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WORKING INSTRUCTION

HUMAN PLATELET ANTIGEN (HPA)
CTS-PCR-SSP MINITRAY KIT

LOCUS AND LOT-SPECIFIC MANUAL

To be applied to the following product(s):

Product No. Description

225 HPA CTS- PCR-SSP Minitray Kit AV D| C€

CHANGESCOMPARED TO LOT HPA(O8-0, REVISION OF OCTOBER 28, 2009:

» HPA-5a, 5b: Refer to Table 1, page 6, and to the worksheet, page 8, for new size of
the alele-specific PCR product.

I ntroduction

¢ Intended use: The HPA CTS-PCR-SSP Minitray Kit provides primer mixes for
genotyping of the human platelet antigens HPA-1, -2, -3, -4, -5, -6 and -15 by the
PCR-SSP method. The kit has been devel oped according to the publications of Kluter
H et a. (Vox Sang 1996), Meyer et a. (Transfusion 1999), Lyou et a. (Transfusion
2002), and Schuh et a. (Blood 2002).

¢ Thismanua isonly valid for Lot No. HPAQ09-0.

¢ |t should be used together with the Main Manual (General Information) ‘Working In-
struction for the CTS-PCR-SSP Tray and Minitray Kits' (Manual No. 100A) you re-
ceived along with the kit.
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1. Kit Composition

1.1. Number of tests

*  Number of mixes per test (one minitray): 14 alele-specific mixes + 1 negative control
mix

*  Number of tests (minitrays) per kit: 12

* The primer mixes are aliquoted and lyophilized in thin-walled, nature-colored 16 well-
PCR-minitrays.

* PCR buffer: 0.6ml of Mastermix HPA (without Tag polymerase)

For storage condition, please refer to Section 1 of the ‘Working instruction for the CTS-PCR-
SSPTRAY and MINITRAY KITS (Manua No. 100A) supplied along with this product.

1.2. Positionsand specificitiesof primer mixes

Figure 1 and Table 1 show the mix positions on the PCR-minitray and the HPA specificity for
each primer mix, respectively.

2. Materials, Reagents and Equipment not supplied

Please refer to Section 2 of the ‘Working instruction for the CTS-PCR-SSP TRAY and
MINITRAY KITS (Manual No.: 100A) supplied along with this product.

3. Sample Requirements, PCR and Gel Electrophoresis

Please refer to Section 3 to 6 of the ‘Working instruction for the CTS-PCR-SSP TRAY and
MINITRAY KITS (Manua No.: 100A) supplied along with this product.

4. Result Evaluation

Check the approximate base pair size of the PCR product against Table 1 to confirm the correct
product size.

4.1. Amplification Control (Internal Positive Control)

Each of the primer mixes contains a non-allelic control primer pair which amplifies a 440 bp
fragment of the C-reactive protein gene.
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4.2. Allele-specific amplification product(s)

Slots in which the specific PCR product is present (and no visible or only a weaker amplification
control band) indicate the presence of certain allele-specific sequences (Table 1).

5. Inter pretation Hints

* The quality and quantity of DNA as well as of the Tag polymerase are extremely crucial fac-
tors. If your bands are too weak, you might try to adjust these two factors until you obtain op-
timal results.

* A positive specific reaction in any of the PCR tubes indicates the presence of the correspond-
ing HPA dlele.

* Itisvery important to perform the electrophoresis for at least 15 min. Only by doing this, the
specific amplicons will be nicely separated from the 440 bp control band. Thisis especially
important for the larger specific PCR products.

* The HPA polymorphism is based on diallélic loci within the HPA gene. Thus, it is theoreti-
cally possible that an individual will show positive specific reactions with al PCR mixes of
the kit.

Please aso refer to Section 7 of the ‘Working instruction for the CTS-PCR-SSP TRAY and
MINITRAY KITS (Manual No.: 100A) supplied along with this product.

6. Troubleshooting

Please refer to Section 8 of the ‘Working instruction for the CTS-PCR-SSP TRAY and
MINITRAY KITS (Manual No.: 100A) supplied along with this product.

7. Precaution

Please refer to the ‘Material Safety Data Sheet for the CTS-PCR-SSP TRAY and MINITRAY
KITS (Manua No.:100B) supplied along with this product.

8. Contact

If you have any particular questions concerning this kit, which are not answered in this or the
Main Manual, please do not hesitate to contact me or my coworkers at:

Tel.: ++49 6221564013
Fax: ++49 6221 564200
E-mail: hien.tran@med.uni-heidelberg.de

Hien Tran, M.D.
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Figure 1. HPA-mix identification and mix position on 16-well PCR-minitray
(Neg. Ctrl. = Negative Control Mix)
Size of allele-specific PCR product (basepairs = bp) isindicated for each mix.
Numbers which appear on the upper edge of the minitray can be ignored.
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Tablel. Sizesof the PCR productsand allele specificities of each PCR-SSP primer mix in the
HPA CTS-PCR-SSP Minitray Kit (L ot-No. HPAQ9-0)

Size of the S|ze_qfth_e Size of the S|ze_o_fth_e
Mix No. Allelic specificity Specific Amplicon Amé)llflcatlon Mix No. Allelic specificity | Specific Amplicon Amplification
(basepairs) ontrpl (basepairs) Contrpl
(basepairs) (basepairs)

Mix No. 1la HPA-1a 190 440 Mix No. 5a HPA-5a 250 440
Mix No. 1b HPA-1b 190 440 Mix No. 5b HPA-5b 250 440
Mix No. 2a HPA-2a 240 440 Mix No. 6a HPA-6a 160 440
Mix No. 2b HPA-2b 240 440 Mix No. 6b HPA-6b 160 440
Mix No. 3a HPA-3a 290 440 Mix No. 15a HPA-15a 290 440
Mix No. 3b HPA-3b 290 440 Mix No. 15b HPA-15b 290 440
Mix No. 4a HPA-4a 160 440 Negative Control - - -
Mix No. 4b HPA-4b 160 440 - _ _ N

Manua No.: 25
Rev.: March 3, 2010

Table 2. Characteristics of the Human Platelet Antigens (HPA) detectable by using the
HPA CTS-PCR-SSP Minitray Kit

System Antigen Alter native names flqueﬂgxzf Glycoprotein Ngﬁfr?;fe Amino acid change
weat | IV | o s | oM | o | e

weaz | BB | o em | o7 T | emaine
one | pore | vt | e | oma | o | aweee
ons [ Torie | aluite | s | ome | s | e
HPAS | fionen | came A e B
eass o[ en | e o | o |

* Phenotype frequencies in Caucasian populations; markedly different frequencies may be found in other populations
Data published by the Institute for Biological Standards and Controls, UK (September 6, 2002).
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Short Working Instruction for HPA-Typing
with the HPA CTS-PCR-SSP Typing Kit

1. Isolate DNA and dilute to a concentration of 150 ng/pl.

2. Set up pre-PCR mixture (volume per test):

“Mastermix” (PCR buffer) 46 ul
Taq polymerase 0.96 ul *
Aquadest. 109.6 pl

*Tag amount may vary depending on brand and lot; validation before use is recommended.

Vortex.

3. Before adding DNA, pipette 10 ul of the pre-PCR mixtureto mix 15 on
minitray (= negative control). Then add 16.6 pl of DNA suspension (150
ng/ul) to the pre-PCR mixture. Vortex.

4. Aliquot 10 pl of the pre-PCR mixture into each of the remaining cavities
(mix 1-14).

5. Centrifuge the minitray briefly to pellet down the reagents.
6. Closethe minitray with 8-cap stripe well.

7. Thermal cycling using the following program:

Initial denaturation : 94°C,2min
followed by 10 cycles of
Denaturation . 94°C, 15sec
Anneding & Extenson : 65°C,1min
followed by 20 cycles of
Denaturation . 94°C, 15sec
Annealing . 61°C, 50 sec
Extension . 72°C,30sec
eventually,
Hold : 4°C,15min

8. Agarose gel electrophoresis (2% agarose).
9. Result interpretation using manual or worksheet.
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Laboratory:

Primer Specificity Amp
Mix- HPA * (bp)
No.

1 HPA1l-1la 190
2 HPA1-1b 190
3 HPA 2 -2a 240
4 HPA 2 -2b 240
5 HPA3-3a 290
6 HPA3-3b 290
7 HPA 4 - 4a 160
8 HPA 4 - 4b 160
9 HPA'5 - 5a 250
10 HPA5 - 5b 250
11 HPA 6 - 6a 160
12 HPA 6 - 6b 160
13 HPA 15 - 15a 290
14 HPA 15 - 15b 290
15 Negative Control

Result
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