 SEQ CHAPTER \h \r 1Molecular Genetics of Prokaryotes MBIO 4600

LAB 3 REPORT
Date:

Group #:

Group or Individual Report:

Student Name(s):

If applicable indicate group members name if individual report: 

Data Presentation and Analysis
1.  a) Include a completely labelled figure of agarose gel electrophoresis photograph of Hind III digested pMR106 plasmid DNA. Insert your group’s agarose gel jpg photograph available on lab website into Word doc. Resize to fit ~ 1/2 page (do not remove any lanes, show the complete gel picture). If your data is poor, select another group’s data and reference. Refer to Lab Report Presentation section for figure set up.

b) Practical ability to isolate and restriction digest plasmid. Include this table in your report for marker – the student does not enter any information.

	Marking Criteria of Agarose Gel. 
	Acceptable indicated by check mark.

	Reasonable amount of plasmid pMR106

present


	

	Single DNA band when plasmid pMR106 cut with HindIII 


	



c) How many bands are expected on the agarose gel when plasmid pMR106 is restriction enzyme digest with Sal 1? Assume the rhaK insert in pMR106 has two Sal 1 sites. 

Circle the correct answer:
ONE   or   TWO   or   THREE    or   FOUR   or   FIVE         

d) Visually estimate plasmid concentration. Compare to intensity of closest 1 kb Plus DNA ladder bp band; 4000 bp for pMR106 (4338 bp). The 4000 bp band represents 6.4% of the 1 kb Plus DNA standard ladder mass. 5 μl 0.25 μg/μl1 kb Plus DNA standard ladder loaded in well. 

Record the requested information in the following table.


	Table 1. Agarose gel electrophoresis estimation of plasmid pMR106 concentration by comparison to 1 kb Plus DNA standard ladder band intensity.

	Plasmid
	Degree of intensity relative to appropriate bp band of 1 kb Plus laddera
	Estimated concentration of plasmid (μg/μl)

	pMR106 
	
	


adegree of intensity and relative size: same = 1x, more use 2x, 3x etc, if less state 0.5x, 0.2x etc

Show numerical sample calculation for plasmid pMR106 concentration (μg/μl):

(must be below table)

2. a )Record transformation plate count results in the following table. Indicate in table with an asterisk values used to calculate transformation/ml titre. 

	Table 2. Determination of  pBluescript and pMR106 transformants/μg plasmid for E. coli DH5α.

Rewrite plasmid concentration from previous section. 

pBluescript (μg/μl): ___0.1 (supplied)____    pMR106 (μg/μl):  _______________________

	plasmid


	μg plasmid added to transformation mixture

	LB-AMP plating

	
	
	Dilution plated

(0.1 ml)
	Plate count
	Transformation titre (bacteria/ml)
	Number transformants/μg plasmid

	undiluted pBluescript
	
	10-1
	
	
	

	
	
	10-2
	
	
	

	
	
	10-3
	
	
	

	10-1 dilution pBluescript
	
	10-1
	
	
	

	
	
	10-2
	
	
	

	
	
	10-3
	
	
	

	undiluted pMR106
	
	10-1
	
	
	

	
	
	10-2
	
	
	

	
	
	10-3
	
	
	

	10-1 dilution pMR106
	
	10-1
	
	
	

	
	
	10-2
	
	
	

	
	
	10-3
	
	
	

	negative control
	0
	100
	
	NA
	NA


TNTC = too numerous to count, NA = not applicable

Indicate plates counts used to calculate all titre with asterisks

b) For Table 2. show sample one numerical calculation for each of  the following. 
Calculations must follow Table 2.

State plasmid selected for calculation: _________________________

Circle one:    undiluted    or    10-1 dilution
 (i) μg plasmid added to 100 μl competent cells:

(ii) Tranformation Titre (bacteria/ml):



(iii) Number transformants/μg plasmid:

3.  Record pick plate results in the following table.

	Table 3.  E. coli DH5α transformation with plasmids pBluescript and pMR106 LB-AMP-Xgal-IPTG pick plate results.

	Plasmid
	# of colonies picked showing growtha

	colony colorb
	expected colony color

	pBluescript
	
	
	

	pMR106
	
	
	


a 6 transformants picked 

bblue or white. The expected colony color for 6 colonies picked should be the same. If differs, footnote.

