EXPERIMENT 10
GLUCOSE 1-
DEHYDROGENASE
ACTIVITY ASSAY
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next Step —» add reaction Mix
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GENERAL
TROUBLESHOOTI
NG GUIDE:

Problems.
Assay not working

Cause

Use of ice cold
assay buffer

Omession of a step
in the protocol

Flate read at
incorrect wavelength

Use of a dfferent
96-well plate

Solution

rlofl \
Assay buffer must be at
room témpearature
Refer and follow the data
sheet precisely

Chick the wavelength in
the data sheet and the
flter settings of the
instrument
Fluorescence: Black
plates (clear bottomn),

Luminescence: White
plates, colorimetric: clear

plates

Samples wit
erratic readings

Use of incompatble
sample type
Samples prepared
in dfferent buffer
Samples were not
deprotenized (if
indicated in data
sheeal)

Celltissue sample
were not completely
homogenized
Samples used after
multiple freeze-thaw
cycles

Fresence of
interfering
substance in the
sample

Use of old of
inappropriately
stored samples

Refer data sheet for
details about
incompatble samples
Use the assay buffer
provided in the kit or
refer cata sheet for
instruction

Use the 10-kDa spin cut-
off fiter or PCA
precipitaton as indicated
Use the Dounce
homogenizer (increase
the number of strokes),
cbserve for lysis under
microscope

Aliguct and freeze
samples f needad to use
multiple times
Troubleshoot if needed
Use fresh samples or
siore at correct

temperatures until use
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GENERAL
TROUBLESHOOTI

NG G

Lower/higher
readings in
samples and
standards

Improperly thawed
components

Use of expired kit or
improperly stored
reagents

Allowing the reagent
to sit for extended
times on ice
Incorrect incubation
times or
temperature
Incorrect volumes
used

Thaw all components
completely and mix
gently before use
Always check the expiry
date and store the
component appropriately
Always thaw and
prepare fresh reaction
mix before use

Refer data sheet an
verify correct incubation
times and temperature
Use calibrated pipettes
and aliquot correctly

@
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GENERAL

Readings do not
follow a linear

TROUBLESHOO" ;s

G GUIDE:

standard curve

[Unanticipated
results

o Use of partially
thawed components

» Pipetting error in the
standard

» Pipetting error in the
reaction mix

» Standard stock is at
an incorrect
concentration

» Calculation error

»  Substitution
reagents from older
kits/lots

» Measured at
incorrect wavelength

»  Samples contain
interfering
substances

» Use of incompatible
sample type

s Sample readings
above/below the
linear range

Thaw and resuspend all
components before
preparing the reaction
mix

Avoid pipetting small
volumes

Prepare a master
reaction mix whenever
possible

Pipette gently against
the wall of the tubes
Always refer the dilutions
in the data sheet
Recheck calculations
after referring data sheet
Use fresh components
from the same kit

Check the equipment
and filter setting
Troubleshoot if it
interferes with the kit
Refer data sheet to
check if the sample is
compatible with the kit or
optimization is needed
Concentrate/dilute
sample so as to be in the
linear range
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