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MGE Training Course

‘Generation of cDNA Libraries by Primer Extension’

Max Planck Institute for Molecular Genetics, Berlin, Germany 
March 31 – April 4, 2008
Summary 

Each participant should generate one cDNA library by primer extension method. 

Total RNA provided by the participant is the preferred starting material. The course includes the central steps of cDNA library production: mRNA enrichment, cDNA synthesis, directional cloning, transformation of E. coli and a first quality control by PCR. 

5’ end-sequencing of 96 clones from each library will be performed after the course and data sent to each participant. The course also includes introduction to different RNA isolation strategies, related library systems, pitfalls in library construction, sequencing and data analysis of ESTs.
Qualifications and Requirements 

The course is designed for PhD students and junior postdocs (MGE members and non members) with basic molecular background and lab experiences. The experience in handling small liquid volumes is needed in the same manner as good starting material. Each participant is asked to provide total RNA (1000 µg). The quantity and quality of total RNA has to be checked carefully (both ribosomal bands present). Please keep in mind that the quality of the starting material is essential for successful library generation. Questions concerning the quality can be clarified by personal communication (e-mail preferred). 

Preliminary schedule

	Day
	Time-scale
	Crucial points
	Details 
	Type*

	
	
	
	
	

	Sunday
	-
	-
	      -    Arrival
	

	
	
	
	
	

	Monday
	08:30- 11:00
	First face to face meeting
	· Greeting

· Organisers and participants give a very short introduction (10 min/ 3X ppt slides):

( institute & group 

( scientific work 

( RNA sample
	G

	
	11:00-11:30
	
	Coffee break
	

	
	11:30-12:30
	Course program
	· short overview

· time table
· safety briefing  
	G

	
	12:30-13:30
	
	Lunch
	

	
	13:30-15:30
	mRNA enrichment 
	· DNase treatment, purification, gel electrophoreses

· mRNA enrichment (DynaBeads)
	P

	
	15:30-16:30
	Theory 
	· Talk: M. Kube

       “cDNA library generation by PE” 
	L

	
	16:30-16:45
	
	Coffee break
	

	
	16:45-17:30
	Theory
	· Talk: H. Kuhl

“High throughput systems”
	L

	
	
	
	
	

	Tuesday
	09:00-13:00
	cDNA synthesis
	· daily task

· first strand synthesis 

· second strand synthesis
	P

	
	13:00-14:00
	
	Lunch
	-

	
	14:00-15:00
	
	· adapter ligation
	P

	
	15:00-15:30
	
	Coffee break
	

	
	15:30-16:30
	Theory
	· Talk: S. Klages

“EST determination and analysis”
	L

	
	
	
	

	Wednesday
	09:00-12:30


	Size Fractionate cDNA
	· daily task

· column chromatography

· fraction check

· precipitation of pooled fractions
	P

	
	12:30-13:30
	
	Lunch
	-

	
	13:30-15:00
	
	· discussion
	G

	
	15:00-16:00
	Recombination
	· Perform recombination reaction
	P

	
	16:00-16:15
	
	Coffee break
	

	
	16:15-17:30
	Theory
	· Talk: M. Kube

“Different strategies for the generation of cDNA libraries”
	L

	
	20:00
	
	Dinner
	S

	
	
	
	
	

	Thursday
	09:00-12:00
	Transformation
	· daily task

· electroporation

· plating cells
	P

	
	12:00-13:00
	
	Lunch
	

	
	13:00-
	Social program


	-    trip to Potsdam
	S

	
	
	
	
	

	Friday
	08:00-10:00
	Quality check of cDNA clones
	· daily task

· PCR (insert amplification)

· determination of the transformation efficiency

· picking of 96 colonies 
	P

	
	10:00-10:30
	
	Coffee break
	-

	
	10:30-12:30
	
	· check on agarose gels (120’)
	P

	
	12:30-13:30
	
	Lunch
	

	
	13:30-15:00
	
	· discussion of results 
	G

	
	15:00-16:00
	
	· evaluation
	G

	
	16:00-17:00 
	
	· final remarks
	G

	
	
	
	
	


*Abbreviations: G, general information & discussion; P, practical exercise; L, lecture
Course material

Lecture slides will be given as handouts

Supervisors

Michael Kube and Richard Reinhardt

Costs

· The basic cost for the course is €1100/person. This is paid for by the MGE Network for all academics (pre and post docs). Commercial participants pay full costs. 

· In addition, all course participants pay €300 for the cDNA library kit. The selected ones pay this in advance of the course as a mean of confirmation.

· Everyone pay for their own travel and accommodation. 

Accommodation and meals

Participants are offered to be accommodated at a guesthouse which is situated directly at the institute. The costs for this per night is 30 € in single room and 20 € in double room + 4,50 € per day for breakfast (incl. 7 % VAT).

Lunches, coffee, and social event are included in the fee. 

Application

To apply, please fill in the application form found attached to this mail and send it together with a two-page CV to Ulrika Hjelm (ulrika.hjelm@kmf.gu.se) before February 4, 2008.

12 participants will be selected by the following criteria:

1) Relation to network

2) Relevance of project for the course 

3) Background and experience of applicant

We will aim at mixing people from different research areas and therefore probably no more than one person per partner will be considered. We will also aim at an equal distribution of women and men.

The selected persons will get a notification ASAP after the deadline that has to be confirmed within 7 days. We will have a waiting list in case of non-confirmations and cancellations. 

Contact

For questions concerning course subjects and content

Michael Kube 

Max Planck Institute for Molecular Genetics

Ihnestr. 63

14195 Berlin

Germany

Tel:
++49 (0) 30 8413 1552

Fax:
++49 (0) 30 8413 1365

E-mail: kube@molgen.mpg.de
For general questions

Ulrika Hjelm
Training and Education Programme Manager 

Kristineberg Marine Research Station
S-450 34 Fiskebäckskil 
Sweden
Tel: ++46 (0) 523 18548
Fax: ++46 (0) 523 18502
E-mail: ulrika.hjelm@kmf.gu.se 

NoE Marine Genomics Europe
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