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Cross-Contamination Growth Test in the HiGro (96-Well Format)
Genomic Technical Note
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Plate 96-shallow-well, flat-bottom polystyrene, round wells, 9mm diameter

Plate Covers NO PLATE LIDS OR COVERS

Volume 300 ul / well of 1x Terrific Broth + Ampicillin

Strain E-coli, DH10B carrying pUC19 (no insert)

Innoculation 5 ul per well glycerol stock culture added to each well in every other row with
multichannel pipettor

Shaking Speed 550 RPM

Gas Flow Air flow: Flow rate: 3.0 standard liters per minute into chamber
Flow intervals: 2 seconds on, 0.5 minutes off
Delay: None

Shaking Orbital 8§ mm

Growth Time 18 hours

Temperature 37°C
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Cross-Contamination Growth Test in the HiGro (384-Well Format)
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Plate 384-shallow-well, flat-bottom polystyrene, round wells

Plate Covers NO PLATE LIDS OR COVERS

Volume 90 pl / well of 1x Terrific Broth + Ampicillin

Strain E-coli, DH10B carrying pUC19 (no insert)

Innoculation 5 ul per well glycerol stock culture added to each well in every other row with

multichannel pipettor

Shaking Speed 650 RPM

Gas Flow Air flow: 3 standard liters per minute
Flow intervals: 0.5 seconds on, 0.5 minutes off
Delay: None

Shaking Orbital 4 mm

Growth Time 18 hours

Temperature 37°C
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Cross-Contamination Test (384-Well Format) rage 2

DNA Yield (384-Well Format)

‘ 3h 4h 5h 6h 7h 8h

>1pg plasmid
LIS MMM MENMRPIE  tcr only 8 hours!
- - (total yield from
90 pl growth
9h 15h 16h 17h 18h EREIT)
1 DNA eluted
2ul 4l 2l 4l - 2ul 4pl 2l 4pl into 50 ul EB
—ael -8 =8
21h 22h 23h 24h
2ul 4ul 2pl 4ul | 2l 4ul - 2ul 4pul
a8 -8
Each band in the ladder represents 25 ng DNA
Growth Conditions 90 pl of Magnificent Media, 384-shallow-well, flat-bottom plate, rounded-square wells;
inoculation (1 pl) from O/N culture; high copy plasmid, 3 kb total size; selection
100 pg/ml Carbapenem.

HiGro: 37° C; 500 rpm; Air: no delay, 0.5 seconds on, 0.5 minutes off, 1.5 standard liters
per minute; no plate lids.

Plasmid Prep Conditions 90 pl (total culture) pipetted into alkaline lysis reagents (100 pl). Neutralization
reagents added (100 pl). Pelleted sample. Isolated DNA on commercially available
column. Eluted into 50 ul EB.

Gel Conditions 2 ul & 4 pl of each (50 pl) prep were run on 1% agarose gel. Ladder: two 10-band mass
ladders combined (250 ng of each ladder).

www.digilabglobal.com



Genomic Technical Note

96-Well Plasmid Growth: HiGro vs. Standard Floor Shaker

Conditions E. coli strain DH10B carrying pUC19; 1x TB media; inoculum: 5 pl glycerol stock culture;
secection: Ampicillin; 37° C.

HiGro 300 pl/well in 96-shallow-well, flat-bottom plate; 550 rpm; Air flow: no delay, 2 seconds
on, 30 seconds off, 6 standard liters per minute; no plate lids.

Floor Shaker 1000 pl/well in 96-well Beckman deep-well block, 250 rpm in New Brunswick floor

shaker (plates were taped down); aluminum foil placed loosely over each plate;
wetted paper towel placed in shaker to maintain ambient humidity.

HiGro E.Coli (M13) Growth
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Data provided by Andre Marziali, Stanford DNA Sequencing and Technology Center.
All growth 20 hours, inoculated with toothpicks into 1.8 ml of media, and split three

ways (300, 750, and 750 pl). 300 pl culture grown in shallow plates and 750 pl culture
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grown in deepwell plates.

M13 Conditions

2x TB media + salts, 300 pl in a shallow plate, no lid. Oxygen to each chamber
<20 cu ft/run. Speed approximately 650 rpm.

With Beads

Beckman deepwell plate, 750 pl of media, one glass bead per well, agitated at 700 rpm,
37° C in a Cole Parmer 51400-00 shaker. Aluminum foil loosely placed over plate.

Without Beads

Same as growth conditions "With Beads", without the glass bead.
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