 625 nM primers (IDT) UidA-F: GCCCAACCTTTCGGTATAAAGAC and UidA-R: GTTCGCCGATGCAGATATTCGT and 100 nM MGB-probe (ABI) FAM-TTCGCGCTGATACCAGAC in a Taqman assay (Roche).  Human DNA yield was quantitated using 200 nM primers (IDT) GAPDH-R: GCAGGGCCTCACTCCTTT and GAPDH-F: GGGCCATCCACAGTCTTC in a SYBR assay (ABI). 

2 ul of each sample was assayed in a 50 ul reaction volume.  DNA was denatured at 95C for 10 min and amplified for 40 cycles with 15s denaturation at 95C followed by and extension at 60C for 60s.  Enrichment factor was calculated as the ratio between the E.coli yield and Human yield. 

qPCR Results

Figure S5 shows the results of qPCR quantification of ecoli and human DNA plotted against the standard curves.  The values shown on the horizontal axis of Figure S5 are given as the copies per ml of 2ml aliquot added to the qPCR reaction.  We estimate yield of the ssSCODA process by scaling the values quantified by the qPCR reaction by the initial volumes (200ul for the ssSCODA input, and about 12ul for the output) then taking the ratio of the total input DNA to the total output DNA, and multiplying by two since the input is single stranded and the output is double stranded.  We found that the yield of E. coli DNA was approximately 20%.  The enrichment ratio is given by the ratio of the e.coli yield to the human yield.  The quantitation of the human DNA output fell well outside of the standard curve, so direct quantitation of the enrichment ratio was not possible.  Using the lowest point on the standard curve as an upper limit for the amount of human DNA present in the output, we can say that the enrichment factor was greater than 152 fold.  Extrapolating the standard curve gives an enrichment ratio on the order of 103, however this value has considerable uncertainty.   

[image: image54]
Figure S5 Quantification of human and E. coli DNA before and after ssSCODA purification.  The horizontal axis represents the number of DNA copies per l of sample added to the PCR reaction.  2 l were added to each PCR reaction from a total sample volume of 200 l for the input samples and 12.7 l for the output samples.  Top: The UidA gene was used for E. coli quantification.  Bottom: GAPDH was used for human quantification.  Note that the GAPDH no-template control (NTC) did not amplify.   These results suggest that we recovered 20% of the UidA strands that were complementary to the gel probes, with an enrichment factor greater than 152 fold.  Extrapolating the GAPDH standard curve suggests an enrichment factor on the order of 103, however this is an estimate with considerable uncertainty.  
DNA Mobility in an Affinity Matrix
In this section we will discuss the electrophoretic mobility of a target DNA molecule moving through an affinity matrix containing immobilized probe DNA molecules which are complementary to the target, and show how one can perturb the mobility of a DNA molecule moving through such a matrix.  

The interactions between the target and immobilized probes can be described by first order reaction kinetics:
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Here 
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 the probe-target duplex, 
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 is the forward (hybridization) reaction rate, and 
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 the reverse (dissociation) reaction rate.  Since the mobility of the target is zero while it is bound to the matrix, the effective mobility of the target will be reduced by the relative amount of target that is immobilized on the matrix:
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Where 
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 is the mobility of the unbound target.  If we assume that the binding kinetics are fast compared to the period of our perturbing field then we can rewrite equation (S3)

 in terms of reaction rates:
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Inserting (S3)

 and simplifying we get:
(S5)

 into equation 
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From this result it can be seen that the mobility can be altered by modifying either the forward, or reverse reaction rates.  The simplest approach to modifying the mobility of DNA targets moving through an affinity matrix is through control of the matrix temperature.  

To show how this is possible it is helpful to make some simplifying assumptions.  First we assume that we have a large number of probes relative to target molecules, so long as this is true then even if a large fraction of the target molecules become bound to the probes the concentration of free probes, 
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, will not change much and we can assume that 
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 is constant.  Also, we assume that the forward reaction rate 
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 does not depend on temperature.  This not strictly true, as the forward reaction rate does depend on temperature [6,7], and secondary structure in the probe or target sequence can result in a temperature dependant forward reaction rate [8].  However we will be operating in a regime near the duplex melting temperature where the reverse reaction rate has an exponential dependence on temperature and the forward reaction rate has a much weaker temperature dependence, varying by about 30% over a range of 30°C around the melting temperature [9], and additionally assume that the target sequence is free of any significant secondary structure.  To determine the temperature dependence of the reverse reaction rate we assume an Arrhenius model for unbinding kinetics which is justified by recent work in nanopore force spectroscopy 
 ADDIN EN.CITE 
[10,11]
. 
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Here 
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 is an empirically derived constant, 
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 is the probe-target binding energy, 
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Results

		Block Type		96alum

		Chemistry		TAQMAN

		Experiment File Name		D:\Applied Biosystems\7500\experiments\Sweta\2011-08-26 PCI Lysis ssSCODA.eds

		Experiment Run End Time		2011-08-26 14:49:54 PM PDT

		Instrument Type		sds7500

		Passive Reference		ROX

		Well		Sample Name		Target Name		Task		Reporter		Log10 pg/ul		Cт		Cт Mean				Quantity		pg/ul		copies/ul

		A1				UidA		STANDARD		FAM		2.3979400087		23.1197395325		23.0608406067				250		249.1703582013		48856.9329806525

		A2				UidA		STANDARD		FAM		2.3979400087		23.0019397736		23.0608406067				250		270.1058125589		52961.924031157

		A3				UidA		STANDARD		FAM		1.6989700043		25.4260139465		25.4300994873		2.37		50		51.3492267874		10068.4758406648

		A4				UidA		STANDARD		FAM		1.6989700043		25.4341831207		25.4300994873				50		51.0627411843		10012.3021929977

		A5				UidA		STANDARD		FAM		1		27.7478733063		27.7605953217		2.33		10		10.469741543		2052.89049862

		A6				UidA		STANDARD		FAM		1		27.773317337		27.7605953217				10		10.2888790634		2017.4272673409

		A7				UidA		STANDARD		FAM		0.3010299957		30.3102016449		30.4347801208		2.67		2		1.8105668595		355.0131097143

		A8				UidA		STANDARD		FAM		0.3010299957		30.5593585968		30.4347801208				2		1.526535925		299.3207696055

		A9				UidA		STANDARD		FAM		-0.3979400022		32.3446273804		32.5451202393		2.11		0.400000006		0.4494784846		88.1330362013

		A10				UidA		STANDARD		FAM		-0.3979400022		32.7456092834		32.5451202393				0.400000006		0.3415415907		66.9689393449

		A11				UidA		STANDARD		FAM		-1.0969100227		34.7462081909		34.7069702148		2.16		0.0799999982		0.0867759063		17.01488358

		A12				UidA		STANDARD		FAM		-1.0969100227		34.6677284241		34.7069702148				0.0799999982		0.0915675601		17.9544235585

		B1				UidA		NTC		FAM		NFQ-MGB		35.9376182556		36.2849464417		1.58

		B2				UidA		NTC		FAM		NFQ-MGB		36.640460968		36.2849464417

		B3				UidA		NTC		FAM		NFQ-MGB		35.6251068115		36.2849464417

		B4				UidA		NTC		FAM		NFQ-MGB		36.9365921021		36.2849464417

		Well		Sample Name		Target Name		Task		Reporter		Volume		Cт		Cт Mean		Cт SD		Quantity		pg/ul		cp/ul		Copies						UidA yield		Gapdh yield		E factor		Efactor*2

		B1				-		-		NTC		NFQ-MGB		35.9376182556		36.2849464417		0.00				0.0383737558		7.5242658388

		B2				-		-		NTC		NFQ-MGB		36.640460968		36.2849464417						0.0237129499		4.6495980225

		B3				-		-		NTC		NFQ-MGB		35.6251068115		36.2849464417						0.0475319434		9.3199888968

		B4				-		-		NTC		NFQ-MGB		36.9365921021		36.2849464417						0.0193600452		3.7960872986

		A11				-		-		LoQ		-1.0969100227		34.7462081909		34.7069702148		-1.57		0.0799999982		0.0867759063		17.01488358

		A12				-		-		LoQ		-1.0969100227		34.6677284241		34.7069702148				0.0799999982		0.0915675601		17.9544235585

		B5		In Bl		-		-		IN blk				35.5087890625		35.8475723267		0.4791145921		0.0514617451		0.0514733372		10.09281121

		B6		In Bl		-		-		IN blk				36.1863594055		35.8475723267		0.4791145921		0.0323553905		0.0323631244		6.3457106726

		B7		Out Bl		-		-		OUT blk				34.5238647461		35.8798065186		1.917593956		0.1010281444		0.1010488719		19.8135043002

		B8		Out Bl		-		-		OUT blk				37.2357521057		35.8798065186		1.917593956		0.0157693271		0.0157734344		3.0928302794																																		udia

		B9		1:1		-		1:1		In		200		31.5320587158		31.6002998352		0.0965061709		0.7840272188		0.7841402865		153.75299736		30750.5994719952				29378.5811239551										77098.2499569989				3

		B10		1:1		-		1:1		In		200		31.6685390472		31.6002998352		0.0965061709		0.7140623927		0.7141673508		140.0328138796		28006.562775915				29378.5811239551										77098.2499569989				3																cp/ul		ul		cp				est yield		min yield

		B11		10:1		-		10:1		In		200		34.926235199		34.8646507263		0.0870935991		0.0766938403		0.0767102075		15.0412171586		3008.2434317191				3140.627366016										72083.2420297189				23														LoQ		17.4846535693		200		3496.9307138566				10.18%		9.15%

		B12		10:1		-		10:1		In		200		34.8030662537		34.8646507263		0.0870935991		0.083444193		0.0834617882		16.3650565016		3273.0113003129				3140.627366016										72083.2420297189				23														in		15.7031368301		200		3140.627366016

		C1		100:1		-		100:1		In		200		36.5151100159		36.5371704102		0.0311981086		0.02583226		0.025838608		5.06639372		1013.2787440091				998.1987109261										39441.8433586769				40														out1		25.1826332833		12.7		319.8194426975

		C2		100:1		-		100:1		In		200		36.5592308044		36.5371704102		0.0311981086		0.0250633452		0.0250695263		4.9155933892		983.1186778432				998.1987109261										39441.8433586769				40

		C3		1:0		-		1:0		In		200		Undetermined		35.4292449951														2131.577797682										68459.4701215373				32

		C4		1:0		-		1:0		In		200		35.4292449951		35.4292449951				0.054343082		0.0543552338		10.6578889884		2131.577797682				2131.577797682										68459.4701215373				32

		C5		S1		R1		1:0		Out		12.5		36.9327545166		37.4066696167		0.6702144742		0.0194060598		0.0194109948		3.8060774058		47.5759675726				2131.577797682		2%		0.005%		442.6		885.2																				gapdh

		C6		S1		R1		1:0		Out		12.5		37.8805809021		37.4066696167		0.6702144742		0.0101394411		0.0101422148		1.9886695646		24.858369558				2131.577797682		1%		0.018%		65.3		130.7

		C7		S2		R1		1:1		Out		13.5		30.1838626862		30.3284816742		0.2045221329		1.9739732742		1.9742037		387.0987647139		5225.8333236374				29378.5811239551		18%		0.047%		378.3		756.7																						cp/ul		ul		cp				est yield		max yield

		C8		S2		R1		1:1		Out		13.5		30.4731006622		30.3284816742		0.2045221329		1.6192344427		1.6194330514		317.5358924319		4286.7345478303				29378.5811239551		15%		0.024%		608.1		1216.1																				LoQ		6.8035966517		12.7		86.4056774771				0.00%		0.12%

		C9		S3		R2		1:1		Out		13.9		30.1194324493		30.0011367798		0.1672966927		2.0630297661		2.0632680349		404.5623597836		5623.4168009921				29378.5811239551		19%		0.025%		773.9		1547.8																				in		360.4162101486		200		72083.2420297189

		C10		S3		R2		1:1		Out		13.9		29.8828392029		30.0011367798		0.1672966927		2.4259300232		2.4261984724		475.7251906696		6612.5801503076				29378.5811239551		23%		0.009%		2404.8		4809.7																				out1		0.2274510299		12.7		2.8886280792

		C11		S4		R2		1:0		Out		12.6		35.7383766174		35.7383766174				0.0439739563		0.0439840662		8.6243266965		108.6665163755				2131.577797682		5%		0.029%		172.9		345.8																														est		better than:

		C12		S4		R2		1:0		Out		12.6		Undetermined		35.7383766174														2131.577797682		0%		0.021%		0.0		0.0																												E factor		2541		76

		D1		S5		R1		100:1		Out		13.1		37.1654319763		36.4618377686		0.9950324893		0.0165473837		0.0165516694		3.245425366		42.5150722946				998.1987109261		4%		0.000%		0.0		0.0																												E factorx2		5082.3097460441		152.5948448225

		D2		S5		R1		100:1		Out		13.1		35.7582435608		36.4618377686		0.9950324893		0.0433796719		0.0433896641		8.5077772752		111.4518823048				998.1987109261		11%		0.008%		1403.8		2807.7

		D3		S6		R1		10:1		Out		13.8		33.5627365112		33.9712371826		0.5777071714		0.1951292008		0.1951654197		38.2677293526		528.0946650654				3140.627366016		17%		0.015%		1108.3		2216.6

		D4		S6		R1		10:1		Out		13.8		34.379737854		33.9712371826		0.5777071714		0.1115094721		0.1115320245		21.869024407		301.7925368168				3140.627366016		10%		0.011%		907.7		1815.5

		D5		S7		R2		100:1		Out		13.6		35.9126777649		36.2218017578		0.4371700287		0.0390257314		0.0390348429		7.6538907677		104.092914441				998.1987109261		10%		0.050%		208.2		416.4

		D6		S7		R2		100:1		Out		13.6		36.5309295654		36.2218017578		0.4371700287		0.0255538896		0.0255601768		5.0117993817		68.160471591				998.1987109261		7%		0.077%		88.8		177.6

		D7		S8		R2		10:1		Out		12.7		33.9065628052		34.2037811279		0.4203274846		0.1541891843		0.1542188753		30.2389951574		384.0352384991				3140.627366016		12%		0.005%		2562.1		5124.2				0.0204468051		4%

		D8		S8		R2		10:1		Out		12.7		34.500995636		34.2037811279		0.4203274846		0.1026229784		0.1026439842		20.1262714091		255.603646896				3140.627366016		8%		0.003%		2510.3		5020.7				0.0289161492

		Well		Sample Name		Target Name		Task		Reporter		Log10 ng		Cт		Cт Mean				Quantity		ng/ul		copies/ul

		E1				GAPDH		STANDARD		SYBR		2		20.1799812317		19.9110488892				100		78.9352405995		15477.4981567629

		E2				GAPDH		STANDARD		SYBR		2		19.642118454		19.9110488892				100		113.2590982525		22207.6663240134

		E3				GAPDH		STANDARD		SYBR		1.3010299957		22.198223114		22.1922302246		2.28		20		20.3655682534		3993.2486771378

		E4				GAPDH		STANDARD		SYBR		1.3010299957		22.1862392426		22.1922302246				20		20.5300576509		4025.5015001846

		E5				GAPDH		STANDARD		SYBR		0.6020599913		24.5655555725		24.5335121155		2.34		4		4.1567354374		815.0461642052

		E6				GAPDH		STANDARD		SYBR		0.6020599913		24.5014667511		24.5335121155				4		4.339463923		850.8752790179

		E7				GAPDH		STANDARD		SYBR		-0.0969100065		26.8101387024		26.8883361816		2.35		0.8000000119		0.9212831435		180.643753634

		E8				GAPDH		STANDARD		SYBR		-0.0969100065		26.9665317535		26.8883361816				0.8000000119		0.829468966		162.6409737165

		E9				GAPDH		STANDARD		SYBR		-0.7958800271		29.6203975677		29.6582698822		2.77		0.1599999964		0.1396765317		27.387555228

		E10				GAPDH		STANDARD		SYBR		-0.7958800271		29.6961421967		29.6582698822				0.1599999964		0.1327522063		26.0298443822

		E11				GAPDH		STANDARD		SYBR		-1.4948500011		31.3603382111		31.7438659668		2.09		0.0320000015		0.0434391876		8.5174877678

		E12				GAPDH		STANDARD		SYBR		-1.4948500011		32.1273956299		31.7438659668				0.0320000015		0.0259574982		5.0897055357

		F1				GAPDH		NTC		SYBR		None		Undetermined

		F2				GAPDH		NTC		SYBR		None		Undetermined

		F3				GAPDH		NTC		SYBR		None		Undetermined

		F4				GAPDH		NTC		SYBR		None		Undetermined

		Well		Sample Name		Target Name		Task		Reporter		Quencher		Cт		Cт Mean		Cт SD		Quantity		ng/ul		cp/ul		Copies

		F1				-		-		NTC		None		Undetermined

		F2				-		-		NTC		None		Undetermined

		F3				-		-		NTC		None		Undetermined

		F4				-		-		NTC		None		Undetermined

		E11				-		-		LoQ		-1.4948500011		31.3603382111		31.7438659668		0.00		0.0320000015		0.0434391876		8.5174877678

		E12				-		-		LoQ		-1.4948500011		32.1273956299		31.7438659668				0.0320000015		0.0259574982		5.0897055357

		F5		In Bl		-		-		IN blk				Undetermined								0

		F6		In Bl		-		-		IN blk				Undetermined								0

		F7		Out Bl		-		-		OUT blk				Undetermined								0

		F8		Out Bl		-		-		OUT blk				Undetermined								0

		F9		1:1		-		1:1		In		200		25.6390838623		25.6815509796		0.060057573		2.0214920044		2.0220347916		396.4774101242		79295.4820248395				77098.2499569989

		F10		1:1		-		1:1		In		200		25.7240180969		25.6815509796		0.060057573		1.9094631672		1.9099759562		374.5050894458		74901.0178891583				77098.2499569989

		F11		10:1		-		10:1		In		200		25.6910915375		25.784040451		0.13144961		1.9521371126		1.9526613064		382.8747659669		76574.9531933711				72083.2420297189

		F12		10:1		-		10:1		In		200		25.8769893646		25.784040451		0.13144961		1.7231212854		1.7235840371		337.9576543303		67591.5308660666				72083.2420297189

		G1		100:1		-		100:1		In		200		26.6695842743		26.6794662476		0.0139752207		1.0121668577		1.01243862		198.5173764731		39703.475294614				39441.8433586769

		G2		100:1		-		100:1		In		200		26.6893482208		26.6794662476		0.0139752207		0.9988271594		0.9990953913		195.9010571137		39180.2114227399				39441.8433586769

		G3		1:0		-		1:0		In		200		25.8825454712		25.8581809998		0.034456566		1.7167066336		1.7171676634		336.6995418483		67339.9083696591				68459.4701215373

		G4		1:0		-		1:0		In		200		25.8338165283		25.8581809998		0.034456566		1.773788929		1.7742653128		347.8951593671		69579.0318734156				68459.4701215373

		G5		S1		R1		1:0		Out		12.5		36.4682197571		35.5267448425		1.3314466476		0.00140823		0.0014086083		0.2761976968		3.4524712103				68459.4701215373		0.005%

		G6		S1		R1		1:0		Out		12.5		34.585269928		35.5267448425		1.3314466476		0.0049843276		0.0049856661		0.9775815798		12.2197697475				68459.4701215373		0.018%

		G7		S2		R1		1:1		Out		13.5		33.0801086426		33.5810775757		0.7084770799		0.0136900023		0.0136936787		2.6850350303		36.2479729085				77098.2499569989		0.047%

		G8		S2		R1		1:1		Out		13.5		34.0820465088		33.5810775757		0.7084770799		0.0069873161		0.0069891924		1.3704298912		18.5008035305				77098.2499569989		0.024%

		G9		S3		R2		1:1		Out		13.9		34.0804595947		34.8042907715		1.0236545801		0.0069947634		0.0069966416		1.3718905131		19.0692781316				77098.2499569989		0.025%

		G10		S3		R2		1:1		Out		13.9		35.5281257629		34.8042907715		1.0236545801		0.0026469		0.0026476107		0.519139356		7.2160370479				77098.2499569989		0.009%

		G11		S4		R2		1:0		Out		12.6		33.8494033813		34.1092681885		0.3675070405		0.0081683137		0.0081705074		1.6020602788		20.1859595123				68459.4701215373		0.029%

		G12		S4		R2		1:0		Out		12.6		34.3691368103		34.1092681885		0.3675070405		0.0057625603		0.0057641076		1.130217185		14.2407365314				68459.4701215373		0.021%

		H1		S5		R1		100:1		Out		13.1		Undetermined		36.6808357239														39441.8433586769		0.000%

		H2		S5		R1		100:1		Out		13.1		36.6808357239		36.6808357239				0.001220928		0.0012212559		0.2394619444		3.1369514716				39441.8433586769		0.008%

		H3		S6		R1		10:1		Out		13.8		34.8979682922		35.1660385132		0.3791112304		0.0040406031		0.0040416881		0.792487866		10.9363325508				72083.2420297189		0.015%

		H4		S6		R1		10:1		Out		13.8		35.4341125488		35.1660385132		0.3791112304		0.0028193241		0.0028200813		0.5529571222		7.6308082861				72083.2420297189		0.011%

		H5		S7		R2		100:1		Out		13.6		33.9954071045		33.6759338379		0.451806128		0.007405736		0.0074077246		1.452495018		19.7539322454				39441.8433586769		0.050%

		H6		S7		R2		100:1		Out		13.6		33.3564567566		33.6759338379		0.451806128		0.0113720894		0.011375143		2.2304202037		30.3337147704				39441.8433586769		0.077%

		H7		S8		R2		10:1		Out		12.7		36.4971351624		36.7851715088		0.4073421955		0.0013811599		0.0013815308		0.2708883931		3.4402825921				72083.2420297189		0.005%

		H8		S8		R2		10:1		Out		12.7		37.0732040405		36.7851715088		0.4073421955		0.0009382177		0.0009384697		0.1840136666		2.3369735663				72083.2420297189		0.003%
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Results

		Block Type		96alum

		Chemistry		TAQMAN

		Experiment File Name		D:\Applied Biosystems\7500\experiments\Sweta\2011-08-26 PCI Lysis ssSCODA.eds

		Experiment Run End Time		2011-08-26 14:49:54 PM PDT

		Instrument Type		sds7500

		Passive Reference		ROX

		Well		Sample Name		Target Name		Task		Reporter		Log10 pg/ul		Cт		Cт Mean				Quantity		pg/ul		copies/ul

		A1				UidA		STANDARD		FAM		2.3979400087		23.1197395325		23.0608406067				250		249.1703582013		48856.9329806525

		A2				UidA		STANDARD		FAM		2.3979400087		23.0019397736		23.0608406067				250		270.1058125589		52961.924031157

		A3				UidA		STANDARD		FAM		1.6989700043		25.4260139465		25.4300994873		2.37		50		51.3492267874		10068.4758406648

		A4				UidA		STANDARD		FAM		1.6989700043		25.4341831207		25.4300994873				50		51.0627411843		10012.3021929977

		A5				UidA		STANDARD		FAM		1		27.7478733063		27.7605953217		2.33		10		10.469741543		2052.89049862

		A6				UidA		STANDARD		FAM		1		27.773317337		27.7605953217				10		10.2888790634		2017.4272673409

		A7				UidA		STANDARD		FAM		0.3010299957		30.3102016449		30.4347801208		2.67		2		1.8105668595		355.0131097143

		A8				UidA		STANDARD		FAM		0.3010299957		30.5593585968		30.4347801208				2		1.526535925		299.3207696055

		A9				UidA		STANDARD		FAM		-0.3979400022		32.3446273804		32.5451202393		2.11		0.400000006		0.4494784846		88.1330362013

		A10				UidA		STANDARD		FAM		-0.3979400022		32.7456092834		32.5451202393				0.400000006		0.3415415907		66.9689393449

		A11				UidA		STANDARD		FAM		-1.0969100227		34.7462081909		34.7069702148		2.16		0.0799999982		0.0867759063		17.01488358

		A12				UidA		STANDARD		FAM		-1.0969100227		34.6677284241		34.7069702148				0.0799999982		0.0915675601		17.9544235585

		B1				UidA		NTC		FAM		NFQ-MGB		35.9376182556		36.2849464417		1.58

		B2				UidA		NTC		FAM		NFQ-MGB		36.640460968		36.2849464417

		B3				UidA		NTC		FAM		NFQ-MGB		35.6251068115		36.2849464417

		B4				UidA		NTC		FAM		NFQ-MGB		36.9365921021		36.2849464417

		Well		Sample Name		Target Name		Task		Reporter		Volume		Cт		Cт Mean		Cт SD		Quantity		pg/ul		cp/ul		Copies						UidA yield		Gapdh yield		E factor		Efactor*2

		B1				-		-		NTC		NFQ-MGB		35.9376182556		36.2849464417		0.00				0.0383737558		7.5242658388

		B2				-		-		NTC		NFQ-MGB		36.640460968		36.2849464417						0.0237129499		4.6495980225

		B3				-		-		NTC		NFQ-MGB		35.6251068115		36.2849464417						0.0475319434		9.3199888968

		B4				-		-		NTC		NFQ-MGB		36.9365921021		36.2849464417						0.0193600452		3.7960872986

		A11				-		-		LoQ		-1.0969100227		34.7462081909		34.7069702148		-1.57		0.0799999982		0.0867759063		17.01488358

		A12				-		-		LoQ		-1.0969100227		34.6677284241		34.7069702148				0.0799999982		0.0915675601		17.9544235585

		B5		In Bl		-		-		IN blk				35.5087890625		35.8475723267		0.4791145921		0.0514617451		0.0514733372		10.09281121

		B6		In Bl		-		-		IN blk				36.1863594055		35.8475723267		0.4791145921		0.0323553905		0.0323631244		6.3457106726

		B7		Out Bl		-		-		OUT blk				34.5238647461		35.8798065186		1.917593956		0.1010281444		0.1010488719		19.8135043002

		B8		Out Bl		-		-		OUT blk				37.2357521057		35.8798065186		1.917593956		0.0157693271		0.0157734344		3.0928302794																																		udia

		B9		1:1		-		1:1		In		200		31.5320587158		31.6002998352		0.0965061709		0.7840272188		0.7841402865		153.75299736		30750.5994719952				29378.5811239551										77098.2499569989				3

		B10		1:1		-		1:1		In		200		31.6685390472		31.6002998352		0.0965061709		0.7140623927		0.7141673508		140.0328138796		28006.562775915				29378.5811239551										77098.2499569989				3																cp/ul		ul		cp				est yield		min yield

		B11		10:1		-		10:1		In		200		34.926235199		34.8646507263		0.0870935991		0.0766938403		0.0767102075		15.0412171586		3008.2434317191				3140.627366016										72083.2420297189				23														LoQ		17.4846535693		200		3496.9307138566				10.18%		9.15%

		B12		10:1		-		10:1		In		200		34.8030662537		34.8646507263		0.0870935991		0.083444193		0.0834617882		16.3650565016		3273.0113003129				3140.627366016										72083.2420297189				23														in		15.7031368301		200		3140.627366016

		C1		100:1		-		100:1		In		200		36.5151100159		36.5371704102		0.0311981086		0.02583226		0.025838608		5.06639372		1013.2787440091				998.1987109261										39441.8433586769				40														out1		25.1826332833		12.7		319.8194426975

		C2		100:1		-		100:1		In		200		36.5592308044		36.5371704102		0.0311981086		0.0250633452		0.0250695263		4.9155933892		983.1186778432				998.1987109261										39441.8433586769				40

		C3		1:0		-		1:0		In		200		Undetermined		35.4292449951														2131.577797682										68459.4701215373				32

		C4		1:0		-		1:0		In		200		35.4292449951		35.4292449951				0.054343082		0.0543552338		10.6578889884		2131.577797682				2131.577797682										68459.4701215373				32

		C5		S1		R1		1:0		Out		12.5		36.9327545166		37.4066696167		0.6702144742		0.0194060598		0.0194109948		3.8060774058		47.5759675726				2131.577797682		2%		0.005%		442.6		885.2																				gapdh

		C6		S1		R1		1:0		Out		12.5		37.8805809021		37.4066696167		0.6702144742		0.0101394411		0.0101422148		1.9886695646		24.858369558				2131.577797682		1%		0.018%		65.3		130.7

		C7		S2		R1		1:1		Out		13.5		30.1838626862		30.3284816742		0.2045221329		1.9739732742		1.9742037		387.0987647139		5225.8333236374				29378.5811239551		18%		0.047%		378.3		756.7																						cp/ul		ul		cp				est yield		max yield

		C8		S2		R1		1:1		Out		13.5		30.4731006622		30.3284816742		0.2045221329		1.6192344427		1.6194330514		317.5358924319		4286.7345478303				29378.5811239551		15%		0.024%		608.1		1216.1																				LoQ		6.8035966517		12.7		86.4056774771				0.00%		0.12%

		C9		S3		R2		1:1		Out		13.9		30.1194324493		30.0011367798		0.1672966927		2.0630297661		2.0632680349		404.5623597836		5623.4168009921				29378.5811239551		19%		0.025%		773.9		1547.8																				in		360.4162101486		200		72083.2420297189

		C10		S3		R2		1:1		Out		13.9		29.8828392029		30.0011367798		0.1672966927		2.4259300232		2.4261984724		475.7251906696		6612.5801503076				29378.5811239551		23%		0.009%		2404.8		4809.7																				out1		0.2274510299		12.7		2.8886280792

		C11		S4		R2		1:0		Out		12.6		35.7383766174		35.7383766174				0.0439739563		0.0439840662		8.6243266965		108.6665163755				2131.577797682		5%		0.029%		172.9		345.8																														est		better than:

		C12		S4		R2		1:0		Out		12.6		Undetermined		35.7383766174														2131.577797682		0%		0.021%		0.0		0.0																												E factor		2541		76

		D1		S5		R1		100:1		Out		13.1		37.1654319763		36.4618377686		0.9950324893		0.0165473837		0.0165516694		3.245425366		42.5150722946				998.1987109261		4%		0.000%		0.0		0.0																												E factorx2		5082.3097460441		152.5948448225

		D2		S5		R1		100:1		Out		13.1		35.7582435608		36.4618377686		0.9950324893		0.0433796719		0.0433896641		8.5077772752		111.4518823048				998.1987109261		11%		0.008%		1403.8		2807.7

		D3		S6		R1		10:1		Out		13.8		33.5627365112		33.9712371826		0.5777071714		0.1951292008		0.1951654197		38.2677293526		528.0946650654				3140.627366016		17%		0.015%		1108.3		2216.6

		D4		S6		R1		10:1		Out		13.8		34.379737854		33.9712371826		0.5777071714		0.1115094721		0.1115320245		21.869024407		301.7925368168				3140.627366016		10%		0.011%		907.7		1815.5

		D5		S7		R2		100:1		Out		13.6		35.9126777649		36.2218017578		0.4371700287		0.0390257314		0.0390348429		7.6538907677		104.092914441				998.1987109261		10%		0.050%		208.2		416.4

		D6		S7		R2		100:1		Out		13.6		36.5309295654		36.2218017578		0.4371700287		0.0255538896		0.0255601768		5.0117993817		68.160471591				998.1987109261		7%		0.077%		88.8		177.6

		D7		S8		R2		10:1		Out		12.7		33.9065628052		34.2037811279		0.4203274846		0.1541891843		0.1542188753		30.2389951574		384.0352384991				3140.627366016		12%		0.005%		2562.1		5124.2				0.0204468051		4%

		D8		S8		R2		10:1		Out		12.7		34.500995636		34.2037811279		0.4203274846		0.1026229784		0.1026439842		20.1262714091		255.603646896				3140.627366016		8%		0.003%		2510.3		5020.7				0.0289161492

		Well		Sample Name		Target Name		Task		Reporter		Log10 ng		Cт		Cт Mean				Quantity		ng/ul		copies/ul

		E1				GAPDH		STANDARD		SYBR		2		20.1799812317		19.9110488892				100		78.9352405995		15477.4981567629

		E2				GAPDH		STANDARD		SYBR		2		19.642118454		19.9110488892				100		113.2590982525		22207.6663240134

		E3				GAPDH		STANDARD		SYBR		1.3010299957		22.198223114		22.1922302246		2.28		20		20.3655682534		3993.2486771378

		E4				GAPDH		STANDARD		SYBR		1.3010299957		22.1862392426		22.1922302246				20		20.5300576509		4025.5015001846

		E5				GAPDH		STANDARD		SYBR		0.6020599913		24.5655555725		24.5335121155		2.34		4		4.1567354374		815.0461642052

		E6				GAPDH		STANDARD		SYBR		0.6020599913		24.5014667511		24.5335121155				4		4.339463923		850.8752790179

		E7				GAPDH		STANDARD		SYBR		-0.0969100065		26.8101387024		26.8883361816		2.35		0.8000000119		0.9212831435		180.643753634

		E8				GAPDH		STANDARD		SYBR		-0.0969100065		26.9665317535		26.8883361816				0.8000000119		0.829468966		162.6409737165

		E9				GAPDH		STANDARD		SYBR		-0.7958800271		29.6203975677		29.6582698822		2.77		0.1599999964		0.1396765317		27.387555228

		E10				GAPDH		STANDARD		SYBR		-0.7958800271		29.6961421967		29.6582698822				0.1599999964		0.1327522063		26.0298443822

		E11				GAPDH		STANDARD		SYBR		-1.4948500011		31.3603382111		31.7438659668		2.09		0.0320000015		0.0434391876		8.5174877678

		E12				GAPDH		STANDARD		SYBR		-1.4948500011		32.1273956299		31.7438659668				0.0320000015		0.0259574982		5.0897055357

		F1				GAPDH		NTC		SYBR		None		Undetermined

		F2				GAPDH		NTC		SYBR		None		Undetermined

		F3				GAPDH		NTC		SYBR		None		Undetermined

		F4				GAPDH		NTC		SYBR		None		Undetermined

		Well		Sample Name		Target Name		Task		Reporter		Quencher		Cт		Cт Mean		Cт SD		Quantity		ng/ul		cp/ul		Copies

		F1				-		-		NTC		None		Undetermined

		F2				-		-		NTC		None		Undetermined

		F3				-		-		NTC		None		Undetermined

		F4				-		-		NTC		None		Undetermined

		E11				-		-		LoQ		-1.4948500011		31.3603382111		31.7438659668		0.00		0.0320000015		0.0434391876		8.5174877678

		E12				-		-		LoQ		-1.4948500011		32.1273956299		31.7438659668				0.0320000015		0.0259574982		5.0897055357

		F5		In Bl		-		-		IN blk				Undetermined								0

		F6		In Bl		-		-		IN blk				Undetermined								0

		F7		Out Bl		-		-		OUT blk				Undetermined								0

		F8		Out Bl		-		-		OUT blk				Undetermined								0

		F9		1:1		-		1:1		In		200		25.6390838623		25.6815509796		0.060057573		2.0214920044		2.0220347916		396.4774101242		79295.4820248395				77098.2499569989

		F10		1:1		-		1:1		In		200		25.7240180969		25.6815509796		0.060057573		1.9094631672		1.9099759562		374.5050894458		74901.0178891583				77098.2499569989

		F11		10:1		-		10:1		In		200		25.6910915375		25.784040451		0.13144961		1.9521371126		1.9526613064		382.8747659669		76574.9531933711				72083.2420297189

		F12		10:1		-		10:1		In		200		25.8769893646		25.784040451		0.13144961		1.7231212854		1.7235840371		337.9576543303		67591.5308660666				72083.2420297189

		G1		100:1		-		100:1		In		200		26.6695842743		26.6794662476		0.0139752207		1.0121668577		1.01243862		198.5173764731		39703.475294614				39441.8433586769

		G2		100:1		-		100:1		In		200		26.6893482208		26.6794662476		0.0139752207		0.9988271594		0.9990953913		195.9010571137		39180.2114227399				39441.8433586769

		G3		1:0		-		1:0		In		200		25.8825454712		25.8581809998		0.034456566		1.7167066336		1.7171676634		336.6995418483		67339.9083696591				68459.4701215373

		G4		1:0		-		1:0		In		200		25.8338165283		25.8581809998		0.034456566		1.773788929		1.7742653128		347.8951593671		69579.0318734156				68459.4701215373

		G5		S1		R1		1:0		Out		12.5		36.4682197571		35.5267448425		1.3314466476		0.00140823		0.0014086083		0.2761976968		3.4524712103				68459.4701215373		0.005%

		G6		S1		R1		1:0		Out		12.5		34.585269928		35.5267448425		1.3314466476		0.0049843276		0.0049856661		0.9775815798		12.2197697475				68459.4701215373		0.018%

		G7		S2		R1		1:1		Out		13.5		33.0801086426		33.5810775757		0.7084770799		0.0136900023		0.0136936787		2.6850350303		36.2479729085				77098.2499569989		0.047%

		G8		S2		R1		1:1		Out		13.5		34.0820465088		33.5810775757		0.7084770799		0.0069873161		0.0069891924		1.3704298912		18.5008035305				77098.2499569989		0.024%

		G9		S3		R2		1:1		Out		13.9		34.0804595947		34.8042907715		1.0236545801		0.0069947634		0.0069966416		1.3718905131		19.0692781316				77098.2499569989		0.025%

		G10		S3		R2		1:1		Out		13.9		35.5281257629		34.8042907715		1.0236545801		0.0026469		0.0026476107		0.519139356		7.2160370479				77098.2499569989		0.009%

		G11		S4		R2		1:0		Out		12.6		33.8494033813		34.1092681885		0.3675070405		0.0081683137		0.0081705074		1.6020602788		20.1859595123				68459.4701215373		0.029%

		G12		S4		R2		1:0		Out		12.6		34.3691368103		34.1092681885		0.3675070405		0.0057625603		0.0057641076		1.130217185		14.2407365314				68459.4701215373		0.021%

		H1		S5		R1		100:1		Out		13.1		Undetermined		36.6808357239														39441.8433586769		0.000%

		H2		S5		R1		100:1		Out		13.1		36.6808357239		36.6808357239				0.001220928		0.0012212559		0.2394619444		3.1369514716				39441.8433586769		0.008%

		H3		S6		R1		10:1		Out		13.8		34.8979682922		35.1660385132		0.3791112304		0.0040406031		0.0040416881		0.792487866		10.9363325508				72083.2420297189		0.015%

		H4		S6		R1		10:1		Out		13.8		35.4341125488		35.1660385132		0.3791112304		0.0028193241		0.0028200813		0.5529571222		7.6308082861				72083.2420297189		0.011%

		H5		S7		R2		100:1		Out		13.6		33.9954071045		33.6759338379		0.451806128		0.007405736		0.0074077246		1.452495018		19.7539322454				39441.8433586769		0.050%

		H6		S7		R2		100:1		Out		13.6		33.3564567566		33.6759338379		0.451806128		0.0113720894		0.011375143		2.2304202037		30.3337147704				39441.8433586769		0.077%

		H7		S8		R2		10:1		Out		12.7		36.4971351624		36.7851715088		0.4073421955		0.0013811599		0.0013815308		0.2708883931		3.4402825921				72083.2420297189		0.005%

		H8		S8		R2		10:1		Out		12.7		37.0732040405		36.7851715088		0.4073421955		0.0009382177		0.0009384697		0.1840136666		2.3369735663				72083.2420297189		0.003%
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