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Table 1 PCR-SSP setting

Equipment: GeneAmp PCR System 9700 Thermal Cycler (Applied Biosystem®)

PCR mixture 8.02 ul
Breakdown
1 M Tris-HCI (pH 8.8): 0473 ul
1 M (NHa) SO4: 0.095 ul
1 M MgClz 0.009 w
25 mM dNTP: 0.076 ul

DDW: 6.93 w

Primers
D: 0.057 ul each

DCE10-F1: 5-TGTAATGAGACATTTAGGCT-3'
D10-R1: 5-TCAACTCCATTTTCTCTGACT-3

263 bp

d: 0.071 pl each

DNEG-F2: 5-CGAAGGTTTCCAAACCCCAA-3
DNEG-R2: 5-TCTTTTCTGGCCTTAACATC-3

1920 bp

DEL: 0.057 ul each

DEL-F6: 5-~ATGACCAAGTTTTCTGGAAA-3
DEL-R3: 5-CAGCAAGTCAACATATGTACT-3

102 bp

RHD & RHCE exon 8 (control): 0.014 ul each

DCE8-F1: 5-TACTGACACCGACAGTCCTT-3
DCE8-RI1: 5-TGCTGTGTCCTGGCAATGGT-3'

208 bp

DMSO: 25 w
DNA: 1 pl (30 ng/ul)
Taq: Takara rTaq 0.08 nl

PCR reaction condition
94C (3 min.)

94C (15 sec.)-59C (30 sec)-72C (1 min.) 35 cycles

72C (5 min.)
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Fig. 1 Clinical data after transfusion
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Fig. 2 PCR-SSP for RHD gene analysis

No. 1-No. 6 indicates transfused blood.
* No. 3 demonstrates DEL-specific pattern.

M: molecular marker, D/D: RhD-positive, d/d: RhD-negative, DEL/d: DEL
We transfused 5 bags of RCC (8u) until irregular autoantibody was detected on the 5% day, and one more

bag (2u) was transfused on the 6 day. We asked the blood center to analyze all 6 bags.

Cell Sex Test Results
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Sal. | Fic.
D C E IAT
1 + 0 0 + 0 + + + 0 + + 0 + 0 + 0 + 0 2+ 3+
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Fig. 3 TIrregular antibody identification with an antigram

* weak reaction positive, and finally negative
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Table 2 Exclusion of other antibodies
1st time: reaction with D-C+c—-E—-e+ 2nd time:‘_react%on_witl{ D+C=c+E+e-
(using 1st time supernatant)

supernatant anti-D antibody detected ND
antibody dissociated solution ND ND
* This result shows the absence of anti-G antibody confirmed by an adsorption-elution test.
DTT treatment - +

Panel cell D+K+cell D+K—cell D—-K-—cell D+K+cell D+K—cell D—-K-—cell
patient’s serum 2+ 2+ 0 2+ 2+ 0
anti-K reagent 2+ 0 0 0 0 0
* This result shows the absence of anti-LW antibody by reactions after DTT treatment.
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ANTI-D ANTIBODY DETECTION AFTER TRANSFUSION OF RhD-NEGATIVE RBCs
IN AN RhD-NEGATIVE RECIPIENT

Kiyoko Kobayashi, Shinji Matsumoto, Mizuki Arai, Yasuka Watanabe, Mai Maeda, Takashi Tanazawa,
Sachiko Fukunaga, Mitsue Hirayama and Kenji Ikebuchi

Division of Cell Transplantation and Transfusion, Saitama Medical University International Medical Center

Abstract:

We experienced a case in which anti-D antibody was detected in an RhD-negative recipient after RBC transfu-
sion of RhD-negative units. A total of 8 units from 5 donors was transfused. All units were analyzed by the anti-D
dissociative-adsorption test and by PCR-SSP for the RhD gene at Kanto-Koshinetsu Block Blood Center, Japanese Red
Cross. In one unit, a mutation was found on the 1,227 base, which is typical in DEL. There was no obvious evidence
of hemolysis or other adverse effects in the lab data and clinical course after transfusion.

DEL is classified as RhD-negative based on serological testing, despite the presence of weak D antigen. Several
cases about one or two transfusions of DEL to an RhD-negative recipient have been reported so far.

This case suggests that DEL is classified as RhD-negative blood units and may produce anti-D antibody in an
RhD-negative recipient after transfusion. Therefore, it is necessary to discuss how to prevent the transfusion of DEL

to RhD-negative recipients.
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