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Specificities and sizes of the PCR products of the 48 primer mixes used for HLA-Cw*07 SSP typing.
	Primer Mix
	Size of spec. PCR product1
	Size of control band2
	Amplified HLA-Cw*07 alleles3
	Other amplified HLA-Class I alleles4

	  19
	245 bp , 425 bp
	800 bp
	*070101-0733N, 0735-0799
	

	  2
	290 bp
	800 bp
	*070101-070104, 070106-070111, 0705-0707, 0709, 0714, 0716, 0718, 0720-0722, 0724, 0726-0728, 0730, 0731, 0735, 0736, 0740, 0743, 0744, 0752, 0753, 0755N, 0758-0760, 0765, 0769-0771, 0773, 0777, 0778, 0781-0783, 0785, 0786, 0789, 0791-0796, 0798N
	*0517, 

B*350804

	  35
	110 bp
	800 bp
	*070101-070111, 0706, 0709, 0718-0722, 0724, 0726, 0728, 0730, 0735, 0736, 0740, 0744, 0752, 0753, 0755N, 0757-0759, 0765, 0769-0771, 0773, 0777, 0778, 0781-0783, 0785, 0786, 0789, 0791-0796, 0798N
	

	  4
	185 bp
	1070 bp
	*07020101-070213, 0710, 0713, 0715, 0719, 0723, 0725, 0729, 0732N, 0733N, 0737-0739, 0742, 0746-0751, 0754, 075601, 075602, 0761N, 0762, 0764, 0766-0768, 0772, 0774-0776, 0779, 0780, 0784, 0787, 0788, 0790, 0797, 0799
	B*4060

	  55,10
	70 bp, 145 bp, 245 bp
	800 bp
	*0703, 0753, 0757
	

	  65
	100 bp
	1070 bp
	*070401-070403, 0711, 0712, 0763, 0768
	

	  7
	190 bp
	1070 bp
	*0705
	B*2736, B*4821

	  811
	285 bp, 505 bp
	1070 bp
	*0706, 0745
	*0440

	
	
	
	
	

	  96,12
	215 bp, 240 bp, 425 bp
	800 bp
	*0707, 0709, 0729, 0733N, 0749, 0776
	*0617, 1801-1803

	10
	185 bp
	1070 bp
	*0708
	

	1113
	275 bp, 305 bp
	800 bp
	*0710, 0724, 0743
	B*350804

	125
	130 bp
	1070 bp
	*0712, 0741
	*05010101-050111, 0503-0508, 0510-0516, 0518-0522, 0524-0534, 080101-0806, 0808-0814, 0816-0831, 

A*2910

	135,7
	90 bp
	1070 bp
	*0711, 075601, 075602, 0760, 0779
	*0369, 0427, 0452

	14
	240 bp
	800 bp
	*0713, 0728
	*0517

	155,14
	80 bp, 290 bp, 460 bp
	800 bp
	*0714, 0750, 0789
	

	16
	535 bp
	1070 bp
	*07020101-070213, 070401-0705, 0708, 0710, 0711, 0713-0715, 0723, 0725, 072701, 072702, 0729, 0731-0733N, 0737-0739, 0742, 0743, 0745-0751, 0754, 075601, 075602, 0761N-0764, 0766-0768, 0772, 0774-0776, 0779, 0780, 0784, 0787, 0788, 0790, 0797, 0799
	0314, 0523, 0807, 121401, 121402, 17010101-1706, B*4606

	
	
	
	
	

	175,7
	130 bp
	1070 bp
	*070401-070403, 0711, 0763, 0768
	*0523, 0807

	185,15
	120 bp,  230 bp
	800 bp
	*0715, 0752
	*0503, 

B*0777, B*4060

	1916
	220 bp, 355 bp, 465 bp
	800 bp
	*0707, 0716, 0726, 0733N, 0751, 0780, 0792, 0796
	

	2017
	145 bp, 170 bp, 195 bp
	1070 bp
	*0703, 0717, 0744, 0748, 0781
	*0517, 

B*350804

	215,18
	100 bp, 225 bp
	800 bp
	*0706, 0718, 0719, 0754
	

	2219
	205 bp, 250 bp
	800 bp
	*0720, 0784, 0796
	*0315, 0332, 0345, 0360, 0403, 0406, 0416, 1525

	2320
	155 bp, 185 bp
	1070 bp
	*0721, 0723
	

	245
	130 bp
	1070 bp
	*0722, 0725
	

	
	
	
	
	

	255,21
	105 bp, 150 bp
	1070 bp
	*0730, 0746
	B*5608w, B*5614

	265,22
	100 bp, 250 bp, 300 bp
	1070 bp
	*0731, 0732N, 0755N
	

	275
	130 bp
	1070 bp
	*0737, 0769
	B*350804

	2823
	175 bp, 260 bp 
	800 bp
	*0735, 0744, 0747
	

	29
	255 bp
	1070 bp
	*0736, 0742
	

	305
	60 bp
	1070 bp
	*0775
	

	31
	415 bp
	1070 bp
	*0739, 0740
	

	3224
	245 bp, 285 bp
	1070 bp
	*0707, 0709, 0749, 0760, 0776, 0779
	*0214, 0339, 0367, 0442, 06020101-060205, 0604-0610, 0612-0629, 1523, 1801-1803, 

B*0806, B*0817, B*0839, B*0847

	
	
	
	
	

	3325
	205 bp, 230 bp
	1070 bp
	*0766w, 0782
	

	345,26
	105 bp, 270 bp
	1070 bp
	*0767, 0770
	

	356,27
	320 bp, 360 bp
	800 bp
	*0771, 0772, 0780
	

	366
	265 bp
	1070 bp
	*0720, 0764, 0773, 0792, 0796
	

	37
	265 bp
	1070 bp
	*0738, 0763, 0768
	B*0777, B*4060

	388,28
	135 bp, 195 bp, 405 bp
	1070 bp
	*0758, 0761N, 0765
	

	395,29
	100 bp, 255 bp
	800 bp
	*0759, 0774
	

	4030
	205 bp, 440 bp
	1070 bp
	*0707, 0709, 0762, 0776, 0778
	*0617, 1801-1803

	
	
	
	
	

	4131
	140 bp, 255 bp
	1070 bp
	*0788, 0791
	

	42
	205 bp
	1070 bp
	*0777, 0793
	

	435,32
	105 bp, 140 bp
	1070 bp
	*0794, 0799
	

	446,33
	165 bp, 195 bp
	1070 bp
	*0765, 0777, 0798N
	

	45
	475 bp
	1070 bp
	*0795
	*0434, B*7301

	4634
	200 bp, 350 bp
	1070 bp
	*0783, 0790
	

	4735
	200 bp, 455 bp
	1070 bp
	*0786, 0797
	

	4836
	220 bp, 400 bp
	1070 bp
	*0785, 0787
	


1Alleles are assigned by the presence of specific PCR product(s). However, the sizes of the specific PCR products may be helpful in the interpretation of HLA-Cw*07 SSP typings.

When the primers in a primer mix can give rise to specific PCR products of more than one length this is indicated if the size difference is 20 base pairs or more. Size differences shorter than 20 base pairs are not given. For high resolution SSP kits the respective lengths of the specific PCR product(s) of the alleles amplified by these primer mixes are given. 

Nonspecific amplifications, i.e. a ladder or a smear of bands, may sometimes be seen. GC-rich primers have a higher tendency of giving rise to nonspecific amplifications than other primers.

PCR fragments longer than the control bands may sometimes be observed. Such bands should be disregarded and do not influence the interpretation of the SSP typings.

PCR fragments migrating faster than the control bands, but slower than a 400 bp fragment may be seen in some gel read-outs. Such bands can be disregarded and do not influence the interpretation of the SSP typings.

Some primers may give rise to primer oligomer artifacts. Sometimes this phenomenon is an inherit feature of the primer pair(s) of a primer mix. More often it is due to other factors such as too low amount of DNA in the PCR reactions, taking too long time in setting up the PCR reactions, working at elevated room temperature or using thermal cyclers that are not pre-heated.

2The internal positive control primer pairs amplify segments of the human growth hormone gene. The two different control primer pairs give rise to either an internal positive control band of 1070 base pairs, for most wells, or a band of 800 base pairs, for some wells.

Well number 1 contains the primer pair giving rise to the shorter, 800 bp, internal positive control band in order to help in the correct orientation of the HLA-Cw*07 subtyping.

In addition, wells number 2, 3, 5, 9, 11, 14, 15, 18, 19, 21, 22, 28, 35 and 39 contain the primer pair giving rise to the shorter, 800 bp, internal positive control band in order to allow kit identification.

In the presence of a specific amplification the intensity of the control band often decreases.

3For several HLA-Cw*07 alleles 1st, 5th, 6th and 7th exon nucleotide sequences are not available. In these instances it is not known whether some of the primers of the SSP sets are completely matched with the target sequences or not. We assume that unknown sequences in the 1st, 5th, 6th and 7th exons are conserved within allelic groups. 

4Due to the sharing of sequence motifs between HLA-Cw alleles non-HLA-Cw*07 alleles will be amplified by primer mixes 2, 8, 9, 12 to 14, 16 to 18, 20, 22, 32, 40 and 45. In addition, the A*2910 allele will be amplified by primer mix 12, the B*0777 allele will be amplified by primer mixes 18 and 37, the B*0806, B*0817, B*0839 and B*0847 alleles by primer mix 32, the B*2736 and B*4812 alleles by primer mix 7, the B*350804 allele by primer mixes 2, 11, 20 and 27, the B*4060 allele by primer mixes 4, 18 and 37,  the B*4606 allele by primer mix 16, the B*5608 and B*5614 alleles by primer mix 25 and the B*7301 allele will be amplified by primer mix 45.
5Short specific PCR fragments are less intense and not as sharp as longer specific bands.
6Primer mixes 9, 35, 36 and 44 have a tendency of primer oligomer formation.

7Primer mixes 13 and 17 have a tendency of giving rise to nonspecific amplifications.

8Primer mix 38 may generate a false band of about 900 base pairs. This band should be disregarded when interpreting HLA-Cw*07 SSP typings.
9Primer mix 1: Specific PCR fragment of 245 bp in the Cw*0707, 0709, 0749 and 0776 alleles. Specific PCR fragment of 425 bp in the Cw*0741 allele. Specific PCR fragment of 245 and 425 bp in the Cw*070101-0706, 0708, 0710-0733N, 0735-0740, 0742-0748, 0750-0775 and 0777-0799 alleles.

*0753 allele. Specific PCR fragment of 145 bp in the Cw*0757 allele. Specific PCR fragment of 245 bp in the Cw*0703 allele.

11Primer mix 8: Specific PCR fragment of 285 bp in the Cw*0745 and the Cw*0440 alleles. Specific PCR fragment of 505 bp in the Cw*0706 allele.

12Primer mix 9: Specific PCR fragment of 215 bp in the Cw*0733N allele. Specific PCR fragment of 240 bp in the Cw*0729 allele. Specific PCR fragment of 425 bp in the Cw*0707, 0709, 0749 and 0776 and the Cw*0617 and 1801-1803 alleles. 

13Primer mix 11: Specific PCR fragment of 275 bp in the Cw*0724 allele. Specific PCR fragment of 305 bp in the Cw*0710 and 0743 and the B*350804 alleles.

14Primer mix 15: Specific PCR fragment of 80 bp in the Cw* 0750 allele. Specific PCR fragment of 290 bp in the Cw*0714 allele.  Specific PCR fragment of 460 bp in the Cw*0789 allele.  

15Primer mix 18: Specific PCR fragment of 120 bp in the Cw* 0752 and the Cw*0503 alleles. Specific PCR fragment of 230 bp in the Cw*0715 and in the B*0777 and B*4060 alleles.  

16Primer mix 19: Specific PCR fragment of 220 bp in the Cw*0726, 0733N, 0792 and 0796 alleles. Specific PCR fragment of 355 bp in the Cw*0780 allele. Specific PCR fragment of 465 bp in the Cw* 0707, 0716 and 0751 alleles. 

17Primer mix 20: Specific PCR fragment of 145 bp in the Cw*0703 and 0717 and Cw*0517 alleles. Specific PCR fragment of 170 bp in the 0744 and 0748 alleles. Specific PCR fragment of 195 bp in the Cw*0781 allele. Specific PCR fragment of 145 bp and 195 bp in the B*350804 allele.

18Primer mix 21:
 Specific PCR fragment of 100 bp in the Cw*0754 allele. Specific PCR fragment of 225 bp in the Cw*0706, 0718 and 0719 alleles.

19Primer mix 22:
 Specific PCR fragment of 205 bp in the Cw*0784 allele. Specific PCR fragment of 250 bp in the Cw*0720 and 0796 and the Cw*0315, 0332, 0345, 0360, 0403, 0406, 0416 and 1525 alleles.

20Primer mix 23:
 Specific PCR fragment of 155 bp in the Cw*0723 allele. Specific PCR fragment of 185 bp in the Cw*0721 allele.

21Primer mix 25: Specific PCR fragment of 105 bp in the Cw*0746 and B*5606w and B*5614 alleles. Specific PCR fragment of 150 bp in the Cw*0730 allele.

22Primer mix 26: Specific PCR fragment of 100 bp in the Cw*0732N allele. Specific PCR fragment of 250 bp in the Cw*0755N allele. Specific PCR fragment of 300 bp in the Cw*0731 allele.

23Primer mix 28: Specific PCR fragment of 175 bp in the Cw*0744 allele. Specific PCR fragment of 260 bp in the Cw*0735 and 0747 alleles.

24Primer mix 32: Specific PCR fragment of 245 bp in the Cw*0707, 0709, 0749 and 0776 and the Cw*0214, 0367, 0442, 06020101-060205, 0604-0610, 0612-0629, 1523, 1801-1803 and the B*0806, B*0817 and B*0847 alleles. Specific PCR fragment of 285 bp in the Cw*0760 and 0779 and the Cw*0339 and 0367 and the B*0839 alleles.
25Primer mix 33: Specific PCR fragment of 205 bp in the Cw*0766 allele. Specific PCR fragment of 230 bp in the Cw*0782 allele.

26Primer mix 34: Specific PCR fragment of 105 bp in the Cw*0767 allele. Specific PCR fragment of 270 bp in the Cw*0770 allele.

27Primer mix 35: Specific PCR fragment of 320 bp in the Cw*0772 allele. Specific PCR fragment of 360 bp in the Cw*0771 and 0780 alleles.

 28Primer mix 38: Specific PCR fragment of 135 bp in the Cw*0758 allele. Specific PCR fragment of 195 bp in the Cw*0765 allele. Specific PCR fragment of 405 bp in the Cw*0761N allele.

 29Primer mix 39: Specific PCR fragment of 100 bp in the Cw*0774 allele. Specific PCR fragment of 255 bp in the Cw*0759 allele.

30Primer mix 40: Specific PCR fragment of 205 bp in the Cw*0762 allele. Specific PCR fragment of 440 bp in the Cw*0707, 0709, 0776 and 0778 and the Cw*0617 and 1801-1803 alleles.

31Primer mix 41: Specific PCR fragment of 140 bp in the Cw*0791 allele. Specific PCR fragment of 255 bp in the Cw*0788 allele.

32Primer mix 43: Specific PCR fragment of 105 bp in the Cw*0794 allele. Specific PCR fragment of 140 bp in the Cw*0799 allele.

33Primer mix 44: Specific PCR fragment of 165 bp in the Cw*0798N allele. Specific PCR fragment of 195 bp in the Cw*0765 and 0777 alleles.

34Primer mix 46: Specific PCR fragment of 200 bp in the Cw*0783 allele. Specific PCR fragment of 350 bp in the Cw*0790 allele.

35Primer mix 47: Specific PCR fragment of 200 bp in the Cw*0786 allele. Specific PCR fragment of 455 bp in the Cw*0797 allele.

36Primer mix 48: Specific PCR fragment of 220 bp in the Cw*0787 allele. Specific PCR fragment of 400 bp in the Cw*0785 allele.

 ‘w’, may be weakly amplified.
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2


1The Cw*0734 allele has been renamed to Cw*072702.
2Primer mix 1: Specific PCR fragment of 245 bp in the Cw*0707, 0709, 0749 and 0776 alleles. Specific PCR fragment of 425 bp in the Cw*0741 allele. Specific PCR fragment of 245 and 425 bp in the Cw*070101-0706, 0708, 0710-0733N, 0735-0740, 0742-0748, 0750-0775 and 0777-0799 alleles.

Primer mix 5: Specific PCR fragment of 70 bp in the Cw*0753 allele. Specific PCR fragment of 145 bp in the Cw*0757 allele. Specific PCR fragment of 245 bp in the Cw*0703 allele.

Primer mix 8: Specific PCR fragment of 285 bp in the Cw*0745 and the Cw*0440 alleles. Specific PCR fragment of 505 bp in the Cw*0706 allele.

Primer mix 9: Specific PCR fragment of 215 bp in the Cw*0733N allele. Specific PCR fragment of 240 bp in the Cw*0729 allele. Specific PCR fragment of 425 bp in the Cw*0707, 0709, 0749 and 0776 and the Cw*0617 and 1801-1803 alleles. 

Primer mix 11: Specific PCR fragment of 275 bp in the Cw*0724 allele. Specific PCR fragment of 305 bp in the Cw*0710 and 0743 and the B*350804 alleles.

Primer mix 15: Specific PCR fragment of 80 bp in the Cw* 0750 allele. Specific PCR fragment of 290 bp in the Cw*0714 allele.  Specific PCR fragment of 460 bp in the Cw*0789 allele.  

Primer mix 18: Specific PCR fragment of 120 bp in the Cw* 0752 and the Cw*0503 alleles. Specific PCR fragment of 230 bp in the Cw*0715 and in the B*0777 and B*4060 alleles.  

Primer mix 19: Specific PCR fragment of 220 bp in the Cw*0726, 0733N, 0792 and 0796 alleles. Specific PCR fragment of 355 bp in the Cw*0780 allele. Specific PCR fragment of 465 bp in the Cw* 0707, 0716 and 0751 alleles. 

Primer mix 20: Specific PCR fragment of 145 bp in the Cw*0703 and 0717 and Cw*0517 alleles. Specific PCR fragment of 170 bp in the 0744 and 0748 alleles. Specific PCR fragment of 195 bp in the Cw*0781 allele. Specific PCR fragment of 145 bp and 195 bp in the B*350804 allele.

Primer mix 21:  Specific PCR fragment of 100 bp in the Cw*0754 allele. Specific PCR fragment of 225 bp in the Cw*0706, 0718 and 0719 alleles.

Primer mix 22: Specific PCR fragment of 205 bp in the Cw*0784 allele. Specific PCR fragment of 250 bp in the Cw*0720 and 0796 and the Cw*0315, 0332, 0345, 0360, 0403, 0406, 0416 and 1525 alleles.

Primer mix 23: Specific PCR fragment of 155 bp in the Cw*0723 allele. Specific PCR fragment of 185 bp in the Cw*0721 allele.

Primer mix 25: Specific PCR fragment of 105 bp in the Cw*0746 and B*5606w and B*5614 alleles. Specific PCR fragment of 150 bp in the Cw*0730 allele.

Primer mix 26: Specific PCR fragment of 100 bp in the Cw*0732N allele. Specific PCR fragment of 250 bp in the Cw*0755N allele. Specific PCR fragment of 300 bp in the Cw*0731 allele.

Primer mix 28: Specific PCR fragment of 175 bp in the Cw*0744 allele. Specific PCR fragment of 260 bp in the Cw*0735 and 0747 alleles.

Primer mix 32: Specific PCR fragment of 245 bp in the Cw*0707, 0709, 0749 and 0776 and the Cw*0214, 0367, 0442, 06020101-060205, 0604-0610, 0612-0629, 1523, 1801-1803 and the B*0806, B*0817 and B*0847 alleles. Specific PCR fragment of 285 bp in the Cw*0760 and 0779 and the Cw*0339 and 0367 and the B*0839 alleles.
Primer mix 33: Specific PCR fragment of 205 bp in the Cw*0766 allele. Specific PCR fragment of 230 bp in the Cw*0782 allele.

Primer mix 34: Specific PCR fragment of 105 bp in the Cw*0767 allele. Specific PCR fragment of 270 bp in the Cw*0770 allele.

Primer mix 35: Specific PCR fragment of 320 bp in the Cw*0772 allele. Specific PCR fragment of 360 bp in the Cw*0771 and 0780 alleles.

 Primer mix 38: Specific PCR fragment of 135 bp in the Cw*0758 allele. Specific PCR fragment of 195 bp in the Cw*0765 allele. Specific PCR fragment of 405 bp in the Cw*0761N allele.

 Primer mix 39: Specific PCR fragment of 100 bp in the Cw*0774 allele. Specific PCR fragment of 255 bp in the Cw*0759 allele.

Primer mix 40: Specific PCR fragment of 205 bp in the Cw*0762 allele. Specific PCR fragment of 440 bp in the Cw*0707, 0709, 0776 and 0778 and the Cw*0617 and 1801-1803 alleles.

Primer mix 41: Specific PCR fragment of 140 bp in the Cw*0791 allele. Specific PCR fragment of 255 bp in the Cw*0788 allele.

Primer mix 43: Specific PCR fragment of 105 bp in the Cw*0794 allele. Specific PCR fragment of 140 bp in the Cw*0799 allele.

Primer mix 44: Specific PCR fragment of 165 bp in the Cw*0798N allele. Specific PCR fragment of 195 bp in the Cw*0765 and 0777 alleles.

Primer mix 46: Specific PCR fragment of 200 bp in the Cw*0783 allele. Specific PCR fragment of 350 bp in the Cw*0790 allele.

Primer mix 47: Specific PCR fragment of 200 bp in the Cw*0786 allele. Specific PCR fragment of 455 bp in the Cw*0797 allele.

Primer mix 48: Specific PCR fragment of 220 bp in the Cw*0787 allele. Specific PCR fragment of 400 bp in the Cw*0785 allele.

 ‘w’, may be weakly amplified.
Change in revision R02 compared to R01:

1. The Cw*0766 allele is weakly amplified by primer mix 33.

Change in revision R02 compared to R01:

1. Correction of foot note numbering in the specificity table.
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