Cross-Reactivity to Self-Antigens in LIFECODES LMX and LM2Q
Assays: Reproducibility and Diagnostic Considerations
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Standard Calculation

Allelic | Serology
- - Bead Adjust 1 Raw Value = DR1 DR2 DR5x1 DR5x2 DOE1 DQB2 DQA1 DQA2 DPE1
We present two post-transplant patient cases In |z & )
p p p p | 152 20.46 1510 DOB1*02:01 DOB1%02:02 DOA1%02:01 DOA1%05:01 DPE1*04:01
| 158 2.87 441 DOB1*03:01 DOB1%03:19 DOA1*05:05 DPB1%03:01
= = - | 160 -1.49 | 289 DOB1*03:03 DOA1*03:02 DPB1#02:01
which reactivity to self-HLA-DQZ2 was detected|| = = .
166 -1.22 214 DOB1*03:02 DOB1*06:02 DOA1*01:02 DOA1*03:01 DPBE1*01:01
| 144 0.79 202 DOB1*03:01 DOB1*04:02 DOA1*04:01 DOA1%05:01 DPE1%01:01
- - - 159 -1.99 183 DOB1*03:03 DOB1*05:02 DOA1%01:02 DOA1%03:02 DPE1*05:01
across multinle antibodv screenin latforms from o e [0 cbiws;  oRBITSOL  oRENOLS) ORBWIOI coBia02  DOBIUM0  0OAIWS03  cOAMs0I  beeiiol
122 -4.34 a5 DOB1*05:01 DOA1*01:01 DPBE1%02:01
i i i 163 -3.76 94 DOB1%03:02 DOA1%03:01 DPB1%05:01
126 -3.54 91 DRE1*10:01 DRB1*12:01 DRB3*02:02 DOB1%03:01 DOB1*05:01 DOA1*01:05 DOA1*05:05 DPB1¥02:02
ITerent vendors. € 0D0JE ctive was to assess the ECANNEY o 0081704102 DOAI %01 0Pe 170101
149 -3.65 83 DOB1*03:03 DOE1¥04:01 DOA1*03:01 DPB1¥04:02
- amE . . - - 165 -2.29 86 DRB1*15:01 DRB5*01:01 DOB1*06:02 DOA1%01:02 DPB1*04:01
d b I t f th If 't t d d 't {111 4,21 85 DRE1*04:05 DRB1*12:02 DRB3*03:01 DRB4*01:03 DOB1*03:01 DOB1¥04:01 DOA1*03:03 DOA1%06:01 DPB1%03:01
re p rO u CI I I y O IS Se - re a,C IVI y an e e rl I l I n e 142 -2.65 84 DRB1*09:01 DRB1*14:01 DRB3*02:02 DRB4*01:01 DOB1¥03:03 DOB1%05:03 DOA1*01:01 DOA1*03:01 DPB1¥03:01
| 128 -3.66 83 DRE1*03:01 DRB1*11:01 DRB3*02:02 DOB1*02:01 DOB1*03:01 DOA1*05:01 DOA1*05:05 DPB1%05:01
. . . | 155 -2.48 77 DRE1*04:05 DRB1%15:03 DRE4*01:03 DRBS*01:01 DOB1%03:02 DOB1*06:02 DOA1*01:02 DOA1*03:01 DPBE1%01:01
the appropriate assay for post-transplant monitoring || = — —
y p p g | 153 -23.48 74 DRE1*01:01 DRB1%04:01 DRB4*D1:01 DOB1%03:01 DOB1%05:01 DOA1=01:01 DOA1®03:01 DPB1*02:01
129 -2.98 66 DRE1*07:01 DRE1*13:03 DRBE3*01:01 DRB4*01:01 DOB1*02:02 DOB1%03:01 DOA1%02:01 DOA1%05:05 DPBE1*01:01
- | 127 -5.07 64 DRE1*D7:01 DRB4™01:03 DOB1*02:02 DOB1*03:03 DOA1"02:01 DPB1*04:01
fo r th e S e p atl e n tS 114 -3.37 63 DRE1*16:02 DRB5*02:02 DRBS5*02:03 DOB1*05:02 DOA1*01:02 DPBE1*05:01
. 112 -2.99 63 DRE1%08:04 DRB1*13:03 DRB3*01:62 DOB1%02:02 DOB1%03:19 DOA1%02:01 DOA1%04:01 DPE1*13:01
115 -2.42 63 DRE1*01:01 DRE1*13:01 DRB3*02:02 DOB1*05:01 DOB1*06:03 DOA1%01:01 DOA1%01:03 DPBE1*04:01
119 -3.01 61 DRB1*10:01 DRB1*15:03 DRBS™01:01 DOB1*05:01 DOB1%06:02 DOA1%01:01 DOA1%01:02 DPB1*01:01
151 -3.72 60 DRE1*10:01 DRB1*11:01 DRB3*02:02 DOE1%03:01 DOB1*05:01 DOA1%01:01 DOA1%05:01 DPBE1%05:01
| 134 4.14 55 DRE1%*03:01 DRBE1*11:01 DRB3*02:02 DOB1*02:01 DOE1%03:19 DOA1%05:01 DOA1%05:05 DPE1*01:01
- - - - 121 -3.76 55 DRE1*01:03 DRE1*08:04 DOB1*04:02 DOB1*05:01 DOA1*01:01 DOA1*04:01 DPE1*01:01
P atl e nt S e ra We re te Ste d u S I n th e fo I I OWI n antl b O d 120 2.81 52 DRE1*11:02  DRB1*13:03  DRB3*01:01 DRB3*02:02 DOB1*03:01  DOB1®03:19 DOA1*05:05 DPB103:01
| 118 -3.17 52 DRB1*12:01 DRB1*14:54 DRB3*01:01 DRB3*02:02 DOB1*05:01 DOB1¥05:03 DOA1*01:05 DPB1¥02:01
130 -3,.37 51 DRB1*13:01 DRB1*16:02 DRB3*02:02 DRB5*02:21 DOB1*05:02 DOB1*06:08 DOA1*01:02 DOA1*01:03 DPB1*01:01
. n . . | 131 -2.76 50 DRE1*03:02 DRB1%08:04 DRB3*01:01 DOB1*04:02 DOA1*04:01 DPE1#01:01
ItS: the screening pane | IFE DES LiteScreen XP P TLTTE B Con10::
| 133 -2.66 415 DRE1*01:01 DRE1%09:01 DRB4*01:01 DOB1*03:03 DOB1*05:01 DOA1%01:01 DOA1*03:01 DPE1*02:01
| 147 -4,82 43 DRB1¥15:03 DRB5*01:01 DOB1%06:02 DOA1%01:02 DPB1%01:01
( L I\/I X) th h 116 -2.94 40 DRB1%03:02 DRE3*01:01 DOB1*04:02 DOA1%04:01 DPB1°01:01
e p e n O yp e e a p an e aSS 1123 -2.88 39 DRB1*01:03 DOB1*05:01 DOA1*01:01 DPB1*02:01
] 137 -2.84 34 DRE1*03:01 DRB1%07:01 DRB3*01:01 DRBE4*01:01 DOB1*02:01 DOB1*02:02 DOA1*02:01 DOA1%05:01 DPBE1*04:01

132 -3.58

Il IDv2 (LM2Q), and the single antigen bead (SAB) || "=
panels LIFECODES LSA™ Class Il (LSA2) and One

32 DRE1%04:03 DRE1%04:06 DRB4*01:03 DOB1%03:02 DOA1%03:01 DPB1%05:01
24 DRE1*03:01 DRB3*02:02 DOB1*02:01 DOA1*05:01 DPB1%40:01

DPB2

DPB1%04:02
DPB1%17:01
DPB1%05:01

DPB1¥105:01

DPB1%105:01
DPB1%04:01

DPE1*04:02

DPBE1*05:01

DPE1*05:01

DPB1*17:01

DPB1*18:01
DPB1%04:01
DPE1*105:01
DPB1*04:02

DPB1%18:01

DPB1*17:01

DPE1%02:01
DPE1*04:02
DPB1%17:01
DPB1*105:01
DPBE1*105:01

DPB1%17:01
DPB1%04:01
DPBE1%02:01
DPBE1*02:01
DPB1*04:01
DPB1*04:02

Donor ID
126

530
814
074
804
696
987
119
430
013
016
730
031
402
804
517
117
079
696
941
328
531
689
077
115
726
432
544
434
064
814
671
215
031
770
412
181
316
013
590
016
126

Case Study Patlent 1. LIFECODES phenotype panel and One Lambda SAB results — Initial LMX posmve se:un:

Raw Normal Cnt  Specificity
12745.61  12556.45 120 DQ2 |

~J021.31  6844.06 128 DPI

g5 59864 116 DQ2

De

Patient 1. LIFECODES LSA panel and One Lambda SAB results — Second LMX positive serum

Lambda LABScreen™ Single Antigen HLAClass Il. ||
: “ ~ Positive 906 DPA1*01:03 | DPB1*01:01
These assays were used to determine whether the || : Negative 694 DQA1*05:01 | DQB1*02:02 -

Negative 361 DQA1*05:01 DQB1*02:01

observed reactivity to self-HLA-DQ2 is consistent || - . e y

LM20Q and SAB assays to further investigate this

and reproducible. All panels covered the patients’|| - Negative 347 DQALT0S:01__{DQB1Z03:01 I““I“l

10236.78 9934.54 148 DQ7

_ Negative 289 DQA1*02:01 DQB1*02:02 = | -

DR/DQ phenotype/ alleles. Testing was performed || - Negative | 275 DQAL02:01 | DQBL03:02 LT T TT T T
: : Negative 275 DQA1*03:02 | DQB1*02:02 . - 25

using samples from different tubes collected from the || - . @B oo [BETRn 937138 908914 135 DPI

same blood draw, as well as tubes from separate | : — PRALOHOL | DRBLTOS03 ) 1368 785456106 DQ2

blood draws to assess the consistency of the results. || - ”””HH” ; 62658 M 118 D7

| ”“l”Il||I””I”H”I”””H”H”“””|||||||||||||||||IIIIIIIIII| 5973.5 569126 139 DQ2

Due to the suspected false reactivity to HLA-DQ2 || = oo L et SEESESEL e v

ow -8858E8822 82 822g8882 .2 .88 .8.,288¢8 ., ..., 83833 oy 422.3: : Q8

observed in the LMX kit, the test was reflexed to the || & P

I B 5.35....%5...8%.588 .38 .3 ,,,,, N N I F 5 I B I TN I R : 328.7 30 DQ2

_...'.,‘

— Raw Normal Cnt Specificity

4163.06 398581 121 DQ2
229673 211948 133 DQ7
190415 17269 132 DQ2

188797 1710.72 128 DQ7

1992573 19643.49 113 DQ2

10746.66 10464.42 149 DQ2

reactivity. LM2Q results supported the presence of

Patlent 2. LIFECODES phenotype panel, LSA panel and One Lambda SAB results — Initial LMX positive serum

an antibody to HLA-DQ2 In both patients. || ===

Bead Adjust 1 Adjust 2 Adjust 3 Adijust Assignment “Raw Value v DR1 DR2 |DRSx1 'DRS5x2 DQB1 DQB2 DQA1 DQA2 DPB1 DPB2 Donor ID
= " ¥ 158 99,96 59,69 44,48 78 2175 DQB1*03:01 DQB1%03:19 DQA1%05:05 DPB1*03:01 DPB1*17:01 814
Interestingly, although in one case the One Lambda || @ & = =%
y L 144 42,65 25.07 40.02 469 DQB1*03:01 DQB 1%04:02 DQA1%04:01 DQA1*05:01 DPB1%01:01 DPB1105:01 987
™ 157 17.34 9,05 .97 13.91 513 DQB 1*04:02 DQA1*04:01 DPB1*01:01 031

152 413 0.81 0.59 0.71 Bosiive Y oo2 DQB 1*02:01 DQB 1%02:02 DQA1%02:01 DQA1*05:01 DPB1*04:01 DPB1%*04:02 590

SAB results confirmed anti-HLA-DQ2 reactivity, || =@ = & = =

f05 DRB1*04:05 DRB1%15:03 DRE4*01:03 DRBS5*01:01 DQB1*03:02 DQB 1%06:02 DQA1%01:02 DQA1%03:01 DPB1*01:01 696

DR/DQ LM2Q SAB (MFI) |[LSA2 (MFI) I ER——
Adj val) [(MFI)

Patlent 1 DR17,7;DQ2 4.7 4,383 12,556 Negative Assignment | yralue DR/DR5X DQA DQB DPA DPB

Negative 705 | DRB3*01:01
Pat|ent 1 DR17,7,DQ2 456 NOt teSted 19,643 694 Negative 601 DQA1*01:02 DQB1*05:02
(second Negative 433 DOAL*01:02 | DQB1*06:04
positive Negative 409 DPA1*02:01 DPB1*14:01
serum) Negative 394 DOA1*05:01 | DQB1*03:01
Negative 380 DQA1*01:01 | DQB1*05:01
DR17,7;DQ2  11.1 10,838  Negative  Negative Negative | 377 DQAL*03:02 | DQBL*03:03

3 Ve 56 DQB 1*03:02 DQA1%03:01 DPB 1705:01 016
W 122 1.1 Negative DQB 1%05:01 DQA1%01:01 DPB1%02:01 DPB1%04:01 013
. . Wl 111 -1.8¢ ‘Negative DRE1*04:05  DRB1*12:02  DRB3"03:01 DRB4*01:03 DQB1*03:01  DQB1%04:01 DQA1%03:03 DQA1*06:01  DPB1°03:01 DPB1%05:01 517
LS ; A2 t t |14 -1.66 J‘:"LESiQI'"I Raw : ‘Negative DQB 1*03:03 DQEB 1*04:01 DQA1*03:01 DPB1*04:02 DPB1%05:01 402
eS I n g WaS n e g a IVe O r - O r O 1 159 2.2 e Negative DQB1%03:03  DQB1%05:02 DQA1%01:02 DQA1%03:02  DPB105:01 119
7 160 -2.41 ; Negative/ DQB1%03:03 DQA1%03:02 DPB1%02:01 DPB1*05:01 074
i i . 12t -1.33 '. Negative 275 DRE1*01:03  DRB1%08:04 DQB1*04:02  DQB1*05:01 DQA1%01:01 DQA1*04:01  DPB1*01:01 DPB1%04:02 064
L BB 2.2 | DRE1*10:01  DRB1*15:03  DRB5*01:01 DQB1%05:01  DQB1%06:02 DQA1%01:01 DQA1*01:02  DPB1°01:01 DPB1*17:01 432
atients. Mean fluorescence intensit MFD values ||| & # - oRaieibg:  DRBIS0L DRBSBe2 ooiosr DBt cououo:  Douisss Doz Demiroutz 7
. 186 -1.8¢ DQB1%03:02  DQB1%06:02 DQA1%01:02 DQA1%03:01  DPB1*01:01 696
M 147 2.6 DRE 1*15:03 DRES*01:01 DQB 1%06:02 DQA1%01:02 DPE1%01:01 DPB1%02:01 181
- . 7145 -2.68 DQB 1*06:02 DQA1*01:02 DPE 1*04:01 804
for the highest HLA-DO2 bead correspondina to the || = = S orasmiz |orasvzos (G e = =
W 112 -2.0z DRE1*08:04  DRB1*13:03  DRB3*01:62 DQB1%02:02  DQB1%03:19 DQA1%02:01 DQA1*04:01  DPB1*13:01 DPB1%18:01 115
185 -1.61 DRB 1*15:01 DRES*01:01 DQB 1%06:02 DQA1%01:02 DPB 1704:01 804
. y . . . 123 -1.47 DRE 1°01:03 DQB 1705:01 DQA1701:01 DPE1%02:01 DPB1%04:01 013
atl e ntS aI Ie I e IS rOVI d ed I n tab I e 1 134 2.6 DRE1*03:01  DRB1¥11:01  DRB3*02:02 DQB1%02:01  DQB1%03:19 DQA1705:01 DQA105:05 DPB1%0L:01 DPB1*02:01 434
p . s -1.91 DRE1*12:01  DRB1*14:54  DRB3*01:01 DRB3%0202 DQB1*05:01  DQB1%05:03 DQA1%01:05 DPB1%02:01 DPB1*105:01 671
Bl 141 178 DRB1*03:02  DRB1%09:01  DRB3*01:62 DRB4*01:01 DQB1*02:02  DQB1%04:02 DQA1%03:03 DQA1*04:01  DPB1*01:01 DPB1¥105:01 490
130 2.3 DRB1*13:01  DRB1*16:02  DRB3*02:02 DRBES5®02:21 DQB1%05:02  DQB1%06:08 DQA1%01:02 DQA1*01:03  DPB1°01:01 DPB1%105:01 215
133 -1.9; DRE1*01:01  DRB1*09:01  DRB4*01:01 DQB1%03:03  DQB1%05:01 DQA1%01:01 DQA1%03:01  DPB1°02:01 DPB1%04:01 412
I 153 -1.9: DRE1*01:01  DRB1%04:01  DRB4*01:01 DQB1%03:01  DQB1%05:01 DQA1%01:01 DQA1%03:01  DPB1%02:01 DPB1%04:01 328 P
135 172 DRE 1*01:02 DQB 1%05:01 DQA1%01:01 DPB1%17:01 DPB1*18:01 941
W 132 -2.88 DRE1*04:03  DRB1*04:06  DRB4*01:03 DQB 1*03:02 DQA1%03:01 DPB 1705:01 016
a e "1s -1.85 DRE1*01:01  DRB1*13:01  DRB3%02:02 DQB1%05:01  DQB1%06:03 DQA1%01:01 DQA1*01:03  DPB1%04:01 726
. 128 -2.35 DRE1*03:01  DRB1*11:01  DRB3%02:02 DQB1*02:01  DQB1%03:01 DQA1%05:01 DQA1%05:05  DPB1%05:01 DPB1*17:01 079 =

3 -1.82 DRE1*10:01  DRB1*14:04  DRB3%02:02 DQB1%05:01  DQB1%05:03 DQA1%01:01 DPB1%13:01 DPB1*17:01 770
151 -2.53 DRE1*10:01  DRB1*11:01  DRB3%02:02 DQB1%03:01  DQB1%05:01 DQA1%01:01 DQA1*05:01  DPB105:01 544
. . . 131 -1.9 DRE1*03:02  DRB1%08:04  DRB3*01:01 DQB 1504:02 DQA1%04:01 DPB1*01:01 031

142 2.16 DRE1%09:01  DRB1*14:01  DRB3*02:02 DRB4*01:01 DQB1*03:03  DQB1%05:03 DQA1%01:01 DQA1%03:01  DPB103:01 117 ot @

- Va u eS O S e rve I n I e r e n I S 129 -2.53 DRE1*07:01  DRB1*13:03  DRB3*01:01 DRB4*01:01 DQB1%02:02  DQB1%03:01 DQA1%02:01 DQA1*05:05  DPB1°01:01 DPB1%105:01 531 v
W 137 -1.92 DRE1*03:01  DRB1*07:01  DRB3*01:01 DRB4*0L01 DQB1%02:01  DQB1%02:02 DQA1%02:01 DQAI*05:01  DPB1°04:01 DPB1%04:02 590
120 -2.18 DRE1*11:02  DRB1*13:03  DRB3*01:01 DRB3%02:02 DQB1%*03:01  DQB1%03:19 DQA1%05:05 DPB1%03:01 DPB1*17:01 814

DRE 1*07:01 DRE4*01:03 DQB1%02:02  DQB1%03:03 DQA1%02:01 DPB1%04:01 DPB104:02 689 el
DREB 1%03:01 DRB3*02:02 DQB 1*02:01 DQA1705:01 DPB 1740:01 126
DRE 1*03:02 DRBE3%01:01 DQB 1%04:02 DQA1%04:01 DPB1%01:01 DPB1*02:01 316

Raw
1441 .57

117398

g &
e

Ulnangy se3s4

690.26

388.25

465.14

933.02

Normal Cnt Specificity
1026 .4 128 DP14

909 94 146 DQ4

68095 149 DQ4

33443 118 DQ4

298.33 115 DQ8

293 88 136 DQS

236.74 143 DPI

Conclusions

These cases show that In certain sera false positive reactivity, which is more commonly observed in SAB assays, can also occur In
screening and phenotype bead panels. This underscores the need for caution In Interpreting assay results and highlights the
importance of utilizing multiple testing platforms, as well as correlating antibody data with the patient’'s HLA typing to ensure accurate
diagnostics.
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