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Methods

Serum samples from 24 patients

Introduction

Luminex Single Antigen Bead (SAB) assays are the standard method for the detection and
monitoring of anti-HLA antibodies. However, HLA denaturation on the beads can expose
cryptic epitopes, potentially leading to false-positive reactivity and contributing to the
frequently observed discordant results between SAB assays from different vendors.

Analyzed using two SAB assays
-—— All samples were EDTA treated ---

Concordant Discordant Results

Both SAB assay
distinguish positive /
negative results

Positive by Vendor 1 and
negative by Vendor 2 or vice versa

Objective

To investigate discordant results between SAB assays from different manufacturers and
assess their impact on virtual crossmatch (VXM) interpretation and post transplant
monitoring.

Adsorption/
elution test (Wagsorit)

Surrogate FXIV
Neat serum

Surrogate FXIV
Elution fraction

Results

Patient 5 exhibited a false-positive result with Vendor 2.
Confirmation by adsorption/elution was not possible
due to unavailable specificity. Surrogate FXM was
performed using donors expressing the same specificity
or homozygous allele.

Patients 3, 4, 6, 7, and 8 showed low-level reactivity
that may represent weak false-positive results in both
assays. These findings could not be confirmed by
adsorption/elution or surrogate FXM because of low
MFI values.

Discordant HLA class | and Il specificities are -
summarized in Table 1. Patient 1 showed true-positive
results in both assays, whereas Patient 2 demonstrated

a false-positive result with Vendor 1.

Patient 2 Patient 5

Neat Serum Neat Serum

Elution Fraction

Vendor 1 Vendor 1 Vendor 2

MFI = 9264
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Neat Serum

MFI = <750

Donor 1 Donor 2 Donor 3
DQB1*06:01 DQA*01:03 DQB1*06:02 DQA*01:02 DQB1*06:02 DQA*01:02
DQB1*06:02 DQA*01:02 DQB1*06:04 DQA*01:02 DQB1*05:03 DQA1*01:04

Vendorl  Vendor2 T Cell B Cell T Cell B Cell T Cell B Cell
Specificity MFIa MFIa FXM FXM FXM FXM FXM FXM

DQA1*01:03, DQB1*06:01 <500 9264 Negative

Negative Negative Negative Negative Negative

Table 1. Discordant HLA specificities identified between the two single-antigen bead (SAB) platforms

Neat Serum Elution Fraction

1 B*08:01 8680 8296 Positive Positive 5240 3646 Positive Negative
2 B*08:01 10688 <750 Negative Negative <500 <750 Negative Negative
3 B*08:01 2142 <750 Negative Negative <500 <750 Negative Negative
Al B*44:02 2244 <750 Negative Negative <500 <750 Negative Negative
5 DQA1*01:03, DQB1706:01 <500 9264 Negative Negative No Data No Data

6 DQA1*01:01, DQB1*05:01 <500 2820 Negative Negative <500 <750 Negative Negative
7 DQA1*01:03, DQB1706:03 <500 2813 Negative Negative <500 <750 Negative Negative
8 DQA1702:01, DQB1*02:02 <500 1932 Negative Negative <500 <750 Negative Negative

Conclusions

Inherent limitations.

1. Surrogate flow cytometry crossmatches confirmed false-
positive anti-HLA class | and Il antibody reactivities in
both SAB platforms, highlighting that each assay has

2. These findings underscore the need to improve SAB
assay to ensure accurate VXM interpretation and post-

transplant monitoring of donor-specific antibodies.

3. The use of adsorption/elution techniques and surrogate
FXM may improve the SAB assay performance and

Immunological risk assessment.
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