
HKUST iGem2009
Minutes of the 13th General Meeting
Date:
2/7/2009

Time:
17:30 -18:55
Place:
Room 5509
Attending:   Alex(Wong Chun Hung), Angela(Liu Yang), Bonnie(Lam Ki Yan), Emma(Chen Xinru), Helen(Zhong Wanting), Joyce(Zhang Junyi), Kelvin(Min Kai Kei), Luo Yunqiu, Lavinia(Li Yunzi), Sandy(Wong Pui Shan), Swift(Chen Xihan),Vito(Ng Wang Ki), Zhou Chaoxu, Tony(Ho Wai Pang)
Absent:
Aileen(Pan Huilin), Elaine(CAI Yilei), Jessica(Zhang Chuchu), Philip(Yang Yang), Richard(Tian Guangman), Prof. King Chow
Host:
Joyce
Recorder:
Helen
1. Report on progress
· Adopt the agenda of the 13th regular meeting and the minutes of the 12th regular meeting.
2. Discussion items

1) Progress of each group by group representatives
(i) Receptor (reported by Jessica)
· Five PCR steps are designed to construct the chimeric receptor. Primers for the fusion PCR have been designed by Kelvin and Helen. Jessica has made modifications (kozak sequence, Tm, etc.). Primers can be ordered if there are no problems.

· Expression vector to be used: pESC-His (available in Liang Chun’s Lab).

*Note: The coordination between groups about the choice of expression vectors is important. Therefore, to make sure that the markers different groups used will not clash, Group 1 will use the His marker; Group 2 will use Leu; Group 3 will use Ura, Group 4 can use Trp.

· The odr-10 sequence has been ordered; RI7 and WIF-1α are under request.

· Group members have been receiving lab training.

(ii) Downstream Signaling (reported by Vito)
· Current plan: Extract plasmids from WIF-1α strain and transform into ARO9-Δ strain. (WIF-1α is a diploid, and there may be trouble in crossing)

· Plasmid extraction:  need to accurately extract all three plasmids in the WIF-1α strain. Suggestion from Jeff of Banfield’s Lab: separate all plasmids one by one to prevent problems in transformation into ARO9-Δ (primers need to be designed).
· ARO9-Δ has the trp gene knocked out. So we need to change the Trp marker used in one of the WIF-1α plasmids to a Leu marker (cloned from other expression vectors like pESC-Leu).
· -Estimated timeline: One month for everything to be done. 
· ARO9-Δ strain has already been ordered.

· In response to Swift’s concerns (as attractant group will also use a plasmid with Ura marker): the downstream group will conduct two transformations; first with the original Ura plasmid to check GFP response in downstream signaling, then with Group 3’s expression vector.

(iii) Attractant Group
· The group has learnt basic skills in lab except for ligation (protocols will be acquired soon). 
· A detailed working plan has been proposed by Swift (19 steps, including plasmid amplification in E. coli, plasmid extraction, transformation)

· Expression vector: pRS426(URA) , incorporate four genes: TPI1 promoter-CREB-ARO9-GFP 
· TPI1 promoter (sequence can be acquired from Banfield Lab)
· CREB can be derived from a pCMV vector (expensive, must ask for KC’s permission to purchase); if not approved, C. elegans CREB might be used. (use BLAST on the vector for further study). Since details about CREB have not been confirmed at this stage, it may be the last part to be constructed.
· ARO9:  check promoter and primer, can be amplified from genomic DNA.
· GFP:  sequence already obtained, designing primers for GFP.

· Four genes need to be inserted into the expression vector. May need a month or more for the construction.
· Most difficult step might be ligation.
· TPI1 promoter primer can be obtained from Banfield lab; other promoters ordered. Genomic DNA ordered and enough for PCR. 
· Designed primers for ARO9 (need to check); ask Banfield for TPI promoter primer; need primer for GFP (restriction sites).

· Tony suggests the use of a flow chart in such a detailed plan; days needed for each step should be listed. He also suggests extra assistance for the group in the execution of the plan.

(iv) Toxin Group
· The group has practiced transformation and culture of yeast in the past week. 
· Found papers talking about promoter and sequence of BinA and BinB.
· Next week: plan to find better plasmid and promoter candidates.

· Swift suggests using TPI or GAL promoter if a strong constitutive promoter is needed. He also suggests asking Jeff or Martin from Banfield Lab for information.
· Kelvin suggests locating BinA and BinB, knocking out native promoters (if not fit) and replacing with the needed promoters (also need to check whether they are in frame and in the correct direction). He suggests finding related plasmids with the desired marker and restriction sites etc., and modifications can be made.
· Swift suggests PCRing BinA/BinB out of plasmids and cloning into an expression vector with in frame restriction sites (or sites can be designed in primers). 
· Jessica suggests using bidirectional vectors (e.g. pESC) if two promoters are needed for the two genes (one selection marker in vector).
· The use of GFP and RFP will not interfere with each other (different localization or use of different lights).
· Tony asks the toxin group to hand in a detailed milestone plan.
2) Other important things:
· Tony suggests using the forum more; attachments can be circulated through emails.
· Jessica mentions keeping detailed logbooks with steps, results and photos. (can be put in website)
· Kelvin suggests that members make more active inquiries about the biggest obstacles they encounter, for somebody may have the answer. (Or they might ask KC). People should take initiative to post questions (e.g. primer design) onto the forum. The discussion forum should be promoted.
· Helen inquires about the problem in obtaining WIF-1α (no response). This can become the major risk in the project. However, if the strain cannot be obtained, each group can still function but cannot integrate together. The problem and possible backup plans will be discussed when KC is back. 
· Possible backup: MC18 strain:  may function, signal transduction not efficient, may have only low yield of products. Can be used to show the pathway works.
3) Discussion on person-in-change for the next meeting
(i) Emma will be the PIC for the next meeting.
3. Meeting adjournment and next meeting

The meeting was adjourned at 18:55.
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