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Notes prepared by Dave Edwards & Graham King

A.  Multinational Brassica Genome Project Steering Committee

1.
Action points from last meeting, held Sunday 16th Jan 2005 PAGXIII San 
Diego

a.  The wording for responsibilities and memberships for the different 
committees had been 
reviewed and updated. This is now posted at 
http://www.brassica.info/mbgp/mbgp1.htm


b. Brassica White paper: feedback from UK, Australia, Canada

· Awaiting in feedback from Korea. – YPL is developing English version. BSK will summarise contents.

· UK require completion of White Paper by December grant submission. 

· Action: DE will contact Surrinder Banga in India re: White Paper

2.
Microarrays. 

· The possibility of Affymetrix constructing a Brassica array has been raised. There is a window of opportunity before end Nov 2005, or then wait until end 2006.  The design would be at no cost to the community.

· Data sets available: 

· GenBank+  (includes B. oleracea shotgun genomic, ESTs from B. napus (Genoplante), B. oleracea (WHRI/AAFC) and B. rapa (Korea +?)

· Canadian  B. napus seed sequences may be available: both 3’ and 5’ - 60K sequences. Check NRC and AAFC sources

· Korea: 100K = 23K unigenes, will use nimblegen array system from chiifu rapa – can make available if Canada make theirs available.

· CAAS Shanghai may have some sequences.

· Reservation from DL: 60K committed – timetable for AAFC final set to go public September 2006. May not be able to release before then. Inform NRC schedule release date. Waiting for SNP agreement to be signed – should be sent out end Oct 2005. 160K sequence pairs = 80K 
genes = 40K unigenes. Sequences to go direct to Affymetrix, to retain confidentiality for 
required period. 

· Meeting agreed would be valuable to collate datasets and invite Affymetrix to develop 
"MBGP Affymetrix" arrays.

· Action:  DE will contact all members and Affy to request further sequences, inform of plan and inform Affymetrix.

· Action: DE to ask Affymetrix if can use Arabidopsis features that are known conserved with Brassica.

· Action:  Establish the cost per Affymetrix array (DE)

· 380K features Nimblegen, 70-100mers, under construction by NIAB, Korea

· Suggested that bring data together for both Affymetrix and Nimblegen systems.

· It was also suggested, that so long as no cost and space on the array, could add Sclerotinia and Blackleg fungal pathogen sequences to chip.

3.  TILLING


The meeting considered the current status of Brassica TILLING, and scope to 
establish an  MBGP TILLING consortium.

· INRA (M. Renard et al, France) have >8000 B. napus TILLING lines (spring type Tinto) 

· Huazhong Agric. Univ, Wuhan (J. Meng, China) are developing B. napus lines.

· CNU (Korea) B. rapa (Chiifu 401   M1 stage ) YLP

· JIC (UK) B. rapa R-O-18

· BSP asked about rapid cycling line for B. rapa?  IB indicated that R-O-18 was inbreeding and suitable for TILLING. 
· WarwickHRI (UK) may have suitable R-O-18 x BI- mapping population (contact:  paul.hand@warwick.ac.uk)

· DL will develop a population in B. nigra. 


It was agreed would be beneficial to set up a TILLING Consortium to pool 
resources. 
This would require:

· growing and selfing plants

· extracting DNA from parents

· Deposit and exchange of DNA pools

· possible use of Genomiphi ® for amplification, but need to determine long-term stability of product

· assess pools using ABI3730

· Would require a Registry of lines and mutant alleles, so that could access a line if no prior call on same line, or undertake to segregate out target mutant locus.

· A draft formalised text would be required. Action: discuss at next full meeting MBGP, San Diego

· Collate materials and methods currently being used and optimised

____________________________________________________________

B.
Brassica rapa Sequencing Project Management Committee

4.
BAC-end data.

· UK and Germany submitted

· Australia (DE), Korea (CNU, NIAB) still some remaining to be submitted

· NIAB could submit by end of Nov 2005.  KBrB93-96 have now been completed.

· DE to submit asap and notify community.

· NIAB notified that there was a further set of plates required to be completed - KrBrH16-50 not sequenced from HindIII library, as well as known unassigned clones.(KrBrB97-132).

· NIAB also have SauIIIa library, have sequenced 15 plates of end sequence

· YPL to ask NRC Canada (Wilf Keller) if they are able to contribute from existing Brassica genomics funding. – Isobel Parkins sent the positive answer for BAC-end sequencing of unallocated clones
·  Current Status of BAC end sequencing in MBGP

	Plates
	No. clones
	Group
	Country
	Status

	KBrH001 –
KBrH015

KBrH016-

KBrH050
	5,760
13,440
	NIAB
Unallocated
	S. Korea
-
	completed
-

	KBrH051 – KBrH062
	4,608
	JIC
	UK
	completed

	KBrH063 – KBrH087
	9,600
	DPI
	Australia
	completed

	KBrH088 – KBrH117 
	11,520
	JIC, Bath
	UK
	completed

	KBrH118 – KBrH136 
	7,296
	U. Bielefeld
	Germany
	completed

	KBrH137 – KBrH144 
	3,072
	CNU
	S. Korea
	completed

	KBrB001 – KBrB096 
	36,864
	NIAB, CNU
	S. Korea
	completed

	KBrB097 – KBrB132
	13,824
	Unallocated
	-
	-


5.
Seed-BAC sequencing

· NIAB (Korea) ongoing work to sequence 500 seed BACs, with 50 anchors to each chromosome.  This represents 10% of the genome !

· Seed BACs selected as representing Arabidopsis genome coverage

· 300 BACs being sequenced now

· 600 by end 2005

· Question re: definition of Phase II (  single ordered, orientated contig, strings of N’s acceptable for difficult to determine sequences, but with less than 7 gaps, with coverage >=90%. 
· At present NIAB sequence 1200 clones from both ends = 10x sequence use 3 or 2Kb and 5Kb – sometimes does not assemble well.

· Arachne assembly software better than Consed for repeat sequence data.

· Experience in B. oleracea at least one hard stop in each BAC! (IB)

6.
Release Policy:


· It was agreed that the release policy for completed BACs should be monthly. 

· The policy should be implemented by November 2005, with data in Genbank, in order to demonstrate functional MBrSP public-domain project to secure future funding from other countries.

· Genetic anchoring, immediate release policy previously agreed

· Sequence meta-data, including traces should be deposited in Genbank. 


Action – YPL to prepare submission policy for trace files and annotation. 
– 
all need same words for BAC submission. 
· GK to provide DE with German release info for DE end sequences.

· Action: Table a draft policy for release, including trace file procedures at the next meeting in San Diego, Jan 2006.

· NIAB to release as many as possible into GenBank by end of November. 

· DE will also release available data by this date.

· DE current release policy 3 month intervals but will change to shorter (when starting to produce more high throughput sequence), monthly in line with other groups.

6. 
Next phase - BAC-by-BAC sequencing of each Chromosome.

· China hopefully able to contribute to this phase

· YPL to ask Japan and USA (Andy Paterson).


UK/China suggest 2 chromosomes


Korea – suggest 2 chromosomes

7.   Genetic anchoring of sequenced BACs (seed BACs)

· NIAB – target SSRs in sequences, screen two mapping populations JWF3 and CKDH

· share BAC clone sequence with CNU and design SSR primers for mapping

· aim for single band SSR. Multiple bands should identify chiifu fragment so should know which is polymorphic, could treat as dominant marker (DL).

· design 3 SSR primers from each BAC. Only 30% of SSRs polymorphic. Mappable markers from 50% of BACs. 

· DL-700 BACs = 1/7th genome, 2000 SSRs in A genome (some poor, 1200 not so bad). 

· Other means of deriving anchors: compare BAC sequence against AAFC (Canada) SSR database to identify mapped SSRs and locations for BACs. NIAB to send BAC sequence to DL to assess. 

· DL to send DNA for SG population – wide cross suitable for mapping markers that are not polymorphic in CKDH.

· GK asked about FISH anchoring previously indicated as being at rate of 20 per week. BSP indicated that it could be used in special cases, but that rate was not possible.  

· IB – asked what was the plan for BACs that cannot be mapped? – fingerprinting reveals some BACs in same contigs – 2600 contigs and 16000 singletons –to be finished this year – depends on final results. (35k BACs from BamH1, 5k Sau3AI, 5k HindIII library)

NEXT, FULL MEETING:  TO BE HELD SUNDAY 15th JANUARY, Plant Animal Genome Meeting, Town & Country Hotel, San Diego (room to be confirmed)
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