Chinese Spring Aluminum Stressed Root Tip cDNA Library (A Chin; TJ Close lab, UC Riverside, 16 Mar 2001); TAcDNA0024 Lot #1; TA056E1X

Source of RNA:

· Plant: hexaploid wheat (Triticum aestivum L. cv Chinese Spring)  

· Type of tissue: Root tip at 1.0 to 1.5 mm stage

· Growth conditions: Plants were grown for 4 days under hydroponic conditions (by Kathleen Ross, P Gustafson lab, University of Missouri, Columbia), 1 ppm aluminum.

· Samples:  root tips were excised and snap frozen.

· Total RNA purification: CsCl method of GE Butler.

· RNA pooling: none.

· PolyA purification method: PolyATtrack mRNA Isolation System IV (Promega)

· cDNA synthesis method: cDNA Synthesis Kit (Stratagene)

Name of vector: Uni-ZAP XR

· Uni-ZAP XR vector allows in vivo excision of the pBluescript phagemid

Description of Inserts:

· cDNAs were directionally cloned with EcoRI on the 5’ and XhoI on the 3’ end

· cDNAs larger than 0.5 kb were selected by size fractionation via gel filtration

Primary ( Phage Library:

· cDNA ligation: ~100 ng of cDNA and 1 (g of vector

· Packaging: Gigapack III Gold Packaging Extract (Stratagene)

· Lambda ZAP yield: 2.16 x 107 pfu in 500 (l SM buffer

· Non-recombinants (dark blue): not determined.

Mass Excision Phagemid Library: 

· Complexity: 1 x 106 ( ZAP pfu (23.2 (l of primary library) added to 976.8 (l SM Buffer

· Host cells:  XL1-Blue-MRF' (Stratagene), ~ 5 x 107 log-phase cells in 1 ml 10 mM MgSO4
· Helper phage: ExAssist (Stratagene), ~1 x 109 pfu; 40 (l

· Addition of adsorbed mixture of above ingredients to 39 ml LB medium, 37(C

· Mass excision performed for ~2.5 hr (1.1.L; 3/16/01) and ~3 hr (1.2.L; 3/30/01) and centrifuged to create a cell pellet and supernatant

· Supernatant heated at 70(C for 20 min; this is the “Low Amplification” library (L).

· Titered on TJC121 cells:

	
	Low Amplification (1.1.L)
	Low Amplification (1.2.L)

	Phagemid yield (cfu/ml)
	6.9 x 104
	2.61 x 105

	Total phagemid yield (cfu/40 ml) 
	2.76 x 106
	1.04 x 107

	Amplification (cfu/plaque)
	2.8
	10.4

	Percent dark blue colonies
	~ 3%
	~ 4%








