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What is HA Interference?

+ Heterophilic Antibody (HA), is a group of Human Antibodies against animal IgG. HA interference is a well
known interference factor in diagnostic assays, often causing false positive or false negative results.

* The most well known HA interference is HAMA (Human Anti-Mouse Antibodies), but HA to other animals
such as Goat (HAGA), Sheep (HASA), Rabbit (HARA), etc. May also cause false results.

* The frequency of such interference is low, but the false results have significant impact on the quality and
competitiveness of the diagnostic assays as well as on the lives of those individuals who have been
falsely diagnosed.

Differences Between TRU Block and Mouse IgG

Active Blocker Passive Blocker
Uses a proprietary active mechanism to Passively binds by acting as an antigen in
bind HAMA a reaction with HAMA

Works well on HAMA as well as other types of HA Effective on HAMA but not on other types of HA

Much lower concentration is needed Higher concentration is needed

5-20 times more effective than Mouse IgG for
blocking HAMA

NORMAL SIGNAL FALSE SIGNAL TRUE SIGNAL
(HAMA not present) (HAMA binds to assay MADb) (MLS Mouse IgG blocks HAMA)
False True True
Positive Negative Positive Positive Negative
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Reduction of false positives is the goal of blocking reagents. 2
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TRU Biock PERFORMNCE

Assay Method

+ Two commercial sandwich immunoassays were used: CA 19-9 and FSH.

» Buffer lacking mouse Ig was used in place of kit buffer which contains mouse IgG as blocker.

+ 6 different HAMA-reactive sera were tested.

+ 3 different HAMA blockers were added in sample diluent buffer separately at 4 different concentrations.
+ HAMA activity was measured initially in the absence of each blocker to determine 100% signal.

+ HAMA activity was then tested in the presence of blocker to measure suppression of signal.

* Greater suppression of HAMA signal implies potency of blocker.

In the CA19-9 Assay, TRU Block outperforms
Competitor’s active blocker on Roche Type |

In the CA19-9 Assay, TRU Block outperforms

In the CA19-9 Assay, TRU Block outperforms
Competitor’s active blocker on SD386-1

Competitor’s active blocker on BRH56382
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In the CA19-9 Assay, TRU Block outperforms
Competitor’s active blocker on SD386-15
HAMA sample.

HAMA Blockers vs. SD386-15 on CA19-9
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In the FSH Assay, TRU Block outperforms
Competitor’s active blocker on BRH56382
HAMA sample.

HAMA Blockers vs. BRH56382 on FSH

In the FSH Assay, TRU Block outperforms
Competitor’s active blocker on Roche Type |
HAMA sample.

HAMA Blockers vs. Roche 1 on FSH

TRU Block outperforms competitor on HAMA samples.

-3-



RF — MERIDIAN LIFE SCIENCE ) Meridian

TRU Birock PERFORMANCE "~ Life Science,’Inc

Assay Method

* The previous mentioned CA19-9 assay was used to test the Rheumatoid Factor (RF) serum A12916H.
An in-house assay was used to test the AO1270H RF sample.

» Blockers were added in sample diluent buffer.

* Only active blockers are effective in the above A01270H RF samples tested.

+ Both RF serums are available from Meridian Life Science, Inc. (MLS).

Based on CA19-9 Assay, TRU Block outperforms the Based on the in-house assay, TRU Block outperforms
competitor’s active blocker on A12916H RF sample. the competitor’s active blocker on A01270H RF sample.
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TRU Block outperforms competitor on RF samples. "
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Sampling of IVD Manufacturer Results*

IVD 1: Cost Savings

* TRU Block performed ~30% better than existing active Blocker.

* TRU Block also cost ~30% less than existing active Blocker.

« Estimated savings >$1 Million to have TRU Block fully replace existing active blocker.

IVD 2: Performance Gains
+ TRU Block, used at 1/3 the concentration of the competitor, performed equivalent to the competitor.

+  60% performance/cost advantage.

IVD 3: Half and Half Approach

+ Client was able to eliminate additional interference samples with TRU Block.

* Client’s initial request for further validation was not successful.

+ Client decided to pursue the “Half & Half approach”: Seek validation approval based on mixing
TRU Block with existing blocker 50% / 50%.

* Reduced risk since existing blocker is not removed.

* Increased performance as new formulation will eliminate more interference than previously.

IVD 4: Assay Information
* TRU Block performed significantly better than HBR-3 and Heteroblock.
* Obvious performance advantages allowed client to justify validation with ease.
* Client decided to validate TRU Block in all of their immunoassays.
— Blockers were tested in One-step MAb/MAb Sandwich ELISA:
. Assay buffers with or without blockers were dispensed directly into the wells.
2. Samples (HAMA positive) and a Biotinylated detection antibody were added to the wells.
3. The mix was then incubated at room temperature for 2 hours.
4. After washing, Streptavidin-HRP was added and incubated for 30 minutes.

—
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*All results are dependent on assay platforms.

TRU Block outperforms competitor in customer applications. 5
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Important Recommendations for Planning Your Comparison of TRU Block to
Your Current Blocking Reagent

1. Use in any sandwich immunoassay that utilizes 2 mouse monoclonal antibodies after modification to
remove HAMA blocking reagents that may be present in the kit buffers.

2. Perform a side-by-side evaluation of current blocker and TRU Block.

3. For optimum performance it is best to have the HAMA blocker in contact with the sample prior to the
monoclonal antibodies. This is best accomplished by adding the HAMA blocker to a sample diluent.
If your assay does not use a sample diluent, the HAMA blocker may be added to the conjugate diluent
and then perform a 1-step assay (simultaneous incubation of sample and conjugate in the test wells).
In lateral flow assays, the HAMA blocker may be added to the conjugate pad, to a sample diluent or
pretreatment buffer, or applied to the membrane as a blocking stripe located before the test stripe.

4. To quantify % Blocking differences between blockers or blocker concentrations, the most sensitive
assays will test the HAMA samples with unblocked HAMA activity in the linear range of the assay. For
example, samples with very high unblocked HAMA/RF signals can be diluted to ensure the unblocked
signal is within OD 1.000 - 2.000 (the
linear range of the assay).

5. Remove your current blocker from
any diluents/buffers used in the assay
before evaluation of TRU Block.

6. Select only Human Serum or Plasma
samples for evaluation that contain
known interference by HAMA, HA
and RF. Non-human (plant or animal)
samples, feces, urine or other
non-blood samples do not contain
HAMA and are not appropriate for

Is your current
Blocker an Active
Blocker?
(TRU Block, HBR)

Is {our current
Blocker a Passive
Blocker ?
(Mouse IgG or
Mouse Serum)

No Yes

Yes

Assay uses
Diluted
amples?

No

Yes

. }
evaluation of HAMA blockers. When Test dilution series of Test dilution series
: : : both blockers of both blockers
testi ng pu rchased sam pleS’ it is (suggested range: (suggested range:

important to understand if the Qugnio05gm ) | 200ug toSug

. . . |—l—||
interference in your assay is caused

by HAMA, HA, or RF in the sample. | |!. Testboth blockers at the same concentrations. , ,
) 2. Test both blockers across a range of concentrations. Compare TRU Block to your Passive Blocker by using a
Assay interference may also be | |3 Selectarange of blocker concentrations that bracket diution series starting at equivalent to the Mouse 1gG
the wortking conlce{]tratign of youtr ctmen}1 blﬂcker ’ blocker concentration stepping down to 1:10 or lower
. ifi indi current concentration, 2 concentrations higher an suggested range: equivalent, 1:2, 1:4, 1:6, 1:8, 1:10).
caused by non-specific binding or gmmem,aﬁonslower), g (suggested range: eq )
some other type of interference. Only ]

samples with known interference by
HAMA, HA and RF should be used

Blocker in

Conjugate
for evaluation of HAMA blockers. Diuent?
7. Include Positive Controls (Unblocked
HAMA Samples) and Negative Yes Yes
Controls (Buffer only - No HAMA
Sample) irE each assa);




Protocol A
Pos control = Unblocked HAMA sample (no blocker in sample diluent)
Neg control = Buffer only (no HAMA sample)

1. Prepare conjugate diluent buffer without
blocker.

2. Dilute blockers (TRU Block vs. current
blocker) in sample diluent buffer across
a range of working concentrations.

3. Dilute HAMA sample(s) with Sample
Diluent containing blockers.

4. Dispense diluted HAMA sample(s) to

test wells.

Incubate (according to assay protocol).

Wash test wells.

Dispense conjugate to test wells.

Incubate (according to assay protocol).

. Wash test wells.

10. Add substrate to test wells.

11. Incubate (according to assay protocol).

12. Add Stop Solution.

13. Read OD values.

14. Calculate % Blocking.

15. Compare TRU Block performance vs.
Current Blocker.

000 N o O

Calculate Results for Both Protocols
1. Calculate the % HAMA signal blocked:

Protocol B
Pos control = Unblocked HAMA sample (no blocker in conjugate diluent)
Neg control = Buffer only (no HAMA sample)

1. Prepare conjugate diluent buffer without
blocker.

2. Dilute blockers (TRU Block vs. current
blocker) in conjugate diluent buffer across
a range of working concentrations.

3. Dispense HAMA sample(s) to test wells.
Add conjugate diluted in conjugate
diluents containing blockers.

4. Incubate samples + conjugate/blockers

in test wells simultaneously (according to

assay protocol).

Wash test wells.

Add substrate to test wells.

Incubate (according to assay protocol).

Add Stop Solution.

. Read OD values.

10. Calculate % Blocking.

11. Compare TRU Block performance vs.
Current Blocker.
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% Blocking = [1 — (Mean Blocked HAMA — Mean Negative Control) / (Mean Unblocked HAMA —

Mean Negative Control)] x 100

» Compare % Blocking at same blocker concentration.
» Compare blocker concentrations that give same % Blocking.
2. Compare # of HAMA/RF samples resolved by each blocker.

For Assistance / Questions Contact Us At 888.530.0140 or 207.283.6500

Patricia Hillman, Technical Specialist « ext. 116 « patricia.hillman@meridianlifescience.com
Ma Sha , Ph.D., Marketing Manager « ext. 110 » ma.sha@meridianlifescience.com



Specification Sheet

Catalog #:
Product Name:

Description:

Source:
Format:

Purity:
Concentration:
Buffer:
Preservative:

Applications:

Storage:

Warnings:

AG66800H
TRU Block™

TRU Block is a complex blocker that contains active ingredients along with purified
mouse IgG.

Normal mouse serum plus proprietary ingredients

Purified, Liquid

> 95% pure

~25mg/ml (OD280nm, E0.1% = 1.4)

10mM Sodium phosphate, 150mM Sodium chloride, pH 7.2
0.05% Sodium azide

Active blocking of heterophilic antibody interference in
Immunoassays.

Short-term store at 2 - 8°C. Long term store at -20°C. Avoid multiple freeze and
thaw cycles.

This product contains sodium azide, which has been classified as Xn (Harmful) in
European Directive 67/548/EEC in the concentration range of 0.1 — 1.0%. When
disposing of this reagent through lead or copper plumbing, flush with copious volumes
of water to prevent azide build-up in drains.

Additional Product Information

Sample Size:
Package Sizes:
Shelf Life:

Shipping Conditions:

100mg
19, 59, 10g
5 years from DOM @ -20°C

Blue Ice. Dry Ice available upon request.





