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Resprep® PPT3 96-Well Plates

» Polypropylene protein precipitation (PPT) 96-well plates offer

highly efficient >99% protein removal.

* Minimum 24-hour drip-free feature for easy in-well protein
precipitation—no fear of backflushing or contamination.

« Built-in dual-layer membrane with different porosities in each

layer prohibits clogging and speed:s filtration.

» Solvent-first method streamlines sample preparation.

o 2.0 mL deep well—suitable for mixing by vortex or pipette.

» 3-way versatility for filtration—compatible with all common devices:

-Vacuum manifold
- Positive pressure manifold
- Centrifugation

» (Can also be used to increase throughput in general filtration

applications.

Reliably Drip-Free, Even with
Aggressive Solvents

While some competitors start to drip almost
immediately, Resprep® PPT3 96-well plates will not
drip until vacuum, positive pressure, or centrifuge is
applied—whether you are using acetonitrile or
more aggressive solvents like methylene chloride
(Table I). In fact, our testing has shown drip-free
performance for over 24 hours!

Pick your filtration method, then pick up a
Resprep® PPT3 96-well plate and get to work.
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Centrifuge

Recover your target analytes and leave
the protein behind.

%Proteins

o Target Analytes

Table I: Drip test comparing commonly available protein precipitation
(PPT) plates using methylene chloride solvent.
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# of wells dripped

Resprepo PPT? Competitor A Competitor B
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Highly Efficient Protein
Removal, Consistently
Greater than 99%

Drips or no drips, it is paramount that your protein
precipitation plate also performs its primary job—
protein removal—exceptionally well. Resprep® PPT3
96-well plates remove over 99% of protein from
biological samples whether your method calls for
the solvent or the matrix to be added first (Table Il).

Excellent Recovery of Target
Analytes

In addition to highly efficient protein removal, DHT
Resprep® PPT3 96-well plates offer superior preci-
sion and accuracy, with mean recovery and relative
standard deviation (RSD) values all falling well
within acceptable limits (Table IlI).

DHEA
When paired with Restek’s Raptor™ SPP LC columns,
Resprep® PPT3 96-well plates offer outstanding
chromatographic results (Figure 1).

Androstenedione

Testosterone

Table II: Protein removal efficiency for Resprep® PPT3 plates as
measured by the Bradford assay using acetonitrile solvent and plasma
sample matrix.

% Protein Removal

Solvent-First Matrix-First
Analysis 1 99.1 99.2
Analysis 2 99.4 99.2
Analysis 3 99.5 99.2
Analysis & 99.6 99.2
Analysis 5 99.5 99.5
Analysis 6 99.5 99.5
Average 99.4 99.3

Table Ill: Mean recovery and RSD values for four analytes commonly
tested for in biological samples.

Conc. (ng/mL) Intraday (n=6) Interday (n=3, three days)

low 3 88.7+21 93.6+58
mid 60 979+0.7 96.2+8.1
high 120 1072+0.8 1021+85
low 3 94.8+1.0 98.8 + 4.4
mid 60 94.8+0.8 944 +32
high 120 94.4+1.0 978+4.2
low 3 100.5+10.5 972 +10.4
mid 60 101.2+1.6 97.9+8.0
high 120 103.4+0.7 101.1£7.2
low 3 95.1+15 99.3+5.1
mid 60 928+13 95.0+2.6
high 120 97.6+22 98.9+2.3

Figure 1: Androgen Hormones in Beagle Serum (LOQ) on Raptor™ C18 by LC-MS/MS.
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Peaks tR(min)  Precursorlon  Productlonl Product lon 2
1. Testosterone-D3* 1.25 292.4 97.0 -
2. Testosterone 1.25 289.2 97.0 109.0
3. DHEA-D5* 142 276.3 258.3 -
4 DHEA R 2112 2131 2532
5. Androstenedione 147 2871 97.0 109.0
6. Androstenedione- 3Cs* 147 290.4 100.1 -
7. DHT-D3* 1.67 294 4 258.3 -
8.DHT 1.68 2912 159.2 255.2
*Internal standard
Column Raptor™ C18 (cat.# 9304A12)
Dimensions: 100 mmx2.1mmID
Particle Size: 2.7pm
Guard Column: Raptor™ C18 EXP® guard column cartridge 2.7 um (cat.# 9304A0252)
Temp.: 40°C
Sample
Diluent: See extraction procedure
Conc.: 1ng/mL
Inj. Vol.: 25pL
Mobile Phase
A: Water + 0.1% formic acid
B: Acetonitrile + 0.1% formic acid

Time (min) Flow (mL/min) %A  %B
0.00 0.4

50 50

2.00 0.4 35 65
2.01 0.4 50 50
4,00 0.4 5050

Detector MS/MS

lon Mode: ESI+

Mode: MRM

Instrument  UHPLC

Notes Extraction Procedure:

1. A300 pL aliquot of a 5 ng/mL internal standard mix prepared in acetonitrile + 0.1% formic acid
was transferred to a Resprep® PPT3 96-well plate (cat.# 26489.2).

2. A100 pL aliquot of double charcoal stripped beagle serum fortified at 1 ng/mL was added.

3. The Resprep® PPT3 96-well plate was placed on top of a 2.0 mL 96-well plate reservoir
(cat.# 26493) and capped with a sealing mat (cat.# 26498).

&4, The sample was vortexed for 30 seconds at ~2,000 rpm, then allowed to precipitate for 3 minutes.

5. The sealing mat was removed and the sample was filtered using a vacuum manifold set at 0.02
mPa for 5 minutes, followed by 0.04 mPa vacuum for an additional 5 minutes.

6. The sample extract was diluted 1:1in water prior to injection.



Streamlined Sample Preparation with Solvent-First Method

By following our recommended sample preparation steps (Figure 2), you can speed up and simplify your workflow.

Figure 2: Overview of recommended sample preparation steps for Resprep® PPT3 plates.

1) Add solvent to 3) Vortex. 4) Place collection plate on 6) Dilute sample to match initial
Resprep® PPT3 plate. vacuum manifold. mobile phase (if needed); transport
collection plate to LC-MS/MS
2) Introduce sample to autosampler.
Resprep® PPT3 plate.

5) Place Resprep® PPT3 plate
and spacer (if needed) on
collection plate. Apply vacuum.

Resprep® PPT2 96-Well Plates

Description Well Shape qty. cat.#
Resprep PPT? 96-well plate 2 mL square 2-pk. 26489.2
Resprep PPT? 96-well plate 2 mL square 5-pk. 26489.5

Universal Sealing Mats

Description qty. cat.#
Universal Sealing Mat 10-pk. 26499
Universal Sealing Mat case of 50 26498
Well Plates

Ideal for use as collection plates when paired with Resprep® PPT? 96-well plates.

Description Well Shape Well Bottom qty. cat.#
0.45 mL 96-Well Plates round conical 20-pk. 26497
0.45 mL 96-Well Plates round conical case of 120 26496
1.3 mL 96-Well Plates round round 5-pk. 26495
1.3 mL 96-Well Plates round round case of 50 26494
2.0 mL 96-Well Plates round round 5-pk. 26493
2.0 mL 96-Well Plates round round case of 60 26492
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