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Troubleshooting Guide

100 uL, 3 x 100 uL

Cat No: ETRA1L, ETRA3

Use this guide for common efficiency and cytotoxicity problems with NutriCulture ECOTRAX Transfection Reagent. The datasheet covers plasmid and
siRNA/miRNA transfection and emphasizes 50-60% confluency, consistent seeding, high-purity/endotoxin-free DNA, cell-line-specific optimization,
antibiotic-free transfection conditions, and defined complex-formation times.

Before You Start - Quick Checks

1. Use cells at approximately 50-60% confluency and keep seeding conditions consistent between experiments.

2. For a new cell line or passage condition, evaluate at least two ECOTRAX concentrations as controls for optimization.

3. Use high-purity plasmid DNA; the datasheet specifies A260/A280 = 1.8-1.9 and warns against endotoxin contamination.
4. Do not use antibiotics in growth medium during transfection because increased permeability may cause toxicity.

5. Dilute EcoTRAX in medium and incubate 5 minutes at room temperature before combining mixtures.

6. After combining cargo and ECOTRAX mixtures, incubate 25 minutes at room temperature before adding to cells.

Transfection efficiency is low Cells may not be at the recommended confluency or =~ Transfect at approximately 50-60% confluency and keep seeding
seeding conditions may vary. conditions consistent between experiments.

Efficiency changes with a new cell line ~ The datasheet notes that cell type and passage Optimize using at least two EcoTRAX concentrations as controls when

or passage number can alter efficiency and cytotoxicity. introducing a new cell line or different passage state.

High cytotoxicity is observed Antibiotics may be present during transfection, the Use antibiotic-free growth medium during transfection, evaluate more than
reagent amount may need optimization, or DNA one EcoTRAX concentration, and use high-purity DNA without endotoxin
may contain endotoxin. contamination.

Plasmid transfection is inefficient Plasmid purity may be outside the datasheet Use plasmid DNA with A260/A280 of 1.8-1.9 and avoid

despite normal cell condition recommendation. endotoxin-contaminated preparations.

Complex formation is inconsistent The EcoTRAX preincubation or Incubate diluted ECOTRAX for 5 minutes at room temperature, then
combined-complex incubation may not match the combine Mixture 1 and Mixture 2 and incubate for 25 minutes at room
protocol. temperature.

Wrong EcoTRAX amount is used for The culture-format-specific table may not have Use the plasmid table in the datasheet; for example, 96-well: 250 ng

plasmid transfection been followed. plasmid with 0.75 uL EcoTRAX; 6-well: 1 ug plasmid with 3 uL

EcoTRAX.

Plasmid complex remains on cells Medium replacement timing may not follow the The datasheet states that the DNA/EcoTRAX mixture can be removed by

longer than intended plasmid protocol. medium refresh after 6-24 hours.

Table continues on next page.
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Cells deteriorate during long The culture may not contain enough medium for the =~ For longer incubation periods, ensure that sufficient culture medium is
plasmid-complex exposure longer incubation. present and add complete medium if needed, as stated in the datasheet.

siRNA/miRNA transfection efficiency The siRNA/miRNA-specific setup may have been Use the siRNA/miRNA table and complex-volume table rather than
is low confused with the plasmid protocol. plasmid amounts. Refresh the medium 30 minutes before transfection as
specified.

Wrong EcoTRAX amount is used for The format-specific iRNA/miRNA table may not Use the datasheet amounts; for example, 96-well Mixture 2 uses 1.5 uL

siRNA/miRNA transfection have been followed. EcoTRAX, while the final complex delivered per well contains 0.3 uL
EcoTRAX.
Final siRNA/miRNA dose is incorrect The prepared complex amount added to each well Use the final amounts listed in Table 3; for example, 96-well: 10 uL
may not match Table 3. complex containing 1 pmol siRNA/miRNA and 0.3 uL. EcoTRAX per
well.
siRNA/miRNA complexes are The allowed post-transfection interval may not The datasheet states that sSiRNA/miRNA complexes can be removed by
removed at the wrong time have been followed. medium refresh after 6-48 hours.
Serum is removed unnecessarily Serum-containing medium may be assumed to be The datasheet states that culture medium with serum usually does not
incompatible. affect transfection efficiency; the main caution is antibiotic use during
transfection.
Results vary between experiments Seeding, cell passage, or reagent-to-cargo Keep seeding conditions constant and record cell passage, cargo amount,
with the same nominal dose conditions may not be standardized. EcoTRAX amount, and complex-formation timing for each experiment.

Still having trouble? Recheck 50-60% confluency, consistent seeding, high-purity/endotoxin-free DNA, antibiotic-free transfection conditions, the correct plasmid versus
siRNA/miRNA table, 5-minute ECOTRAX preincubation, and 25-minute complex formation. Optimize EcCoTRAX concentration when cell type or passage changes.
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