605 ENDOSPERM ARRY FORMAT 605-03-01

Printing Preparation:

We printed Array 605.03 in May 2000.  This was supposed to include plates include 84 of the 97 plates in the 605 library.  However plate 91 was missing at the time of printing.

Plates were amplified prior to printing the 605.02 as follows:

Amplification:  Plates 11-97 were amplified in 50 ul Sigma reactions.  Plates 1-97 were then reamplified in 75 ul Sigma reactions.  Plates 1-10 were reamplified in 50 ul Sigma reactions after it was decided NOT to merge new reactions with older ones used for the first Microarray printing.  All plates were cleaned-up using Millipore PCR Clean-up kits (size exclusion filters).  For plates 11-97, the 50 and 75 ul reactions were cleaned in the same clean-up plate.  Plates 1-10:  since we cleaned up 75 ul reaction first, we cleaned 50 ul reaction in a separate plate and then merged and redried samples.  Plates were dried using Savant 2 ½ hrs and stored dry at –20 C.

Printing:  Plates will be resuspended in 15 ul of 2X SSC at RT at least 1 hr prior to printing.  Plates will be placed at RT at least 15 min prior to printing and otherwise stored at 4 C.  Plates will remain covered until printing. After printing plates were sealed with parafilm and stored at –20C. 
Prior to printing the 605.03 plates were dried 15-30 min in the Savant, sealed with parafilm and stored at –20 C.  Plates were resuspended with 15 ul of ddH20 prior to printing as above.

Array Elements:

605 Plates NOT included are (13 of 97) and reason are as follows:

16 
No data sent

30 
Fernandes—Do not use  (email 7/13/99)

36
Fernandes—Do not use

40
Fernandes—Do not use

42
Fernandes—Do not use

43
Fernandes—Do not use

44
No data sent

45
Fernandes—Do not use

67
No plate sent

69
No plate sent

86
Fernandes—Do not use

87
Fernandes—Do not use

94
No plate sent

91
Note:  Plate 91 was missing at time of printing!!!

Controls (see attachment).  Can fit 88 plates per subarray.  We have 83 (plate 91 missing) treatment and 1 control plate.  We will print the control plate twice:  first and last to bring our plate total to 85. 

Print Design:

Array Designation 605.03.01 ( Project 605.Array Design 3. Print 1). We will print using 4 Majer Precision pins out of 96-well (Greiner V-well) plates onto Sigma Screen Silane Slides. We designed the array to accommodate 84*96=8064 elements and 93 controls (1 plate printed twice) or 86 plates.  Each subarray will be a H=46 x V=46 matrix (8464 spots) with NO replicate spots (spacing 190 um).  There will be 2 duplicate arrays.  Solutions to problems with 605-1:  1) We will print array farther from the top of the slide to aid hybridization.  2) Our array design can hold 47 elements/subarray—we will print 46 leaving 47th position vertically and horizontally blank.  3) We will have only a small gap between subarray 1 and 3 because we will print 86 of 88 possible plates (84 plates and 1 plate of the control printed twice: first and last).  There will be a 1000 um space between duplicate arrays.  Hopefully this will offset duplicate arrays more clearly than previously.  4) We have tried to keep in mind size of hybridization coverslips in designing arrays. Experimenters can hybridize single array with 22 X 22 cm standard coverslip or duplicate arrays with 22 X 40 coverslip).  5) We will label slides with temporary labels and instruct users to permanently label slides. 6) We will print 100 slides.    

Slide Storage:

Slides will be stored without immobilizing elements in slide containers at RT in the dark.

Actual Print Notes  

We used the settings given below.  We printed the control plate first and then only 83 sample plates—605091 was missing at the time of printing.  Then we printed 605002 and 605003 again because spots were poor the first time.  Then we printed the control plate again.

Plate 1  Control     

Plate 2  605001      

Plate 3  605002

Plate 4  605003

Plate 5  605004

Plate 84 605097

Plate 85 605002

Plate 86 605003

Plate 87 Control

Printer Settings:

Program  Maize 605

Sample Plates:

# plates 86

Pin Configuration
2x2

Origin Offset
500x500 microns  (note we set origin to 10 mm from the top and 2 mm from each side).

Array Design

Horizontal
Vertical

190 

190
microns


1 replicate spots

46

46
spots per subarray

47

47
maximum

1000

--
space between arrays

2

1
arrays



same samples for each array

3

1
maximum arrays

Dips

1
Number of dips

1000 
Dip time   milliseconds

100
redip after every 100 slides

0 print time

Cleaning

000426
wash/dry6
loop 8

after every 1 sample

wash 2000





dry 2000





endloop

605-2 loop 2

after every 1 plate

sonicate  30,000

wash  10,000

dry   2000

endloop

000426 wash/dry6

after every 1 run

Sample sequence

A1 A3 A5 etc

Samples 

8352   (85*96) +(2*93)=8349   samples

8464  46*46*4=8464  places

