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Table 1 Anti-M and anti-N identification using identification panel cells of the National Blood Centre, Thai Red

Cross Society

Identification panel cells phenotypes Lot.56060 Exp.13 JUL 2013

Clone M-N+ M+N- M+N+ M+N- M+N+ M+N+ M-N+ M+N- M+N- M+N+ M+N- Conclusion
[0} [0} [0} [0} (0] 0 (0] 0 0 0 0
1 2 3 4 5 6 7 8 9 10 11

Anti-N NBC-N1 4+ 0 4+ 0 4+ 4+ 4+ 0 0 4+ 0 Anti-N
(139 Gan)

Anti-N NBC-N2 4+ 0 4+ 0 4+ 4+ 4+ 0 0 4+ 0 Anti-N
(9A3D9)

Anti-N NBC-N3 4+ 0 4+ 0 4+ 4+ 4+ 0 0 4+ 0 Anti-N
(9A5B7)

Anti-N NBC-N4 4+ 0 4+ 0 4+ 4+ 4+ 0 0 4+ 0 Anti-N
(9D3D5)

Anti-M NBC-M2 0 4+ 4+ 4+ 4+ 4+ 0 4+ 4+ 4+ 4+ Anti-M

(7H32B7)

Remark: culture supernatants that used for identify harvesting while the hybridoma cells are still alive, 4+ = one solid

agglutination and 0 = no agglutination

National Blood Centre , Thai Red Cross Society
Panel Cells for antibody identification

LotNo : 56060 Expiry Date : 13 JUL 2013
Nao Donor Rh
Hao.
1 | 1001500433 RIRY |
2 | 1004569431 RIR1
3 | 1005203071 RIR
4 | 1001801170 RIR
5 [|oozasosd | Rir |
6 |ioosesare | Rerz |
7 | 1002100184 R2R2 |
2 | 1002101472 R2R2 [
9 | 1002210851 "
10 | 1002108250 rr
11 | 1004260770 rr
Remar} Cord cells
Al cells
gt Aulgse o Kool
Lestedky R Beels
Antiserum & Standard cells preparation section  Tel 0-2251-3111 ext 153 19-12.2556 9.54:50

Figure 1 The antigen profile of identification panel cells Lot. 56060 Exp. 13 JUL 2013 of the National Blood
Centre, Thai Red Cross Society
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Table 2 Anti-M and anti-N identification using papainized identification panel cells of the National Blood Centre,

Thai Red Cross Society

Papainized identification panel cells Lot 56060 Exp. 13 JUL 2013

Clone M-N+ M+N- M+N+ M+N- M+N+ M+N+ M-N+ M+N- M+N- M+N+ M+N-

(0] (0] o o (0] (o) (o) (o) o o (0]

1 2 3 4 5 6 7 8 9 10 1

Anti-N NBC-N1(139G3 GZ)
Anti-N NBC-N2(9A3D9)
Anti-N NBC-N3(9A5B7)
Anti-N NBC—N4(9D3D5)

o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o
o o o o o

Anti-M NBC—M2(7H32B7)

Remark: 0 = no agglutination
Table 3 Results of M and N antigens phenotyping using monoclonal anti-M and anti-N compared with rabbit

polyclonal anti-M and anti-N

Anti-M Anti-M Anti-N Anti-N
Donor Group Phenotype (Monoclonal) (Polyclonal Rabbit) (Monoclonal) (Polyclonal Rabbit)
NBC-M2(7HSZB7) Lot. 56010 Exp. 7 JAN 2015 NBC-N1(139G3G2) Lot. 55010 Exp. 20 MAR 2014

1 A M+N- 4+ 4+ 0 0
2 A M+N- 4+ 4+

3 A M+N- 4+ 4+ 0 0
4 A M-N+ 0 0 4+ 4+
5 A M-N+ 0 0 4+ 4+
6 A M-N+ 0 0 4+ 4+
7 A M-N+ 0 0 4+ 4+
8 A M-N+ 0 0 4+ 4+
9 A M-N+ 0 0 4+ 4+
10 A M+N+ 4+ 4+ 4+ 4+
11 A M+N+ 44 4 44 44
12 A M+N+ 44 44 44 44
13 A M+N+ 44 44 44 44
14 B M+N- 44 44 0 0
15 B M+N- 44 44 0 0
16 B M+N- 4+ 4+ 0 0
17 B M+N- 4+ 4+ 0 0
18 B M-N+ 0 0 4+ 4+
19 B M-N+ 0 0 4+ 4+
20 B M-N+ 0 0 4+ 4+
21 B M-N+ 0 0 4+ 4+
22 B M-N+ 0 0 4+ 4+
23 B M+N+ 4+ 4+ 4+ 4+
24 B M+N+ 4+ 4+ 4+ 4+
25 B M+N+ 4+ 4+ 4+ 4+
26 B M+N+ 4+ 4+ 4+ 4+
27 AB M-N+ 0 0 4+ 4+
28 AB M+N- 4+ 4+ 0 0
29 AB M+N+ 44 44 44 44
30 AB M+N+ 44 44 44 44

Remark: 4+ = one solid agglutination and 0 = no agglutination
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Table 4 Potency of anti-M and anti-N titers produced by murine hybridoma
Clone Phenotype Reciprocal of murine hybridoma culture supernatant dilution Titers
1 2 4 8 16 32 64 128 256

anti-M NBC-M2 M+N- 4+ 44 4+ 44+ 4+ 44+ 3+ 1+ 0 128

(TH2B) M+N+ 4+ 4+ 4 4+ 4 1+ 10 0 64

anti-N NBC-N1 M-N+ 4+ 4+ 4+ 4+ 44+ 4+ 2+ 1+ 0 128

(139G G) M+N+ 4+ 4+ 4+ 4+ 4 3+ 1+ 0 0 64

Remark: 4+ = one solid agglutination; 3+ = several large agglutination; 2+ = medium-size agglutination, clear background;

1+ = small agglutination, turbid background; 1+" = very small agglutination, turbid background and 0 = no agglutination
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Generating the Hybridoma Cell Line by Murine Monoclonal Hybridoma
Technology for Producing Anti-M and Anti-N Blood Group Phenotyping

Reagents

Kallaya Kerdkaewngam, Siriporn Ponsen, Suvit Phonimit, Udom Tingtoy and Soisaang Phikulsod

Antiserum and Standard cell Preparation Section, National Blood Centre, Thai Red Cross Society, Bangkok, Thailand.

Abstract: National Blood Centre, Thai Red Cross Society has presently produced polyclonal anti-M and anti-N
blood group phenotyping reagents from rabbit immunized serum. The murine monoclonal hybridoma technology
has shown to be better efficiency than those of the rabbit polyclonal antibody in terms of productivity, quality and
specificity. Objective: To develop a method to produce the hybridoma cell line by murine monoclonal hybridoma
technology for producing anti-M and anti-N blood group phenotyping reagents. Materials and Methods: The
white blood cells from BAL B/c mice spleen which were immunized three times with 20% group O human red
blood cells phenotype M+N+, were further fused with mice myeloma cells (SP2/0O) of the same species. The
hybridoma growth culture supernatants were then tested with the screening cells 01 (M+N-) and O2 (M-N+). Only
the hybridoma which gave positive reaction with OI or 02 was selected to further culture. These hybridomas
were identified using identification panel cells and papainized identification panel cells. Hybridomas secreting
anti-M or anti-N were selected for limiting dilution to pick out monoclones. The monoclones were frozen in
liquid nitrogen. The culture supernatant was kept and tested in details using the serology test. Results: This
research was able to produce one hybridoma of anti-M secreting as NBC-M2 ( 7HSB / and four hybridomas of anti-N
secreting as NBC-N1 (1 SQGSG / NBC-N2 (9A3D J NBC-N3 (QAEB / and NBC-N4 (. 7D3D 5) Conclusions: Preliminary
serology tests showed that the five hybridomas were able to produce anti-M and anti-N blood group phenotyping
reagents. These five hybridomas are newly produced. Therefore, further serology tests are needed to confirm
that anti-M and anti-N produced from these hybridomas cell lines could replace the polyclonal anti-M and anti-N
blood group phenotyping reagents produced from rabbit immunized serum.

Keywords : @ Anti-M @ Anti-N @ Murine monoclonal ® Hybridoma
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