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® ClonePix System (Molecular Devices, LLC)

® C(CloneSelect Imager (Molecular Devices, LLC)

® C(CloneMedia Semi-Solid Media for hybridomas/myelomas (Molecular Devices, LLC Cat
#K8600/K8610)

® CloneDetect Reagent, Mouse IgG (H+L) Specific,Fluorescein (Molecular Devices, LLC Cat
#K8220)
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Figure 1. Visualization of IgG secretion in parental hybridoma cell line suggests
only a small subset (~7%) is producing ds-DNA virus-specific antibody

Hybridoma cells were plated at 200 cells/mL in 6-well plates in CloneMedia Semi-Solid Media (for
hybridomas/myelomas). Fluorescently conjugated CloneDetect Agent was added to enable in situ
detection of secreted IgG. Colonies were imaged on a ClonePix System in white light at 150 ms (A)
and fluorescence at 500 ms (B). Variability of FITC signal as quantitated by Interior Mean Intensity and
Exterior Mean Intensity of the parent line indicate an unstable, non-monoclonal hybridoma cell line.
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Figure 2. ClonePix Technology Principle

(A Semi-solid media

W \

%

Secreting
clones

CloneDetect
fluorescent

Secreting lgG)

A: Concept overview of antibody detection from individual hybridoma clones grown
suspended in a methylcellulose matrix. B: Whitelight image of precipitated antibody
sequestered around a growing hybridoma clone. C: ClonePix System detection and
selection of acceptable target clones. D: ClonePix System automated picking and
transfer of isolated target clones to destination plates.
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Figure 3. Detection and selection of viable, high secreting colonies using ClonePix Software analysis

A: Scatter plot scatter plot shows a liner correlation between Exterior and Interior Mean Intensity suggesting that the 1gG is being secreted properly (otherwise
immobilized on the cell surface with high Interior and low Exterior), and the low 1gG yielding clones are due to a heterogenous population of variable secretors (i.e. only
a few hybridomas, 5-6% of the total population, are producing lgGs, while the majority of the clones are growing without IgG expression). B: Ranking plot shows clone
selections in purple: the cutoff was FITC signals to pick 480 clones (Exterior above 700 and Interior above 1000).
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Figure 4. CloneSelect Imager Software analysis enables
identification of optimally growing clones B
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n . n n n u Image analysis of the subset of 480 picks demonstrates assessment of colonies’
cellular morphology and growth characteristics (A) as well as estimation of colony
n n n n n n number and Fo\ony area for each well (B), thereby efficiently lr?cking colony growth.
Slower growing colonies were omitted, while the top growers—30% of the total
population (146 colonies)—were used to screen for specificity with peptide assay.
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Figure 5. Sub-cloning of parental hybridoma by ClonePix results
in uniform IgG secretion at higher yields
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A subset data for one sub-clone is shown. A: A significant improvement in % FITC-
positive colonies as a result of sub-cloning is observed as compared to the parental
clone (Figure 1 A, B). IgG secretion was detected at seven days growth by 100 U/ mL
of CloneDetect Reagent. B: Scatter plot shows a linear correlation between Exterior
and Interior Mean Intensity; the slope is shifted towards the Y-axis indicating greater
uniformity, while more clones in upper quadrants signify the presence of higher FITC
positive clones.
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Figure 6. ds-DNA virus IgG clone production capacity
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Sub-cloning by ClonePix System resulted in a dramatic increase in cell line titer.
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