NEW PCR SEQUENCING METHOD AND USE THEREOF
IN HLA GENOTYPING

Relevant applications

The present application claims the priority right of the Chiflese Patent
Application Nos. 201010213717.6, 201010213719.5, and 2010102137Z1.2 as filed on
Jun. 30, 2010 and the priority right of the International Application Nos.
PCT/CN2010/002150 and PCT/CN2010/002149 as filed on/Dec. 24, 2010, the

contents of which are incorporated herein by reference in the# entirety.

TECHNICAL FIELD

The present invention relates to the technical figld of nucleic acid sequencing, in
particular, the technical field of PCR sequencing. In addition, the present invention
also relates to DNA barcoding technique api DNA incomplete shearing strategy.
The method of the present invention if particularly applicable to the second
generation sequencing technique, espegfally to the Paired-end sequencing technique
of the second generation sequencigf technique, and is also applicable to HLA
genotyping. In particular, the pfesent invention provides a method for HLA
genotyping, in particular, a mgthod for HLA-A, HLA-B, HLA-C and HLA-DQBI

genotyping, and also provigks the primer pairs for PCR amplification used in the




generation DNA sequencing technique represented by Illumina GA, Roche 454, ABI
Solid, and the like. Sanger DNA sequencing technique is characterized by simp
experimental operations, visual and accurate results, and short experimental pepod,
and thus is wildly applied in fields such as clinical gene mutation detectjfn and
genotyping, wherein a fast turnaround time is highly required as to detectign resuits.
However, due to the characteristics such as low throughput and h#fgh cost, its
application in fields where genotyping is performed in a large scale, ig/limited.

As compared with the first generation DNA sequencing teghnique, the second
generation DNA sequencing technique has the characteristics sy€h as high sequencing
throughput, low cost, high level of automation, and singfe-molecule sequencing.
Taken Illumina GA single-molecule sequencing as an epample, a single sequencing
run generates data of 50G (about 50 billion) bases, /billion bases data per day in
average, and the average sequencing cost for a pase is less than 1/1000 of the
sequencing cost in Sanger method. Moreover, th€ analysis of results can be directly
carried out by a computer. Thus, the second g¢neration DNA sequencing technique is
a technique quite suitable for large-s¢fle sequencing projects. However, the
contiguous sequencing length is genepally short in the second generation DNA
sequencing technique. Currently, t
200bp for Illumina GA; although
500 bp for Roche 454 GS-FLX

When a PCR amplicon is of #length greater than the maximum sequencing length in a

maximum bidirectional sequencing length is
e maximulh sequencing length can be up to about
e sequencing cost is high and the throughput is low.
sequencer, the thorough sguencing of the whole amplicon cannot be accomplished by
sequencing directly, and the whole DNA sequence information of the amplicon cannot
be obtained. Due to/Short maximum sequencing length, the application of the second
generation sequepcing technique in PCR sequencing method is limited. In addition to
gradual imprdvement of sequencing techmique to obtain a longer maximum
ength, it is urgent need to develop a new technique to overcome the
of the current maximum sequencing length of the second generation DNA
sequedcer in the PCR sequencing application field.

Human leukocyte antigen (HLA) is one of the gene systems found so far to be of

e highest polymorphism. It is a primary gene system for modulating specific
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immune response in human bodies and determining individual difference in
susceptibility to diseases, and is closely associated with allogeneic organ transplgt
rejection. It is found in studies that the higher the matching degree of genes, syh as
HLA-A, B, C, DRB1 and DQBI, as well as the resolution are in a dongf and a
receptor, the longer a transplant survives. It is already a regular testing iten/to subject
a potential donor and a receptor to high-resolution HLA genojfping before
hematopoietic stem cell transplantation.

The current international standard HLA high-resolution gengfyping technique is
a Sanger sequencing technique-based PCR sequencing method, Avhich comprises PCR
amplifying the corresponding HLA gene regions, sequencipf the amplified product,
subjecting the sequencing result to genotyping with A professional genotyping
software, and finally obtaining the HLA genotype information of the sample. It is
characterized by visual results, high resolution and gapability of detecting new allele.
However, due to the characteristics of Sanger seduencing, such as high cost and low
throughput, its application in institutes lik€ hematopoietic stem cell volunteer
registration database (Bone Marrow Banlg, in which large-scale HLA genotyping
detection is required, is limited.

It was reported that a Roche 454 GS-FLX-based PCR sequencing method was
used in HLA genotyping. Howeveypf since its cost for sequencing was relatively high,
it was not significantly superigfover the Sanger sequencing-based HLA genotyping
technique in terms of sequen/fing throughput and sequencing cost. As compared with
Roche 454 GS-FLX, Illunina GA has a shorter maximum sequencing length, but has
obvious advantages inferms of sequencing throughput and sequencing cost. If the
defect of the short yfaximum sequencing length of Illumina GA can be overcome, its

application in HJ/A genotyping will make up for the shortage of the current HLA
genotyping mefod.

CONMTENTS OF THE INVENTION

en conducting sequencing analysis simultaneously to sequences associated

witd a specific gene in a large number of samples by the second generation

#equencing technique, PCR sequencing strategy is generally employed, wherein the
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combination of primer index and the second generation sequencing technique is
employed directly. When the maximum sequencing length of the sequencer can cov
the length of the whole PCR product, the above strategy meets the requiremghts.
When the maximum sequencing length of the sequencer cannot cover the lengtlf of the
whole PCR product, Illumina GA needs to be replaced with the second generation
sequencer having a longer maximum sequencing length (such as Roche 464 GS-FLX).
If the maximum sequencing length still cannot meet the requigdments, a first
generation sequencer has to be employed with the scarificgfion of cost and
throughput.

The actual situation is that Hlumina GA has a super hig}/sequencing throughput,
but its maximum sequencing length is 200bp only; although the maximum sequencing
length of Roche 454 GS-FLX can reach about 500 hf, the cost for sequencing is
relative high and the throughput is relative low; alghough the maximum sequencing
length of the first generation sequencer can reac)f above 1000bp, its throughput and
cost are not comparable to those of the second Zeneration sequencer.

Is there a technique capable of enhancifg the length of PCR products that can be
sequenced thoroughly by a sequencer wigfiout the scarification of cost and throughput?
The combination of primer indexes, DX A incomplete shearing strategy, and the second
generation sequencing technique if the present application can make the length of
PCR products that can be segfienced by a sequencer longer than the maximum
sequencing length of the sequyéncer whilst making full use of the characteristics of the
second generation sequepf€ing technique such as high throughput and low cost,
thereby greatly broadeping its applicable scope. The second generation sequencing
technique employed/in the present invention includes, among second generation
sequencing techniues, a Paired-end sequencing technique, and a PCR sequencing
technique whicj/has a DNA reference sequence for the PCR template.

The pyfsent invention provides methods for PCR sequencing, by which the
limitatigh resulted from short maximum sequencing length is alleviated and the
applifation of the second generation DNA sequencing technique in the PCR
sefuencing application field is broadened. For example, when performing sequencing

ith the second generation sequencing technique, index primers having a primer index
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added to the 5’ end are used, the amplified PCR products are sheared, the sheared
products are terminally repaired and have deoxyadenosine (A) ligated to their 3° en
and then are ligated to different PCR-free adapters.

A PCR sequencing method, based on DNA barcoding technique and DNA
incomplete shearing strategy, can greatly increase the number of samp}fs labeled
specifically without increasing the number of primer indexes (Figure 5). i the present
invention, the actually sequenced length of PCR products exceedf the maximum
sequencing length of the sequencer by adding primer indexes {6 the forward and
reverse PCR primers, in combination with using DNA incompj€te shearing strategy,
and applying the second generation sequencing technique.

The addition of an index sequence to the front end gf an amplification primer is
aimed to realize simultaneous sequencing of a plugality of samples. Concretely
speaking, a unique primer index is added to eag/{ sample during PCR by using
PCR-index/barcode technique in combination wifh synthesizing an index primer by
adding a primer index to the 5’ end of a PCR frimer. As such, during the sequencing
by the second generation sequencing technjfue, samples have to be processed one by
one only in PCR step, and may be mixedfogether and processed simultaneously in the
rest experimental steps, and the final psult for each sample can be traced by virtue of

its unique primer index.

“Adapter” or “library glapter” index technique refers to a library indexing
technique comprising adding different library adapters to multiple sequencing
libraries (different librgfy adapters consist of different sequences, and the different
portion among the/ sequences is called adapter index), constructing indexed
sequencing librarj€s, then accomplishing sequencing of multiple different indexed
sequencing libplries in a pool, wherein the final sequencing result for each indexed
sequencing Jbrary is distinguishable. The term “PCR-Free library adapter” refers to a
designed /Segment of bases, whose main role lies in auxiliary fixation of DNA
molecyfe onto the sequencing chip and lies in providing the binding sites for universal
seqpfencing primers, wherein PCR-Free library adapter may be directly ligated to the

o termini of the DNA fragments in the sequencing library. Since no PCR is
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involved in the introduction of the adapter, the adapter is called PCR-Free library
adapter. For example, PCR-FREE library adapters used in the Examples of the prese
invention are from ILLUMIA.

A method of constructing PCR-FREE library, wherein a library adaptey index
technique is used, refers to direct ligation of library adapter to the two tergfini of the
DNA fragment of the sequencing library. Since no PCR is invglved in the
introduction of the library adapter, it is called PCR-Free library fonstruction. A
DNA ligase may be used for ligation in the introduction procesg! Since no PCR is
involved in the process of library construction, inaccuracy/of the final results
resulted from PCR bias is avoided during the construction/of a library comprising
PCR products of high sequence similarity.

DNA amplification methods, DNA extraction methghls, DNA purification methods
and DNA sequence alignment methods as involved ig/the present invention may be any
methods available in the art. Said methods can be g€lected by a person skilled in the art
according to practical situations. As to DNA segfiencing methods, a person skilled in the
art can carry out them according to conventigfial methods or following the instruction of
the sequencer.

The design of primer indexes paries depending on the applied experimental
platform. In view of the charactefistics of Illumina GA sequencing platform, the
following factors are primarily gonsidered when designing the primer indexes in the
present invention: 1: a monoplicleotide repeat sequence comprising 3 or more base is
avoided in primer index sgquences, 2: the total amount of base A and base C at the
same site of all the prifher indexes accounts for 30%-70% of the amount of all the
bases, 3: the GC congnt of the primer index sequence itself is between 40 and 60%, 4:
primer indexes differ from one another by at least 4 bases, 5: sequences having a high
sequence simildrity to the Illumina GA sequencing primers are avoided in primer
index sequghces, and 6: the circumstance where the addition of primer index
sequencef to PCR primers results in serious hairpin and dimer, are reduced.

the present invention, two primer indexes (which are either identical or
difffrent) are added to two termini of a PCR product, respectively, so that the primer

jidex at either terminal of the PCR product can specifically label the sample
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information of the PCR product. The resultant PCR product is subjected to incomplete
shearing. The so-called “incomplete shearing” refers to the circumstance where tife

products comprise intact un-sheared PCR products and partially sheared £CR

methods. The sheared DNA is subjected to 2% agarose electrophoregfs, and all DNA
applicable DNA

length of the sequencer are purified and recovered by slicing thggel (the longest DNA

bands between the maximum sequencing length and the maxim

applicable to Illumina GA sequencer is 700 bp, and the length péfers to the original DNA
length, which does not comprise the length of the library adgpter sequence). Methods for
purification and recovery include, but are not limited to, #£covery by electrophoresis and
gel slicing, and recovery by magnetic beads. Th€ recovered DNA fragments are
subjected to the construction of sequencing librgfies according to the procedures for

constructing the sequencing libraries for the segbnd generation sequencer, and then are

—

subjected to sequencing. Preferably, sequencing libraries are constructed
according to the PCR-FREE proceduref for constructing sequencing libraries, and
Paired-End method is used as the sfquencing method. PCR-Free construction of
sequencing libraries is carried out #ecording to methods known by a person skilled in
the art. In the sequencing datg/obtained, the sequence information for all the test
samples can be obtained by yfrtue of the primer index sequences. The sequence reads
are aligned to the correspgnding DNA reference sequences of the PCR products by
BMA, and the complefe sequence is assembled by the overlapping and linkage
relationship betweer/the sequence reads (Figure 1). The linkage here refers to the
paired-end linkagg/relationship due to paired-End sequencing characteristics.

In Illurgina GA sequencing (Genome Analyzer Sequencer from Illumina Inc., cited
fa GA for brief), DNA sequence analysis is carried out based on the principle
of sgquencing by synthesis. It may be applied to phase haplotype, and the finally
obfained data refers to a series of base sequences and may be directly applied to the

Alignment with the reference sequences in HLA database. Since it does not have the
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defect of misjudgment of peaks present in the traditional typing software, it is
advantageous for automation of software typing. Illumina GA has a high sequencip§
throughput. Currently, one single sequencing run generates 50G (50 billion) baseata,
5 billion base data per day in average. Due to the high data throughput,/a high
sequencing depth can be obtained for each sequence, thereby ensuring the refiability of
the sequencing results.

There are no studies on applying Illumina GA to HLA typing fieldfet. The present
invention applies Illumina GA sequencing to HLA typing field foy/the first time, and
accomplishes HLA typing with low cost, high throughput, high accuracy and high
resolution by using a PCR sequencing technique, based on DNA barcoding technique,
DNA incomplete shearing and PCR-FREE library preparatjfn.

In the present invention, by using a PCR sequencipf technique which is based on
DNA barcoding technique, DNA. incomplete shearing #id PCR-FREE library preparation,
samples to be analyzed are grouped; the sampley/of each group are subjected to the
amplification of a fragment of interest of ZAALA genes with primers labeled by
bidirectional primer indexes (the maximum/length of PCR products depends on the
maximum length of the DNA that can be apfplied in a sequencer; the maximum applicable
DNA length is 700bp in the current [Jfamina GA, and the length is the original DNA
length, which does not comprise thf length of the library adapter sequence); the PCR
products are pooled together with the same amount, then subjected to incomplete
shearing and indexed PCR-Frg€ DNA sequencing library preparation. Different indexed
sequencing libraries, as obtgfined from various groups of samples, are mixed in an equal
mole, all the DNA fragip€nts of a length longer than the maximum sequencing length of
the sequencer are selfctively recovered and are sequenced by Illumina GA sequencer.
The DNA sequeng€ reads for each sample can be obtained by screening the sequence
information of Aapter indexes, primer indexes and PCR primers in the total sequencing
data. The regultant DNA sequences after assembly are aligned with the corresponding
data in IMGT HLA professional database, thereby determining the HLA genotype of the
samplg/tinally.

In the methods described above, after shearing said DNA, DNA from samples of

different groups is ligated to a different library adapter during indexed PCR-Free
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library preparation, and therefore in the following typing steps, the resultant
sequencing data can be traced to the samples one by one based on the primer index#s
and adapter indexes used in each sample. Sequences of each sample are aligngd to
the known DNA reference sequence corresponding to the PCR product by sgftware.
Based on the sequence overlapping and linkage relationship, an intact sequedce for the
PCR product is assembled from the sequences of the sheared DNA.
The present invention provides Illumina GA sequencing fechnique-based
high-resolution HLA genotyping methods, thereby accompfishing haplotype
sequencing and software typing automation, enhancing HLA g#notyping throughput,

and reducing cost.

Due to the requirement on the length of DNA tempflate in the current sequencing
techniques and the short read length in the current sgfuencing techniques, the original
PCR primers for HLA-SBT methods are applicable to new sequencing
technique-based high-resolution HLA typing methods any more. The present
invention designs new PCR primers with good specificity and conservation, which
amplify Exons 2, 3, 4 of HLA-A, B gefie independently, and whose PCR products
have a [ength no more than 700 bp ang are particularly applicable to Illumina GA (the
maximum DNA length applicable {f the current Illumina GA is 700bp). A set of PCR
primers as provided in the pregent invention is applicable to HLA genotyping for
subjects (in particular humanywith a large scale, a high throughput and a low cost.

In the technical solytions employed in the present invention, all the latest
HLA-A/B gene sequefices are downloaded from IMGT/HLA internet website
(http://www.ebi.ac.uyl/imgt/hla/), and then are saved in the local disk as HLA-A data
set; meanwhile, alf the latest HLA-I gene sequences other than HLA-A sequences are
downloaded agy/the comparison data set. Said two data sets are compared to look for
conservativg/and specific sequences for each gene site at the two termini and internal
portion ¢f Exons 2, 3, 4, and the designed PCR primer sequence is compared with the
wholeAuman genome sequence for homology. Since HLA-A/B gene is highly similar
to gfher genes belonging to HLA-I molecules in terms of sequence, when designing

R primers, the 3’ terminal of the primer should be specific as far as possible so as
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to ensure the specificity of amplifying HLA-A/B gene with the primers. Meanwhile,
the length of the PCR products is less than 700bp, and the annealing temperature
forward and reverse primers are substantially the same.

Multiple pairs of candidate HLA-A/B primers meeting the design requipgments
are used to amplify template DNAs of common HLA-A/B serotypes. Anyng them,
two sets of PCR primers of HLA-A/B (6 pairs for each set) with the best fonservatism
and specificity, for amplification of Exons 2, 3 and 4, respectively, arg/screened out.

The two sets of PCR primers (6 pairs for each set) are used ag/the basic primers,
on the basis of which, 95 sets of index primers which are used f4r amplification of 95
and 950 DNA templates of common serotypes of HLA-A/B/(the serotypes of these
templates include all the common serotypes of HLA-A/B)/respectively, are designed.
All the PCR products are sequenced with Illumina GA/Pair-End 100 after mixing in
an equal amount, and the sequencing results after Assembly are compared with the
original typing results to confirm the conservatisgf and specificity of the PCR primers.

HLA-A, B primers as designed in the pfesent invention, i.e. two sets of PCR
primers of HLA-A/B (6 pairs for each sepf for amplification of Exons 2, 3 and 4,
respectively, are shown in Table 1 and 2
Table 1: PCR primers of HLA-A, B

SEQ | primer |primer sequenc the use of | length of
ID NO:| No. / primer products
1 A-F2 CCTCT(?f GGGGAGAAGCAA Amplifying 480bp
) A-R2 AW%GGACCCGGAGACTG Exon 2 of
HLA-A gene
3 A-F3 GGGCCAGGTTCTCACAC Amplifying
4 A-R3 /|GGYGATATTCTAGTGTTGGTCCC Exon 3 of 410bp
AA HLA-A gene
5 /(—F4 GTGTCCCATGACAGATGCAAAA | Amplifying
] / A-R4 |GGCCCTGACCCTGCTAAAGG Exon 4 of 430bp
/ HLA-A gene
B-F2 |AGGAGCGAGGGGACCGCA Amplifying
/ 8 B-R2 |CGGGCCGGGGTCACTCAC Exon 2 of 400bp
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HLA-B gene
9 B-F3 |CGGGGCCAGGGTCTCACA Amplifying
10 B-R3 |GAGGCCATCCCCGGCGAC Exon 3 of 37gbp
HLA-B gene
11 B-F4 |GCTGGTCACATGGGTGGTCCTA Amplifying |/
12 B-R4 |CTCCTTACCCCATCTCAGGGTG Exon 4 of 380bp
HLA-B g£ne
Table 2: PCR primers of HLA-A, B /

SEQ ID| primer |primer sequence / the use of length of
NO: No. / primer products
13 A-F2s [CCTCTGYGGGGAGAAGCAA / Amplifying | 481bp

4 A-R2s GGATCTCGGACCCGGAGA/CfGT Exon 2 of

HLA-A gene

15 A-F3s TGGGCTGACCGYGGG})’TC Amplifying
A-R3s |GGYGATATTCTAGTETTGGTCCC | Exon 3 of 403bp

o AA / HLA-A gene

17 A-F4s GTGTCCCATK}CAGATGCAAAA Amplifying
s A-Rés GGCCCT<7CCTGCTAAAGG Exon 4 of 405bp

HLA-A gene

19 B-F2s AGGAC}!GAGGGGACCGCA Amplifying
20 B-R2s |CGGFLCCGGGGTCACTCAC Exon 2 of 400bp

/ﬁ HLA-B gene

21 B-F3s AﬂCAAAATCCCCGCGGGTT Amplifying
22 B-R3y/ | GAGGCCATCCCCGGCGAC Exon 3 of 405bp

/ HLA-B gene

23 “F4s |GCTGGTCACATGGGTGGTCCTA | Amplifying
24 )/ B-R4s |TGACCCCTCATCCCCCTCCT Exon 4 of 374bp

/ HLA-B gene

Degenerate primers refer to a mixture of all possible different sequences

epresenting all different bases encoding a single amino acid. In order to increase
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specificity, degeneracy may be reduced according to bias of base usage in different
organisms by referring to codon table, wherein R=A/G, Y=C/T, M=A/C, K=G/T,
=C/G, W=A/T, H=A/C/T, B=C/G/T, V=A/C/G, D=A/G /T, N=A/C/G/T.

The present invention designs 2 set of PCR primers (three pairs for each/Set) for
amplification of Exons 2, 3 and 4 of HLA-C by using the method of designing PCR
primers for amplification of Exons 2, 3 and 4 of HLA-A/B gene.

In the following Examples, 95 and 950 blood samples with knowy HLA genotypes
are subjected to PCR amplification for HLA-C by using the selgted 2 set of PCR
primers (3 pairs for each set), respectively. The amplified proghcts are sequenced by
Sanger method and the second generation sequencing method. Ahe sequencing results are
applied to HLA-C typing, and are compared with the origjial typing results to confirm
the conservatism and specificity of the PCR primers.

The present invention provides 2 set of PCR pifners (three pairs for each set) for
amplification of Exons 2, 3 and 4 of HLA-C geng/ which are SEQ ID NOs: 25 and 26,
27 and 28, and 29 and 30 as shown in Table 3,4And SEQ ID NOs: 31 and 32, 33 and 34,
and 35 and 36 as shown in Table 4. Said 6 pArs of PCR primers have good conservatism
and specificity, and can cover the full-lepfth sequences of Exons 2, 3 and 4 of HLA-C,
wherein the length of all the PCR Aroducts is less than 700bp, which meets the
requirement of normal Ilumina $blexa sequencing. In addition, the primers of the
present invention are also applicgble for Sanger sequencing.

Table 3: PCR primers ofxons 2, 3 and 4 of HLA-C gene

SEQ ID ) HLA-C | length of
No. primer sequence
NO: Exons | products
25 C-F2 / GACCCGGGGAGCCGCGCA
2 455bp
26 c-y TCGAGGGTCTGGGCGGGTT
27 3  CCTTTACCCGGTTTCATTTTCRGTTT ; 17
28 /c-Rs CTACGGGAGATGGGGAAGGCT P
29 / C-F4 GTGTCGCAAGAGAGATRCAAAGTGT
4 451bp
}6 C-R4 GCTCTGGGAAAGGAGGRGAAGG
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Table 4: PCR primers of Exons 2, 3 and 4 of HLA-C gene

) HLA-C |lengtho
SEQID NO:| No. primer sequence
Exons | prodyfts
31 C-F2s GACCCGGGGAGCCGCGCA ) st
32 C-R2s TCGAGGGTCTGGGCGGGTT y P
33 C-F3s GCCCAGACCCTCGRCCGGA 3 243b
34 C-R3s AGATRGGGAAGGCTCCCCACT P
35 C-F4s TCTCAGGATRGTCACATGGGC
GCTCTGGGAAARGAGGRGAAG 4 481bp
36 C-R4s G

According to the methods as described above, An order to apply the second
generation sequencing technique to HLA-DQB1 g€notyping, the present invention
provides the PCR primers for amplification of Exgns 2 and/or 3 of HLA-DQB1, which
are SEQ ID NOs: 37-40 as shown in Table 5.

and specificity, and can cover the full-len

e PCR primers have good conservatism
sequences of Exons 2, 3 of HLA-DQBI,
wherein the length of all the PCR prgducts is less than 700bp, which meets the
requirement of normal Illumina Solgka sequencing. In addition, the primers of the
present invention are also applicablg/to Sanger sequencing.

Table 5 PCR primers for anyplification of the corresponding Exons of HLA-DQRB1

Primer primer sequence amplification| length of
SEQ ID
No. target amplificated
NO:
products
37 Q-F2 /GATTCCYCGCAGAGGATTTCG Exon 2 of 311bp

Q-R2 / AGGGGCRACSACGCTCACCTC HLA-DQBI

38 /

39 9? 3 CCTGTCTGTTACTGCCCTCAGT Exon 3 of

33%
40 |/Q-R3 | GGCCCATAGTAACAGAAACTCAATA | HLA-DQBI P

enotyping may be carried out on the basis of amplification of Exons 2 and/or 3 of

-DQBI1 by using the primer pairs for amplification and the genotyping methods as

rovided in the present invention. In relative to the prior art, the genotyping methods use
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[llumina Solexa sequencing technique, which is characterized by the capability of

obtaining a high resolution HLA typing results with high throughput and low cost.

SPECIFIC MODE FOR CARRYING OUT THE INVNETION

A method for nucleic acid sequencing

In one aspect, the present invention provides a method for detfrmining the
nucleotide sequence of a nucleic acid of interest in a sample, comprisjfg:

1)} providing n samples, wherein n is an integer of > 1, the samfles are preferably
from mammalian, more preferably human, particularly are Miman blood sample;
optionally, the n samples to be analyzed are divided into my/groups, m is an integer
and n>m>1;

2) amplifying: a pair or multiple pairs of index prifiers are used for each sample,
when there are templates from the sample, PCR gnplification is performed under
conditions suitable for amplifying the nucleic agdd of interest, wherein each pair of
index primers consist of a forward index primr and a reverse index primer (both of
which may be degenerate primers) comprjfing primer indexes, wherein the primer
indexes comprised in the forward indef primer and reverse index primer may be
identical or different: the primer indexes in the pairs of index primers used for
different samples are different;

3) pooling: when n>1, poolhg PCR products from each of the samples together:

one based on the unique primer index for each sample, aligning each sequence read to
the DJA reference sequence corresponding to the PCR products by using alignment
profram (such as Blast, BWA program), assembling a complete sequence of the

cleic acid of interest from the sequences of the sheared DNA by virtue of sequence
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overlapping and linkage relationship.

In one aspect of the present invention, each pair of primer indexes and a pair
PCR primers form a pair of index primers, forward and reverse PCR primers hgfe a
forward primer index and a reverse primer index at 5° end (or optionally link#d by a
linker sequence), respectively.

In one embodiment of the present invention, said PCR primers are #CR primers
for amplification of HLA gene, particularly PCR primers for gfplification of
HLA-A/B gene, preferably PCR primers for amplification of Exfns 2, 3 and 4 of
HLA-A/B and Exon 2 of HLA-DRBI, preferably PCR primery for amplification of
Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Tabfe 2, or preferably PCR
primers for amplification of Exon 2 of HLA-DRBI as shoy/n in Table 7.

In one embodiment of the present invention, said #CR primers are PCR primers
for amplification of HLA gene, particularly PCR pripiers for amplification of HLA-C
gene, preferably PCR primers for amplification #f Exons 2, 3 and/or 4 of HLA-C;
preferably, said PCR primers are shown in Tabjf 3 or Table 4.

In one embodiment of the present invedtion, said PCR primers are PCR primers
for amplification of HLA gene, preferatyy PCR primers for amplification of Exon 2
and/3 of HLA-DQBI1 gene; preferably/said PCR primers are shown in Table 5.

In one aspect of the present inyention, said primer indexes are designed for PCR
primers, preferably for PCR prigfers for amplification of specific gene of HLA, more
preferably for PCR primers §#r amplification of Exons 2, 3 and 4 of HLA-A/B and
Exon 2 for HLA-DRB1, pafticularly for PCR primers as shown in Table 1, Table 2 or
Table 7; said primer indgxes particularly comprise at least 10, or at least 20, or at least
30, or at least 40, or At least 50, or at least 60, or at least 70, or at least 80, or at least
90, or 95 pairs of #5 pairs of primer indexes as shown in Table 6 (or the set of primer
indexes consisiig of 10-95 pairs (for example, 10-95 pairs, 20-95 pairs, 30-95 pairs,
40-95 pairs, £0-95 pairs, 60-95 pairs, 70-95 pairs, 80-95 pairs, 90-95 pairs, or 95 pairs)
of the 95 fairs of primer indexes as shown in Table 6); and

th€ set of index primers preferably comprises at least PI-1 to PI-10, or PI-11 to
PI-20, or PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or

-61 to PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of 95 pairs of
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primer indexes as shown in Table 6, or combinations of any two or more of them.

In one embodiment of the present invention, said DNA shearing includ
chemical shearing methods and physical shearing methods, wherein the chenfical
shearing methods include enzymatic digestion, and the physical shearing rfethods
include ultrasonic shearing methods or mechanical shearing methods.

In one embodiment of the present invention, after said DNA shefring, all the
DNA bands between the maximum read length of the sequencer and the applicable
maximum DNA length of the sequencer are purified and recovgred, wherein said
purification and recovery methods include, but are not limfted to, recovery by
electrophoresis and gel slicing, and recovery by magnetic bea

In another embodiment of the present invention, a fethod for sequencing the
nucleotide sequence of a nucleic acid of interest in a teft sample, comprising steps 1)
to 4) of claim 1, and the following steps: ‘

5) constructing a library: constructing a PCR-free sequencing library by using
the library of the sheared PCR products, whefein different library adapters may be
added to distinguish different PCR-Free g€quencing libraries, all the DNA bands
between the maximum read length of jlie sequencer and the applicable maximum
DNA length of the sequencer, prefgfably DNA fragments of 450 to 750 bp, are
purified and recovered;

6) sequencing: subjecting tjfe recovered DNA mixture to sequencing by using the
second generation sequencing/technique, preferably Paired-End technique (for example,
Illumina GA, Tllumina Hiseg 2000), obtaining the sequences of the sheared DNAs;

7) assembling: corgesponding the obtained sequencing data to the samples one by
one based on differep library adapter sequences of the libraries and the unique primer
index for each sgfiple, aligning each sequence read to the DNA reference sequence
corresponding #0 the PCR products by using alignment program (such as Blast, BWA
program), g#fsembling a complete sequence of the nucleic acid of interest from the

of the sheared DNA based on sequence overlapping and linkage

In one aspect, the present invention further provides the use of the
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above-mentioned method in HLA typing, characterized by comprising: sequencing a
sample (particularly blood sample) from a patient by said method, and aligning

sequencing results with sequence data of Exons of HLA, preferably, Exons 2, ¥ 4 of
HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or 3 of HLA-DQOB1 gene
and/or Exon 2 of HLA-DRBI1 in HLA database (such as IMGT HLA grofessional
database); wherein if the result of sequence alignment shows 100% pfatch, the HLA

genotype of the corresponding sample is determined.

A set of primer indexes

In another aspect, the present invention providef a set of primer indexes,
comprising at least 10, or at least 20, or at least 30, opfat least 40, or at least 50, or at
least 60, or at least 70, or at least 80, or at least/0, or 95 pairs of the 95 pairs of
primer indexes as shown in Table 6 (or said set/0f primer indexes consisting of 10-95
pairs (for example, 10-95 pairs, 20-95 paigf, 30-95 pairs, 40-95 pairs, 50-95 pairs,
60-95 pairs, 70-95 pairs, 80-95 pairs, Y0-95 pairs, or 95 pairs) of the 95 pairs of
primer indexes as shown in Table 6),

said set of index primers prefefably comprises at least PI-1 to PI-10, or PI-11 to
PI-20, or PI-21 to PI-30, or PI-#1 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or
PI-61 to PI-70, or PI-71 to P¥80, or PI-81 to PI-90, or P1-91 to PI-95 of 95 pairs of
primer indexes as shown iy Table 6, or combinations of any two or more of them.

The present invenjfon further provides the use of said set of primer indexes in
PCR sequencing megliods, wherein in particular, each pair of primer indexes and a
pair of PCR prime#s for amplification of a sequence of interest to be tested form a pair
of index primeys, wherein forward and reverse PCR primers have a forward primer
index and a pverse primer index at 5° end (or optionally linked by a linker sequence),
respectivgly.

In/one aspect of the present invention, said PCR primers are PCR primers for
ampfification of a specific gene of HLA, preferably PCR primers for amplification of

ons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI1, preferably PCR primers
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for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Table 2, or
preferably PCR primers for amplification of Exon 2 of HLA-DRB1 as shown in Tab

7; or preferably PCR primers for amplification of Exons 2, 3 and/or 4 of HLX-C,
preferably said PCR primers are shown in Table 3 or Table 4; or preferablf PCR
primers for amplification of Exon 2 and/or 3 of HLA-DQBI, preferably gaid PCR

primers are shown in Table 5.

In another aspect, the present invention provides a set Af index primers
comprising said set of primer indexes and a pair of PCR primers for amplification of a
sequence of interest to be tested, wherein a pair of index pripfers comprises a pair of
primer indexes and a pair of PCR primers, the forward andfeverse PCR primer have a
forward and a reverse primer index at 5° end (or g¢ftionally linked by a linker
sequence), respectively.

In one embodiment of the present invention,Aaid PCR primers are PCR primers
for amplification of a specific gene of HLA, prgferably PCR primers for amplification
of Exons 2, 3, 4 of HLA-A/B gene and Jxon 2 of HLA-DRBI, preferably PCR
primers for amplification of Exons 2, 3 And 4 of HLA-A/B as shown in Table 1 or
Table 2, or preferably PCR primers §ér amplification of Exon 2 of HLA-DRBI as
shown in Table 7; preferably PCR pfimers for amplification of Exons 2, 3 and/or 4 of
HLA-C, preferably said PCR prijfiers are shown in Table 3 or Table 4; or preferably
PCR primers for amplificatigh of Exon 2 and/or 3 of HLA-DQBI, preferably said
PCR primers are shown in Zable 5.

In another aspect, fhe present invention further provides the use of said index

primers in PCR sequeficing methods.

A HLA typfng method
In one gépect, the present invention provides a HLA typing method, comprising:
1) pybviding n samples, wherein n is an integer of >1, the sample is preferably
from malian, more preferably human, particularly human blood sample;
) dividing n samples to be analyzed into m groups, m is an integer and n>m>1;

3) amplifying: a pair of index primers is used for each sample, when there are
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templates from the sample, PCR amplification is performed under conditions suitable
for amplifying the nucleic acid of interest, wherein each pair of index primers consi
of a forward index primer and a reverse index primer (both of which may be
degenerate primers) comprising primer indexes, wherein the primer Mdexes
comprised in the forward index primer and reverse index primer may be igntical or
different: the primer indexes in the pairs of index primers used for diffgfent samples
are different;

4) pooling: pooling PCR amplified products from each of the gamples together to
obtain PCR product libraries;

5) shearing: subjecting the resultant PCR product fibraries to incomplete
shearing;

6) constructing libraries: constructing PCR-free fequencing libraries from the
library of the sheared PCR products with library glapter index technique, wherein
different library adapters may be added to distingfish different PCR-Free sequencing
libraries, all the DNA bands between the maxymum read length of the sequencer and
the applicable maximum DNA length of thefequencer, particularly DNA fragments of
450 to 750 bp, are recovered;

7) sequencing: subjecting the recgvered DNA mixture to sequencing by using the
second generation sequencing techque, preferably Paired-End technique (for example,

Illumina GA, Illumina Hiseq 200@), obtaining the sequences of the sheared DNAs;

primer index for each fample, aligning each sequence read to the DNA reference
sequence correspongdng to the PCR products by using alignment program (such as
Blast, BWA progidm), assembling a complete sequence of the nucleic acid of interest
from the sequefices of the sheared DNA based on sequence overlapping and linkage

relationship/and

9) #ping: aligning the sequencing results with sequence data of Exons of HLA,
prefgfably, Exons 2, 3, 4 of HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or
3/0f HLA-DQBI1 gene and/or Exon 2 of HLA-DRBI1 in HLA database (such as IMGT
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HLA professional database), wherein if the result of sequence alignment shows 100%

match, the HLA genotype of the corresponding sample is determined.
In the HLA typing method of the present invention, a pair of index prj

primers for amplification of Exons 2, 3 and 4 of HLA-A/B/as shown in Table 1 or
Table 2, or preferably PCR primers for amplification of Exon 2 of HLA-DRB1 as
shown in Table 7; preferably PCR primers for amplifightion of Exons 2, 3 and/or 4 of
able 3 or Table 4; or preferably

3 of HLA-DQBI1, preferably said

HLA-C, preferably said PCR primers are shown i
PCR primers for amplification of Exon 2 and/
PCR primers are shown in Table 5.

In one embodiment of the present infention, said primer indexes are a set of
primer indexes as described above.

In one embodiment of the HLY typing method of the present invention, said
DNA shearing includes chemical Shearing methods and physical shearing methods,
wherein the chemical shearing fiethods include enzymatic digestion, and the physical
shearing methods include Ailtrasonic shearing methods or mechanical shearing
methods.

In one embodimght of the HLA typing method of the present invention, said
purification and rglovery methods include, but are not limited to, recovery by

electrophoresis afd gel slicing, and recovery by magnetic beads.

embodiment of the HLA typing method of the present invention, the
construgfion of PCR-free sequencing libraries from the libraries of the sheared PCR
prodyfcts with library adapter indexing technique comprises, adding m library adapters
toAhe m PCR product libraries obtained in 2), wherein each PCR product library uses

a different library adapter, thereby constructing m adapter indexed sequencing
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libraries; m adapter indexed sequencing libraries are pooled together at equal mole to
construct a mixture of adapter indexed sequencing libraries, wherein the method
linking library adapters refers to direct linkage using DNA ligase without a FCR

procedure.

PCR primers for HLA genotyping

In one aspect, the present invention provides PCR primers for LA genotyping,

amplification of Exons 2, 3 and 4 of HLA-A/B as shown i Table 1 or Table 2, or
-DRB1 as shown in Table
7; preferably PCR primers for amplification of Exoffs 2, 3 and/or 4 of HLA-C,
preferably said PCR primers are shown in Table Y or Table 4; or preferably PCR
primers for amplification of Exons 2 and/or 3 of HLA-DQB1, preferably said PCR

preferably PCR primers for amplification of Exon 2 of H

primers are shown in Table 5.
The present invention further providg§ a sequencing method using said PCR
primers, comprising
providing a sample, particularly #blood sample, said blood sample is preferably
from mammalian, particularly hunfan;
amplifying: amplifying D from the blood sample with the PCR primers to
obtain PCR products, and pugfying the PCR products;
sequencing: subjecting the PCR products to sequencing, the sequencing method
may be Sanger sequenciig method, or the second generation sequencing method (such
as Hiseq 2000, Illumjfa GA and Roche454).
In another agPect, the present invention further provides the use of said PCR

primers in HL genotyping, characterized by using said PCR primers, carrying out

n another aspect, the present invention further provides a kit for HLA

notyping, comprising said PCR primers.
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PCR primers for HLA-A, B genotyping

In one aspect, the present invention provides a set of PCR primers for HL
genotyping, characterized by that said PCR primers are as shown in Table 1 or T

In another aspect, the present invention provides a sequencing method ysing PCR
primers for HLA-A,B genotyping, comprising:

providing a sample, particularly a blood sample, said blood samgfe is preferably
from mammalian, particularly human;

amplifying: amplifying DNA from the blood sample witl/'the PCR primers to
obtain PCR products, and purifying the PCR products;

sequencing: subjecting the PCR products to sequenciig, the sequencing method
may be Sanger sequencing method, or the second genergtion sequencing method (such
as Hiseq 2000, Illumina GA and Roche454).

In another aspect, the present invention fugfher provides the use of said PCR
primers in HLA genotyping, characterized by/ising said PCR primers, carrying out
assembly and alignment analysis on the rghults obtained by the above sequencing
method, and comparing the sequencing/results with the standard sequences in the
database to obtain the HLA genotyping results.

In another aspect, the presgnt invention further provides a kit for HLA
genotyping, comprising the P primers for HLA-A,B genotyping of the present

invention.

PCR primers for HL/A-C genotyping

The present inveftion further provides a new method for amplifying Exons 2, .3 and
4 of HLA-C gefe, characterized by carrying out PCR 'émpliﬁcation using the
amplification pAmer pairs of the present invention, the sequences of the amplification
primer pairs Are as shown in Table 3 or Table 4.

Sincg Exons 2, 3 and 4 of HLA-C can be amplified by a PCR reaction, the method
of the gfresent invention is particularly suitable for HLA-C genotyping. As compared with
the frior HLA-C genotyping methods, since the products obtained by using the method

d the amplification primers of the present invention are controlled within 700 bp,

22



Illumina Solexa sequencing technique-based HLA-SBT may be used during further
genotyping.

The present invention further provides a method for sequencing Exons 2, 3 and/4 of
HLA-C gene in samples, comprising the followings steps of:

1) providing a sample and extracting DNA of the sample;

2) amplifying the DNA with the PCR primer pair for HLA-C genglyping of the
present invention to obtain PCR products, preferably purifying the PCK products, said
PCR primer pair is preferably selected from the group consisting ofthe primer pair of
SEQ ID NO: 25 and SEQ ID NO: 26, SEQ ID NO: 27 and SEQ ILYNO: 28, SEQ ID NO:
29 and SEQ ID NO: 30, or SEQ ID NO: 31 and SEQ ID NO;/32, SEQ ID NO: 33 and
SEQ ID NO: 34, SEQ ID NO: 35 and SEQ ID NO: 36;

3) subjecting the PCR products to sequencing, prefgfably by the second generation
sequencing method, such as Illumina Solexa or Rochedh4.

The present invention further provides a HLA-#Z genotyping method, comprising:

1) PCR amplifying Exons 2, 3 and/or 4 of ALA-C gene of the sample to be tested
with the PCR primer pair for HLA-C genogfping of the present invention, said PCR
primer pair is preferably selected from the£roup consisting of the primer pair of SEQ ID
NO: 25 and SEQ ID NO: 26, SEQ ID : 27 and SEQ ID NO: 28, SEQ ID NO: 29 and
SEQ ID NO: 30, or SEQ ID NO: 3}/and SEQ ID NO: 32, SEQ ID NO: 33 and SEQ ID
NO: 34, SEQ ID NO: 35 and SE NO: 36;

2) subjecting the amplifigl exons to sequencing, comparing the sequencing results
with the standard sequencef in the database so as to determine the genotyping results,
wherein the sequencing/is carried out by Sanger sequencing method, or the second
generation sequencing/method, such as Illumina Solexa or Roche454.

In another aspéct, the present invention further provides a kit for HLA-C genotyping,
comprising the/PCR primer pair for HLA-C genotyping of the present invention,
preferably sefected from the group consisting of the primer pair of SEQ ID NO: 25 and
SEQ ID NO: 26, SEQ ID NO: 27 and SEQ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO:
30, or FEQ ID NO: 31 and SEQ ID NO: 32, SEQ ID NO: 33 and SEQ ID NO: 34, SEQ
ID YO: 35 and SEQ ID NO: 36. In one embodiment, said kit further comprises additional

ents, for example, agents for DNA amplification, DNA purification, and/or DNA
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sequencing.

Genotyping may be performed on the basis of amplification of Exons 2, 3 and 4

[ltumina Solexa sequencing technique, enhances the throughput, simplifies th \

and meanwhile save time and cost.

PCR primers for HLA-DQB1 genotyping

The present invention further provides a new method for amplifying Exon 2 and/or
3 of HLA-DQBI1, characterized by carrying out PCR amplificaton with the amplification
primer pairs of the present invention, said amplification ppimer pairs are as shown in
Table 5.

Since Exons 2 and/or 3 of HLA-DQBI can be Amplified by a PCR reaction, the
method of the present invention is particularly suijdble for HLA-DQB1 genotyping. As
compared with the prior HLA-DQB1 genotyping/nethods, since the products obtained by
vsing the method and the amplification prim#érs of the present invention are controlled
within 300-400 bp, lllumina Solexa sequepling technique-based HLA-SBT may be used
during further typing.

The present invention further ppbvides a method for sequencing Exon 2 and/or 3 of
HLA-DQBI in samples, comprisigg the following steps of:

1) providing a sample andfxtracting DNA. of the sample;

2) amplifying the DNA/with the PCR primer pair for HLA-DQB1 genotyping of the
present invention, prefergbly PCR primer pairs shown in Table 5, to obtain PCR products,
preferably purifying tfe PCR products;

3) subjecting ghe PCR products to sequencing, preferably by the second generation
sequencing method, such as Illumina Solexa or Roche454.

In anotffer aspect of the present invention, the present invention provides an
improved fhethod for HLA-DQB1 genotyping, comprising:

1 plifying Exon 2 and/or 3 of HLA-DQBI to be tested with the PCR primer pair
for ALA-DQBI1 genotyping of the present invention, preferably the PCR primer pairs as

sffown in Table 5,
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2) subjecting the amplified exons to sequencing, comparing the sequencing results
with the standard sequences in the database so as to determine the genotyping resu
wherein the sequencing method may be Sanger sequencing method or the sg€ond
generation sequencing method, such as Illumina Solexa or Roche454.

In another aspect, the present invention further provides a kit for FA.A-DQBI
genotyping, comprising the PCR primer pair for HLA- DQB1 genotyping #f the present
invention, preferably, the PCR amplification primer pairs as shown ip/Table 5. In one
embodiment, said kit further comprises additional agents, for exampfe, agents for DNA

amplification, DNA purification, and/or DNA sequencing.

DESCRIPTION OF DRAWINGS

Figure 1. A drawing illustrating the sequence gésembling after labeling with
primer indexes, DNA shearing and DNA sequefcing. The forward and reverse
primer index sequences Index-N-F/R (1) are iffiroduced to the two termini of the
PCR products of the samplie No. N. The PCK products after shearing by a physical
shearing method, comprises products carffing primer index sequences at one end,
products carrying no primer index fequence at two termini, and completely
unsheared products. All the DNA bénds between the maximum read length of the
sequencer and the applicable mgfimum DNA length of the sequencer are purified
and recovered by gel slicing, apl used for sequencing (2). The sequencing data of the
PCR products belonging tg/the sample No. N are traced using Index-N-F/R. The
known reference sequenges of the PCR products are used to localize the relative

positions of the sequghice reads, and the sequencing results of the complete PCR

from elecffophoretogram that PCR products are a series of single bands of 300bp-500bp,
wherejf Lane M is a marker of molecular weight (DL 2000, Takara Co.), Lanes 1-7 are
the ZCR products of the exons (A2, A3, A4, B2, B3, B4, DRB1-2) of HLA-A/B/DRBI

Sample No.1, and there is no amplification band in negative control (N). The results of
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other samples are similar.

Figure 3: A drawing illustrating results of DNA electrophoresis after sheari
HLA-Mix in Example 4 (before and after gel slicing), wherein the gel-slicing agfa is
the area of 450-750bp. Lane M is a marker of molecular weight (NEB-50h6 DNA
Ladder), and Lane 1 shows the electrophoretic result of HLA-Mix before gel glicing, and
Lane 2 is a drawing showing the gel of HLA-Mix after slicing.

Figure 4: A screen-capture of the program for constructigf of consensus
sequence of Sample No.1 in Example 6, illustrating assembling the complete
sequence of the PCR products based on primer indexes And the overlapping
relationship between DNA fragments. ease refer to
of HLA genotypes. One
02:03:01 A*11:01:01 in the

result output column on the left, wherein the sequefice of Exon 2 is identical to the

http://www.ebi.ac.uk/imgt/hla/align.html for nomenclatu

could find the results of all the coding sequence of

original known result of Template 1.

Figure 5: A drawing illustrating the POR product after labeling with primer
indexes and an adapter index. During expepmentation, primer indexes are introduced
to the two termini of the PCR produgl of each sample by PCR simultaneously;
multiple PCR products carrying different primer indexes are pooled together to
construct a sequencing library. DAring construction of sequencing libraries, when
multiple sequencing libraries hgfe to be constructed, the sequencing libraries may be
labeled with the library adapfers carrying different adapter indexes. After finishing
the construction of librapgfes, multiple sequencing libraries labeled with different
adapter indexes are /pooled together and are sequenced by Illumina GA
simultaneously (the/primer indexes may be identical among sequencing libraries

labeled with diffgfent adapter indexes). After getting the sequencing results, DNA

elegfrophoretogram that PCR products are a series of single bands of 400bp-500bp,
erein Lane M is reference for standard DNA molecular weights (DL 2000, Takara
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Co.).

Figure 7: A drawing illustrating results of DNA electrophoretic gel slicing a
shearing HLA-Mix in Example 8, wherein the gel-slicing area is the area of 450-7/0bp.
Lane M is a marker of molecular weight (NEB-50bp DNA Ladder), and LanZ 1 is a
drawing showing the gel of HLA-Mix before slicing, and Lane 2 is a drawin# showing
the gel of HLA-Mix after slicing.

Figure 8: A screen-capture of the program for constructiof of consensus
sequence of Exon 2 of HLA-C site of Sample No. 2 in Example 8. Firstly, the
sequence reads of C site of the sample are aligned with the rfference sequence by
BWA software, thereby constructing the consensus sequencg§ of Exons 2, 3, 4 of C
site of the sample; further, the haplotype sequence of each exon of C site is
determined on the basis of the linkage relationship betwfen SNPs; and finally the type
of the sample is determined by the intersection of/the haplotype sequences of the
exons. As shown in the figure, two heterozygous NP are comprised in 695-764 area
of C gene sequence of sample No.2, and it caff be determined from readl and read2
that the linkage relationship of SNP is A-¢] G-A (“...” in the figure represents the
bases identical to those of the reference fequence). The sequences correspond to the
shaded parts of the sequences of the (010201 and C*07020101 types, respectively.
The judgment of the linkage relatiogship of other areas is similar.

Figure 9: A drawing illustrgfing electrophoresis results of PCR products of Exons
2, 3 and 4 of HLA-C site of 2# samples in Example 9. As shown in the figure, all the
PCR products are of a lengfh less than 500 bp; the electrophoretic band is single; there
is no obvious non-specific band; and the amplification efficiency of the same pair of
primers is the same in/#arious samples.

Figure 10: AAlrawing illustrating the analytic results of the sequencing data of
PCR amplificafon products of Template 1 by using uType software in Example 9.
The result oyfput column on the left shows the result, C*08:01:01 C*15:05:01, which
are identighl to the original known type of Template 1.

Fjfure 11: A drawing illustrating the electrophoretic result of PCR products of
Exof 2+3 of HLA-DQBI! in 94 samples of Example 10. It can be seen from
efectrophoretogram that PCR products are a series of single bands of 250bp-500bp,
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wherein Lane M is reference for standard DNA molecular weights (DL 2000, Takara
Co.), Lanes PI-1 to PI-94 are the PCR amplification products of Exon 2+3

HLA-DQBI in 94 samples, and there is no amplification band in negative control {N).

HLA-Q-Mix in Example 10, wherein the gel-slicing area is an area of 350-550bp.
Lane M is a marker of standard DNA molecular weights (NEB-50bp IINA Ladder),
and Lane 1 is a drawing showing the gel of HLA-Q-Mix before slicing/and Lane 2 is a
drawing showing the gel of HLA-Q-Mix after slicing.

Figure 13 shows a screen-capture of the program for congfruction of consensus
sequence of Sample No. 7 in Example‘ 10, illustrating the fnain procedure of data
analysis. Firstly, the sequence reads of the DQBI1 site of jhe sample are aligned with
the reference sequence by BWA software, thereby/ constructing the consensus
sequences of Exons 2, 3 of DQBI1 of the sample; and/aplotype sequences of Exons 2,
3 of DQBI1 are determined based on the linkage refationship between SNPs. As shown
in the figure, six heterozygous SNPs are compfised in 2322-2412 area of DQB1 gene
sequence of Sample No.7, and it can bedetermined from readl that the linkage
relationship of SNP1-SNP5 is T-G-T-CL; it can be determined from read2 that the
linkage relationship of another SNP1-ZANP5 is C-C-A-G-T; it can be determined from
read3 that the linkage relationship 6 SNP3-SNP6 is A-G-T-G; it can be determined
from read4 that the linkage relatyonship of another SNP3-SNP6 is T-C-C-A; and it can
be determined from the abovglinkage relationships of said SNPs that readl is linked
to read4, read2 is linked fo read3, the complete SNP combination in this area is
T-G-T-C-C-A and C-C-A-G-T-G, and the sequences correspond to the shaded parts of
the sequences of DEB1*0303 and DQB1*0602 type. The judgment of the linkage
relationship of othfr areas is similar.

Figure 14/hows the electrophoretogram of the products in Example 11, resulted
from amplifj€ation of each of Exons 2 and 3 of HLA-DQBI site and amplification of
Exons 2 And 3 with two pairs of PCR primers, respectively. The electrophoretogram
showsAhree sets of PCR products from seven DNA templates, wherein all the PCR
profucts have a length less than 500 bp; electrophoretic bands are single; and there is no

vious non-specific band. There is no amplification band in negative control (N), and
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Lane M is reference for standard DNA molecular weights (DL 2000, Takara Co.).

Figure 15 illustrates the analytic results of the sequencing data of PCR produgfs
resulted from amplification of Exons 2 and 3 of HLA-DQBI1 of Template 7, by y#sing
uType software in Example 11. The result output column on the left shows thf result,
DQB1*03:03 DQB1*06:02, which is identical to the original knowr/result of
Template 7.

Figure 16 shows the electrophoretic results of PCR products from the
corresponding Exons of HLA-A/B/C/DQBI in Sample No. 1 in ExAmple 12. It can be
seen from electrophoretogram that PCR products are a serigf of single bands of
300bp-500bp, wherein Lane M is a marker of molecular weighys (DL 2000, Takara Co.);
Lanes 1-10 are the PCR amplified products of the Exons (A2, A3, A4, B2, B3, B4, C2,
C3, C4, DQBI1) of HLA-A/B/C/DQB1 of Sample No. 1; Ao amplification band is present
in negative confrol (N). The results of other samples ap€ similar.

Figure 17 illustrates the result of recoveyy from agarose gel after pooling
HLA-1-Mix, HLA-2-Mix, HLA-3-Mix, HJ/AA-4-Mix, HLA-5-Mix, HLA-6-Mix,
HLA-7-Mix, HLA-8-Mix, HLA-9-Mix and #ALA-10-Mix in equal mole in Example 12.
Lane M is a marker of molecular weighty/and Lane 1 is the electrophoretic result of the
pool, and Lane 2 is the electrophorftogram after gel slicing containing the DNA
fragments of a length ranging from 4£0 to 750 bp.

Figure 18 shows a screen-ghpture of the program for construction of consensus
sequence of Exon 2 of HLAC site of Sample No. 1 in Example 12. Firstly, the
sequence reads of C site #T the sample are aligned with the reference sequence by
BWA software, thereby/constructing the consensus sequences of Exons 2, 3, 4 of C
site of the sample; Aurther, the haplotype sequences of the exons of C site are
determined on theasis of the linkage relationship between SNPs; and finally the type
of the sample /5 determined by the intersection of the haplotype sequences of the
exons. As shbwn in the figure, two heterozygous SNPs are comprised in 695-764 area
of C geng¢/sequence of Sample No. 1, and it can be determined from readl and read2
that thf linkage relationship of SNPs is A-C, G-A (“...” in the figure represents the
basgs identical to those of the reference sequence). The sequences correspond to the

aded parts of the sequences of the C*010201 and C*07020101 type, respectively.
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The judgment of linkage relationship of other areas is similar.

EXAMPLES

The embodiments of the present invention are described in detail in the fofowing
examples. However, a person skilled in the art would understand that the following
examples are used to illustrate the present invention rather than restrictyfig the scope
of the present invention.

In Examples 1-6 of the present invention, Exons 2, 3, 4 of HLA/A/B and Exon 2 of
HLA-DRB1 in 95 samples were genotyped by using the combinatigh of primer indexes +
DNA incomplete shearing strategy + Illumia GA seqyfencer Paired-End 100
sequencing technique (PCR products have a length rangifig from 290bp to 500bp),
demonstrating that the method of the invention could gcomplish the typing of gene
fragments of a length exceeding the maximum pfad length of sequencer whilst
sufficiently utilizing the characteristics of the secopl generation sequencer, such as high
throughput and low cost.

Principle: for the sample to be analyzed frimer indexes were introduced to the two
termini of the PCR products of Exons 2, 3/4 of HLA-A/B and Exon 2 of HLA-DRB1 by
PCR reaction so as to specifically label fhe sample information of the PCR products. The
products of PCR amplification of fhree sites (HLA-A/B/DRB1) in each group of
samples were pooled together t¢/ obtain a library of PCR products; after incomplete
ultrasonic shearing of the libr#ry of PCR products, a PCR-free sequencing library was
constructed. The sequenciglg library was subjected to 2% low melting point agarose
gel electrophoresis, and/all the DNA bands of a length ranging from 450bp to 750bp
were purified and regovered by gel slicing (during the construction of the PCR-Free
sequencing library/ since library adapters were added to the two termini of the DNA
fragments, the Jngth of the DNA band as shown in the electrophoretogram was about
250 bp longef than the actual length of the DNA fragments; therefore, the fragments of a
length ragging from 450bp to 700bp as recovered here actually correspond to DNA
fragmehts of an original length ranging from 200 bp to 500 bp). The recovered DNA
wag/sequenced by Illumina GA PE-100. The sequence information of all the tested

mples can be traced by primer index sequences, and the sequence of the whole PCR
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product can be assembled on the basis of the known reference sequences and the
overlapping and linkage relationship between the sequences of DNA fragments, Tie
complete sequence of the original PCR product can be assembled with the stapflard
database of the corresponding exons of HLA-A/B/DRBI, thereby accomplishing
HLA-A/B/DRBI1 genotyping.

Example 1

Sample extraction

DNAs were extracted from 95 blood samples with kng#An HLA-SBT typing
results (China Marrow Donor Program cited hereafter/as (CMDP)) by using
KingFisher Automatic Extraction Instrument (US Thermg Co.). The main steps were
as followed: as directed in the handbook, a certain agfount of self-contained agents
was added to six deep-well plates and one shajfow-well plate equipped by the
KingFisher Automatic Extraction Instrument, apd all the plates, to which the agents
were added, were placed in the correspondifg positions as required. The program
“Bioeasy_200ul Blood DNA_KF.msz” wag/selected, and was implemented to extract
nucleic acids by pressing “star”. Appfoximately 100 ul eluted products (i.e. the

extracted DNA) were collected from/plate Elution after the program was finished.

Example 2

PCR amplification

Different PCR indexprimers were made by synthesizing PCR primers having
different primer indexef at 5’ end, and such different PCR index primers may be
applied to different s#mples, wherein the PCR primers were PCR primers for Exons 2,
3, 4 of HLA-A/) and Exon 2 of HLA-DRBI1. Thereafter, primer indexes were
introduced to f/he two termini of the PCR products by PCR reaction, thereby
specifically Jabeling the PCR products from different samples.

95 gkbts of PCR index primers were used to amplify 95 DNA samples,
respecfvely, wherein each set of PCR index primers consisted of a pair of
bidjfectional primer indexes (Table 6) and PCR primers for amplification of Exons 2,

4 of HLA-A/B (Table 1) and of Exon 2 of HLA-DRB1 (Table 7), each forward PCR
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primer has the forward primer index in the pair of primer indexes linked at the 5° end,

and the reverse PCR primer has the reverse primer index in the pair of primer index

linked at the 5* end. During the synthesis of primers, the primer indexes were dirgctly
added to the 5° end of the PCR primers.

The 95 DNAs obtained from the sample extraction step of Example 1 were

designated as No. 1-95. PCR reaction took place in 96-well plates, 7 pfates in total,

designated

as

HLA-P-A2, HLA-P-A3, HLA-P-A4, HLA-P-
HLA-P-B4 and HLA-P-DRB1-2 (A2/A3/A4, B2/B3/B4, D

amplified sites), wherein a negative control without adding

, HLA-P-B3,

-2 represent the

template was set in

each plate, and the primers used in the negative control wefe the same as those for

Template 1. During experimentation, the numbering i

corresponding to each pair of primer indexes was recorged.

Table 6: Relevant information of primer indexe

ormation of the samples

Primer Corresponding | Corresponding

index | Forward primer index | Reverse primgf index | position in template

No. 96-well plate (Group 1)

PI-1 |TCGCAGACATCA TGAC,thATGCT Al 1

PI-2 |TACATCGCACTA TAC/{GATGCTGA A2 2

PI-3 |CTCGATGAGTAC A?GTCTAGACAC A3 3

PI-4 |TCTGTATACTCA /A‘GCTGTAGTGAC A4 4

PI-5 TATCTGCTCATA/ AGATATCGAGCT |AS5 5

PI-6 TACATGCTGA}XC ACGTGTCTATCA |A6 6

P1-7 TCATATCG?GAT AGATCGTATAGC [A7 7

PI-8 ACAGAT?CACGC ATCTCGTGACAG (A8 8

PI-9 TAGAVGTACAT ACTAGTACACGC |A9 9

PI-10 ACI/{CACGTCTC ATAGTCACGCGT |Al0 10

PI-11 AyACTCGCGTAT TACTAGCTGACG |All 11

P1-12 /ATACTAGTGCTC TGTATCGTGCTC |Al2 12

PI-1;/ CACGATGACATC |TAGTGAGCGCAC |Bl 13
TGCTGTCTCGAG |CATAGCAGTGTC |B2 14
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PI-15 |TGTGCTCGAGTC [TCTGATCGAGCA |B3 15
PI-16 |CACTCGTACATC |AGCGATGCTCAT |B4 16
PI-17 |[CGACGTGCTCGC |[CGCGTACTGCAG |BS5 17 /
PI-18 [ACGCATCTATAC [CTAGTATCGCAG |B6 18 /
PI-19 |CGAGATGACTCT |TGTATACACGAT |B7 19 /
PI-20 |[ACTGTCTCGAGC |ACGTAGCGCACA (B8 ,36
PI-21 |CATCTGCTATAG |TCTAGCTCATGA |B9 21
PI-22 |ACGCACTCTAGA |[CTATGCACTGAT |BI10 22
PI-23 [TGAGATACAGTA |ATCTGCTATGAC |Bll / 23
PI-24 |ACTCATCGTGCT |TAGAGCTGTCAC |BI12 / 24
PI-25 |TACACTGTCTAT |[CAGCACATAGAT C}/ 25
PI-26 |CACAGTACTCGC |CTGCTAGTGTAT /Cz 26
PI-27 |TGTACTATCATA TGTGATAGACA(y C3 27
PI-28 |CTAGTACTGACG AGCGAGTCTA}Z’F C4 28
PI-29 [TAGACTGAGCTA ACATACTG?GAC C5 29
PI-30 |[CAGACGCGTGAG TACATCT/*ZGTAT Cé6 30
PI-31 [CGCGACATCACG TAGCG/(TGAGAC C7 31
PI-32 |ACACTCATAGAT CTA?CATGACAC C8 32
PI-33 [AGCGTATACTAG C}AACTCACGTA C9 33
PI-34 |TGTCGTGCTATC IACATGACTCACG C10 34
PI-35 CGCTAGACTGTP/ TACTATAGTCGA [C11 35
PI-36 ACAGTGTAGC}!C TGATATGCTACA [C12 36
PI-37 CACTCTAT?GAC TCACGCGATGAG |DI 37
PI-38 |ACACTCTIAGTCA |ACGTAGATCTAT |D2 38
PI-39 CATA’[}(AGATCG AGCAGAGTGCTC |D3 39
PI-40 CAG/Q‘IATCATAC CACTGCAGACGA |[D4 40
PI-41 T?/I‘ACTCTAGAT TGCATAGAGCGC |D5 41
PI-42 /fGTATGCTCGTC TCGTGACAGATC |D6 42

P1-43/ [TAGTGATGCTCT |ACGAGCTGATAT |D7 43
Pym AGACTCTGAGTC |CTGATAGTATCA |D8 44
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Pl-45 |CTCATAGACTAC [ATCGCGAGTGAC [D9 45
PI-46 |TCGCTCACTACA [TGTCTCGACATC |DI10 46
PI-47 |ATAGAGTCTCAT |CGCATAGCGTAT |DI1I 47 /
P1-48 [CGAGACACTCGC |TCGTAGTCTACA |DI12 48 /
PI-49 |CAGCATACTATC |TCGTGATACAGA |El 49 /
PI-50 |CAGCTATAGTCT [ATGCAGATATCT |E2

PI-51 |TCTATCGATGCA |ACACGCAGATCG |E3 51
PI-52 |CATGAGTATAGC [CTAGCTGACGTA |E4 52
PI-53 |TAGCATATCGAG |TACACGTATGAG |ES 53
PI.54 |ACGACTCGCTAC |TCATGACTAGTA |E6 / 54
PI-55 [TAGCATACACGC |[TGACGCGTATAC By 55
PI-56 |CGTCATATGCAG |TATAGCGATGAC /L!s 56
P1-57 |[TGCAGCGAGTAC TCGACGCTAGCG/ E9 57
PI-58 |CGTGTCGACAGA CAGTCGTGAG}?A E10 58
PI-59 |ACTCGACGTGAG ACGCGAGT?ATA Ell 59
PI-60 |ACTCGTCTGACG TGCTAT(y(CTGA E12 60
PI-61 |CATACTGTATCT TACAT/{GATGTC Fl 61
PI.62 |TCTACTCGTGAC CAC;TATAGTGA F2 62
PI-63 |CTGCACTAGACA A}}‘fCATATCGCA F3 63
PI.64 |ACACGAGCTCAT /ACTCATATCGA F4 64
PI.65 TACAGATAGTC]/ TCGTCTGTGATA |[F5 65
P1.66 |TACACTCGTG TGACGCTCATCT |F6 66
PI-67 TACATGTG?CGA TCGTACATGCTC |F7 67
PI-68 TGTATGy{CTCG” CACTGTGCTCAT |F8 68
PI-69 CAGT‘)éACTCTA ACTGCATGATCG |F9 69
PI-70 CAT/CTATCACG TCGTGTCACTAC |F10 70
PI.71 C}CTATACAGAT CGACACGTACTA |F11 71
PI-72 /ATATCGTAGCAT TCGTGATCACTA [F12 72
PI-’/}/ TAGTCTATACAT |AGACGCTGTCGA |Gl 73
P}/74 |TGTCACAGTGAC |TCATATGATCGA |G2 74




PI-75 |ATCGACTATGCT |CGATCATATGAG |G3 75
PI-76 |ATACTAGCATCA |TCATGCTGACGA |G4 76
PI-77 |[CACTGACGCTCA [CACTACATCGCT |G5 77 /
PI-78 |TCGCTCATCTAT |TAGTACAGAGCT |[G6 78 /
PI-79 |TGTATCACGAGC [ATGATCGTATAC |[G7 757
PI-80 |[TACTGCTATCTC |CGCTGCATAGCG |[GS8 ;0
PI-81 |CGCGAGCTCGTC |ACTCGATGAGCT [G9 81
PI-82 |TAGAGTCTGTAT |TGTCTATCACAT |GI10 / 82
PI-83 |TACTATCGCTCT |TATGTGACATAC |[Gl1 / 83
PI-84 [TAGATGACGCTC |TACTCGTAGCGC |[GI2 / 84
PI-85 |TCGCGTGACATC |ATCTACTGACGT H}/ 85
PI-86 |ACACGCTCTACT |ACAGTAGCGCAC /Hz 86
PI-87 |TACATAGTCTCG CTAGTATCATGA/ H3 87
PI-88 |TGAGTAGCACGC TCGATCATGC}G H4 88
PI-89 |TAGATGCTATAC TACATGCA?‘I‘CA H5 89
PI-90 |ATCGATGTCACG CAGCTC%CTAC H6 90
PI-91 |ATCATATGTAGC CTCTAyAGTCAc H7 91
PI-92 [TAGCATCGATAT AG,yAGCACATC HS 92
PI-93 |TGATCGACGCTC C}AGATATCGTC H9 93
PI-04 |[TGCAGCTCATAG /fACAGACTGCAC H10 94
PI-95 CGACGTAGAGTC/ CAGTAGCACTAC |H1I 95
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Table 7: PCR primers for amplification of the corresponding exons of DRB1 and

without primer indexes

primer No. | primer sequence use of primer length
prod)c/;s{
D2-F1 |CACGTTTCTTGGAGTACTCTA
D2-F2 |GTTTCTTGTGGCAgCTTAAGTT
D2-F3 |CCTGTGGCAGGGTAAGTATA
D2-F4 |GTTTCTTGAAGCAGGATAAGT | For amplificatio
T of Exon 2 300bp
D2-F5 |GCACGTTTCTTGGAGGAGG HLA-DRB/A gene
D2-F6 |TTTCCTGTGGCAGCCTAAGA
D2-F7 |GTTTCTTGGAGCAGGTTAAAC
D2-R [CCTCACCTCGCCGCTGCAC

D2-F1, D2-F2, D2-F3, D2-F4, D2-F5, D2-
amplification of Exon 2 of HLA-DRBI, D2-R #as a reverse primer for amplification of
Exon 2 of HLA-DRBI.

6, D2-F7 were forward primers for

PCR procedure for HLA-A/B/DB/B1 was as followed:
96°C 2min
95°C 30s >60C 30s 272

15°C oo

20s (32cycles)

PCR reaction sys for HLA-A/B was as followed, wherein all the agents were

purchased from Prgimega (Beijing) Bio-Tech Co.

Promgél 5xbuffer I (Mg2+ plus) 5.0ul
dN}i5 Mixture (2.5mM/ pl each) 2.0ul
yfnrA/B-me (2pmol/ ul) 1.0ul
PI,~A/B-Rys34 (2pmol/ ul) 1.0ul
Promega Taq (5U/ul) 0.2ul
DNA (about 20 ng/ul) 5.0ul




ddH,0 10.8ul
Total 25.0ul

The PCR reaction system for HLA-DRB1 was as followed :

Promega Sxbuffer I (Mg2+ plus) 5.0ul

dNTP Mixture (2.5mM/ pl each) 2.0ul
PI,+~D2-F1 (2pmol/ ul) 1.0ul /
PI,+-D2-F2 (2pmol/ ul) 1.0ul /
P1,+~D2-F3 (2pmol/ ul) 1.0ul /
PI,~D2-F4 (2pmol/ ul) 1.0ul
PI,~D2-F5 (2pmol/ ul) 1.0uy
PI,~D2-F6 (2pmol/ ul) 1 ?ﬁl
P1,+~D2-F7 (2pmol/ ul) ) A.Oul

PI,-D2-R (Zpmol/ ul) / 1.0ul

Promega Taq (5U/l) / 0.2ul

DNA (about 20 ng/ul) / 5.0ul

ddH,0 / 4.8ul

Total / 25.0ul

Wherein Plue-A/B/D2-F 11234547 represents the F primer of HLA-A/B/DRB1 having
nce No. n (Table 6) at 5° end, Pl,-A/B/D2-Rysu

-A/B/DRB1 having the reverse primer index sequence No.

the forward primer index se

represents the R primer of H
n at 5° end (here n<95), apd the rest may be deduced similarly. Moreover, each sample
corresponds to a Apecific set of PCR primers (Ply-A/B/D2-Fionmisen,
Pl-A/B/D2-Rasa).

PCR reactiof was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction,/2ul PCR products were subjected to 1% agarose gel electrophoresis.
Figure 2 shfwed the electrophoretic result of the PCR products of the corresponding
exons of/HLA-A/B/DRBI1 of Sample No. 1, and the marker for DNA molecular weights
was 2000 (Takara Co.). There were a series of single bands of a length ranging from
308 bp to 500 bp in the electrophorogram, indicating successful PCR amplification of the
xons (A2, A3, A4, B2, B3, B4, DRB1-2) of HLA-A/B/DRBI1 of Sample No.l. There
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was no amplification band in the negative control (N). The results of other samples were

similar.

Example 3

Pooling and purification of PCR products

20 pl of the rest PCR products was taken from each well of the £6-well plate
HLA-P-A2 (except for the negative control), and was mixed homogeneously under
shaking in a 3 ml EP tube (designated as HLA-A2-Mix). The sfme operation was
applied to the other 6 96-well plates, designated as HLA-AZ-Mix, HLA-A4-Mix,
HLA-B2-Mix, HLA-B3-Mix, HLA-B4-Mix and HLA-D2-Mjk. 200ul was taken from
each of HLA-A2-Mix, HLA-A3-Mix, HLA-A4-Mix, H¥YA-B2-Mix, HLA-B3-Mix,
HLA-B4-Mix and HLA-D2-Mix, and was mixed in 3/3 ml EP tube, designated as
HLA-Mix. 500ul DNA mixture from HLA-Mix wag/subjected to column purification
with Qiagen DNA Purification kit (QIAGEN Co./(For the specific purification steps,
please refer to the manufacturer’s instruction)/It was determined by Nanodrop 8000
(Thermo Fisher Scientific Co.) that the 200ul DNA obtained by purification has a
HLA-Mix DNA concentration of 48 ng/u}/

Example 4
Shearing of PCR produgfs, and construction of Illumina GA PCR-Free

sequencing libraries

1. DNA shearing

A total amount of fug DNA, taken from the purified HLA-Mix, was contained in
a Covaris microtubg/ with an AFA fiber and Snap-Cap and was subjected to the
shearing in Covapfs S2DNA Shearer (Covaris Co.). The shearing conditions were as
followed:

Frequegcy sweeping

Duty Cycle 10%
Intensity 5

Cycles/Burst 200

Time (second) 300
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2, Purification after shearing

All the sheared products of HLA-Mix were recovered and purified by QIA
PCR Purification Kit, and were dissolved in 37.5ul EB (QIAGEN Elution Auffer),

respectively.

3. Terminal repairing reaction
The purified HLA-Mix after the shearing was subject to DN terminal repairing
reaction, and the reaction system was as followed (all the ageng§ were purchased from

Enzymatics Co.):

DNA / 37.5uL
H,O / 37.5uL
10x Polynucleotide Kinase Buffer (B904) / 10 pL
dNTP mixture (Solution Set (10mM each)) / 4 pL
T4 DNA Polymerase / S5ul
Klenow Fragment / 1pL
T4 Polynucleotide Kinase S5uL
Total volume 100 pL

Reaction conditions: incubfting at 20°C for 30 min in a Thermomixer

(Thermomixer, Eppendorf Co.
The reaction producty/were recovered and purified by the QIAquick PCR
Purification Kit, and werg/dissolved in 34 pl EB (QIAGEN Elution Buffer).

4. Addition of/A at 3’ end

A was addgll to 3’ end of the DNA recovered in the last step, and the reaction
system was ag/followed (all the agents were purchased from Enzymatics Co.):
DNA obtajhied in the last step 32 uL
10x bl}/ buffer 5uL
dA'y (1mM, GE Co.) 10 pL
?énow (3’-5% exo0-) 3 uL
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Total volume 50 pL

Reaction conditions: incubating at 37°C for 30 min in a Thermomi

(Thermomixer, Eppendorf Co.).
PCR

Elution

The reaction products were recovered and purified by MiniElu
Purification Kit (QIAGEN Co.), and were dissolved in 13 ul EB (QIAG
Buffer).

5. Ligation of lllumina GA PCR-Free library adapter

The term “PCR-Free library adapter” refers to a segmghit of designed bases,
whose main role lies in auxiliary fixation of DNA moleculefnto the sequencing chip
and lies in providing the binding sites for universal sgquencing primers, wherein
PCR-Free library adapter may be directly ligated tg/the two termini of the DNA
fragments in the sequencing library; since no PCR y/as involved in the introduction of
CR-Free library adapter.

to the Illumina GA PCR-Free library

the library adapter, the library adapter was calle
The products having A added were ligat
adapters, and the reaction system was as foflowed (all the agents were purchased from

Illuming Co.):

DNA obtained in the last step / 11pL
2x Rapid ligation buffer / 15puL
PCR-free adapter oligo mix (3 }tﬁM) 1L
T4 DNA Ligase (Rapid, L6)€-I—IC-L) 3pL
Total volume / 30 pL

Genomics), gfAd were dissolved in 50ul deionized water, and the DNA concentration

y Fluorescence quantitative PCR (QPCR) was as followed:

determine

result determined by qPCR (nM)
HLA-Mix 78.90
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6. Recovery by gel slicing

30uL HLA-Mix was subjected to 2% low melting point agarose
electrophoresis. The electrophoretic condition was 100V, 100min. DNA marke
the 50bp DNA marker from NEB Co.. The gel containing the DNA fragments fanging
from 450 to 750bp was sliced (Figure 3). The products in the sliced/gel were
recovered and purified by QIAquick PCR Purification Kit (QIAGEN Co
after purification was 32ul, and the DNA concentration measured
quantitative PCR (QPCR) was 10.16nM.

, the volume

Fluorescence

Example S
Illumina GA sequencing
According to the results of QPCR, 10pmol DNA yfas taken and subjected to the

sequencing by Illumina GA PE-100 program. For jie specific operation procedure,

please refer to the Illumina GA operation instructjfn (Illumina GA 1Ix).

Analysis of the results

The sequencing results from Illunna GA were a series of DNA sequences, and by
searching the forward and reverse grimer index sequences and primer sequences in the
sequencing results, databases cgfprising the sequencing results of the PCR products of
various exons of HLA-A/B/PRB1 for each sample corresponding to respective primer
index were constructed./The sequencing results of each exon were aligned to the
reference sequence (rgfference sequences were from http:/www.ebi.ac.uk/imgt/hla/) of
the corresponding/exon by BWA (Burrows-Wheeler Aligner), and meanwhile, the
consensus sequgnces of each database were constructed, and the DNA sequences in the
selected and corrected. The corrected DNA sequences were assembled into
the corrgéponding sequences of exons of HLA-A/B/DRB1 on the basis of sequence
overlgPping and linkage (Paired-End linkage) relationship. The resultant DNA sequence

aligned with the sequence database of the corresponding exon of HLA-A/B/DRB1 in
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IMGT HLA professional database. If the result of sequence alignment shows 100%
match, the HLA-A/B/DRB1 genotype of the corresponding sample was determin,

of Exon 2 of HLA-A site in Sample No.1 as illustrated in Figure 4.
For all 95 samples, the typing results obtained by the above hod were

completely consistent with the known typing results, wherein the resyfs of Samples

No. 1-32 were as followed:




Sample No.
1
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A*02:03
A*01:01
A*01:01
A*24:08
A*01:01
A*01:01
A*11:01
A*01:01
A*02:06
A*01:01
A*01:01
A¥*11:01
A*01:01
A*01:01
A¥01:01
A*01:01
A*24:07
A¥11:01
A*1

A*01:01
A*01:01
A*01:01
A*24:85
A¥11:01

Original known HLA-A/B/DRBI type

A*11:01
A*¥30:01
A*02:01
A*26:01
A*24:02
A*03:02
A*30:01
A*02:01
A*31:01
A*66:01
A*03:01
A*11:01
A¥11:02
A*02:01

A¥24:02
A*11:01
A%24:02
A*02:06
A*29:01
A*02:07
A*30:01
A*31:01

B*38:02
B*08:01
B*15:11
B*40:01
B*54:01
B*15:11
B*13:02
B*35:03
B*27:07
B*37:01
B*35:01
B*15:0f

B*15:17
B*37:01
B*35:05
B*13:01
B*40:02
B*40:01
B*51:01
B*(7:05
B*37:01
B*13:02
B*07:06
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B*48:01
B*13:02
B*47.01
B*51:01
B*55:02
B#*37:01
B*15:18
B*81:01
B*40:
:01
*52:01
B*15:05
B*15:02
B*67:01
B*50:01
B*40:02
B*40:01
B*35:01
B*55:12
B*40:06
B*57:01
B*15:01
B*46:01
B*55:02
B*51:01

DRB1*14:54
DRB1#03:01
DRB1*13:02
DRB1*04:0

DRB1%*03:01
DRB1*10:01
DRB1%*01:01
DRB1*04:06
DRB1*09:01
DRB1*15:02
DRB1*07:01
DRB1#10:01
DRB1#03.01
DRB1%¥16:02
DRB1*04:05
DRB1*11:01
DRB1*07:01
DRB1*04:05
DRB1#04:03
DRB1#07:01
DRB1#12:02

DRB1#£5:01
DRP1*07:01
1¥15:01
DRB1%*09:01
DRB1%*09:01
DRB1*14:54
DRB1*07:01
DRB1*15:01
DRB1*13:02
DRB1*13:02
DRB1*15:02
DRB1#15:01
DRBI1*15:01
DRB1*16:02
DRB1*15:01
DRB1#*12:02
DRB1*04:05
DRB1#16:02
DRB1#¥15:01
DRB1*15:01
DRB1*12:01
DRB1*07:01
DRB1#*10:01
DRB1*15:01
DRB1*14:05



26
27
28
29
30
31
32

Sample No.
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16,

A*01:01
A*01:01
A*01:01
A*26:01
A*02:01
A*01:01
A*¥11:01

A*02:03
A*01:01
A*01:01
A*24:08
A*01:01
A*01:01
A¥11:01
A*01:01
A*02:06
A*01:01
A*01:01

A*01:01
A*01:01
A*24:07
A*11:01

A*11:01
A%02:01
A*24:02
A*66:01
A*29:02
A*11:03
A*26:01

The determined HLA-A/B/D

A¥*11:01
A*30:01
A*02:01
A*26:01
A*24:02
A*03:02
A*30:01
A*02:01
A*3101
A%66:01
A*03:01
A*11:01
A*11:02
A*02:01
A*02:05
A*11:01
A*32:01
A*24:02

B*46:01
B*15:18
B*37:01
B*40:40
B*13:02
B*15:01
B*35:03

B*38:02
B*08:01
B*15:11
B*40:01
B*54:01
B*15/1

B*27.07
B*37:01
B*35:01
B¥15:01
B*07:02
B*52:01
B*15:17
B*37:01
B*35:05
B*13:01
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B*57:01
B*37:01
B*46:01
B*41:02
B#45:01
B*57:01
B*38:01

B*48:01
B*13:03,

B*55:02
B*37:01
B*15:18
B*81:01
B*40:02
B*49:01
B*52:01
B*15:05
B*15:02
B*67:01
B*50:01
B*40:02
B*40:01
B*35:01

DRB1*(7:01
DRB1*04:01
DRB1*09:01
DRB1*12:01
DRB1*03:01
DRB1*07:01
DRB1*11,

DRB1*03:01
DRB1*13:02
DRB1*04:04
DRB1*04:05
DRB1%¥10:01
DRB1*04:04
DRB1#*11:01
DRB1*03:01
DRB1*10:01
DRB1*01:01
DRB1*04:06
DRB1*09:01
DRB1*15:02
DRB1#07:01
DRB1*10:01
DRB1*03:01
DRB1#16:02

DRB1*08:03
DRB1#15:0
DRB1*12:01

DRB1%*14:04

DRB1*15:01
DRB1%07:01
DRB1*15:01
DRB1*09:01
DRB1*09:01
DRB1*14:54
DRB1*07:01
DRB1*135:01
DRB1#*13:02
DRB1%*13:02
DRB1*#15:02
DRB1%15:01
DRB1*15:01
DRB1%16:02
DRB1*15:01
DRB1%12:02
DRB1*04:05
DRB1*16:02



19 A*11:01 A*11:01 B*40:02 B*55:12 DRBI1*04:05 DRBI1*15:01
20 A*02:11 A*24:02 B*40:01 B*40:06 DRBI1*11:01 DRBI1*15;

2] A*01:01 A*02:06 B*51:01 B*57:01 DRBI1*07:01 DRBI1*#2:01
22 A*01:01 A*29:01 B*07:05 B*15:01 DRB1*04:05 DRP1*07:01
23 A*01:01 A*02:07 B*37:01 B*46:01 DRB1*04:03 1*10:01
24 A*24:85 A*30:01 B*13:02 B*55:02 DRB1*07:0}/ DRB1*15:01
25 A*11:01 A*31:01 B*07:06 B*51:01 DRBI1*1/02 DRB1*14:05
26 A¥01:01 A*11:01 B*46:01 B*57:01 DRBJ/07:01 DRB1*08:03
27 A*01:01 A*02:01 B*15:18 B*37:01 DBB1*04:01 DRBI*15:01
28 A*01:01 A*24:02 B*37:01 B*46:01 ORB1*09:01 DRBI1*10:01
29 A*26:01 A*66:01 B*40:40 B*41: DRB1%¥12:01 DRBI*15:01
30 A*02:01 A%*29:02 B*13:02 B*#5:01 DRBI*03:01 DRB1%*12:02
31 A*01:01 A*11:03 B*15:01 A*57:01 DRBI1*07:01 DRBI1*15:01
32 A*11:01 A*26:01 B*35:.0¥ B*38:01 DRBI1*11:03 DRBI1*14:04

Note: among HLA-DRBI types, D
DRB1*1206/1210/1217, and DRB

1*1201 does not exclude the possibility of
*1454 does not exclude the possibility of

DRB1*1401, because said alleles fere completely identical in the sequence of Exon

2 of HLA-DRBI.

results (Chfna Marrow Donor Program cited hereafter as (CMDP)) by using
KingFishfr Automatic Extraction Instrument (US Thermo Co.). The method was as

descrjfed in Example 1.

PCR amplification
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The 950 DNAs obtained from the sample extraction step were designated as No.
1-950, and were divided into 10 groups (95 DNAs for each), which were designate

amplification of Exons 2, 3, 4 of HLA-A/B and PCR primers (Table/7) carrying
bidirectional primer indexes (Table 6) for amplification of Exon 2 g&f HLA-DRBI.
PCR reaction took place in 96-well plates, using 70 plates in tgfal, designated as
HLA-X-P-A2, HLA-X-P-A3, HLA-X-P-A4, HLA-X-P-p2, HLA-X-P-B3,
HLA-X-P-B4 and HLA-X-P-DRB1-2 (“X” represents the ipformation of the group
number 1/2/3/4/5/6/7/8/9/10, “A2/3/4”, <“B2/3/4”, ‘PRBI1-2” represent the
amplification sites), wherein a negative control withouy/adding any template was set
in each plate, and the primers used for the negative Lontrol were primers labeled by
PI-1 (Table 6). During experimentation, the inforpfation of each sample on the group

number and primer indexes was recorded. The fethod was as described in Example 2.

Pooling and purification of PCR progucts

For samples of Group X (“X” is 1/2/3/4/5/6/7/8/9/10), 20 pl of rest PCR products
was taken from each well of the 9¢fwell plate HLA-X-P-A2 (except for the negative
control), and was mixed homogefeously under shaking in a 3 ml EP tube (designated
as HLA-X-A2-Mix). The sam# operation was applied to the other 6 96-well plates of
the samples of Group /X, designated as HLA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-B4-Mix and HLA-X-D2-Mix. 200ul was
taken from each/ of HLA-X-A2-Mix, HLA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, ALA-X-B3-Mix, HLA-X-B4-Mix and HLA-X-D2-Mix, and was
mixed in a 35l EP tube, designated as HLA-X-Mix. 500ul DNA mixture from
HLA-X-Mix/was subjected to column purification with Qiagen DNA Purification kit
(QIAGEN/Co.) (For the specific purification steps, please refer to the manufacturer’s
instrugfion) to obtain 200ul DNA, and its DNA concentration was determined by
Nagbdrop 8000 (Thermo Fisher Scientific Co.). The same operation was also applied

other groups. The finally determined DNA concentrations were as followed.
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HIA- |HLA- {HLA- |HLA- |HLA- | HLA- | HLA- [HLA- |HLA- [HLA-10
1-Mix | 2-Mix | 3-Mix | 4Mix | 5-Mix | 6-Mix | 7-Mix | 8-Mix |9-Mix |-Mix
concentration (480 |521 493 (502 (476 |485 1491 |486 |513 (508
(0ght) /

The method was as described in Example 3.

The construction of Illumina GA Sequencing libraries was pfrformed by the
method of Example 4. The corresponding relationships between/the sample groups

and the library adapters were as followed.

Sample HLA-1 | HLA2 | HLA3 | HLA4 | HLAS | HLAG £7 | HLA8 | HLAO | HLA-10
group No.

Libary |1 2 3 4 5 6 7 8 9 10
adapterNo.

The reaction products were purified Ampure Beads (Beckman Coulter
Genomics), and were dissolved in 50u)/deionized water, and the DNA molar
concentrations determined by Fluoregence quantitative PCR (QPCR) were as

followed:

HLA- | HLA- | HLA- 7&\ HLA- | HLA- | HLA- | HLA- | HLA- [ HLA-10
IMix | 2Mix | 3Mix f4Mix | SMix | 6Mix | 7Mix | 8Mix | 9Mix | -Mix
Conc. | 7890 |7213 |793% | 8021 [ 7768 [7850 [89.12 [ 7860 |8132 | 8082
M)

Recovery by gef slicing

HLA-1-Mix /HLA-2-Mix, HLA-3-Mix, HLA-4-Mix, HLA-5-Mix, HLA-6-Mix,
HLA-7-Mix, BLA-8-Mix, HLA-9-Mix and HLA-10-Mix were mixed at an equal mole
(final congfntration was 72.13 nM/ul), designated as HLA-Mix-10. 30uL
HLA-Mix¢-10 was subjected to 2% low melting point agarose gel electrophoresis. The
electrgphoretic condition was 100V, 100min. DNA marker was the 50bp DNA marker
froft NEB Co.. The gel containing the DNA fragments ranging from 450 to 750bp

as sliced. The products in the sliced gel were recovered and purified by QIAquick
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PCR Purification Kit (QIAGEN Co.), the volume after purification was 32ul, and the
DNA concentration measured by Fluorescence quantitative PCR (QPCR) w
9.96nM.

The sequencing and result analysis were performed as described in Exapfples 5
and 6. For all 950 samples, the typing results obtained by the above meghod were

completely consistent with the known typing resuits.

Example 8§
HLA-C genotyping by using the second generation gfquencing technique

(Ilumina GA)

1. DNA sample extraction

The steps were as described in Example 1.

2. PCR amplification

The steps were as described in Example 2/ except that the PCR primers used
were PCR primers for Exons 2, 3 and 4 of HLH-C, as shown in Table 3.

95 sets of PCR index primers wefe used to amplify 95 DNA samples,
respectively, wherein each set of PCR fhdex primers consisted of PCR primers for
amplification of Exons 2, 3, 4 of HLZ-C (Table 3) and a pair of bidirectional primer
indexes (as described below), eachy/forward PCR primer hés the forward primer index
of a pair of primer indexes link€d at the 5’ end, and the reverse PCR primer has the
reverse primer index of a pfir of primer indexes linked at the 5° end. During the
synthesis of primers, the pfimer indexes were directly added to the 5° end of the PCR
primers.

The 95 DNAs ghtained from the sample extraction step were designated as No.
1-95. PCR reactppn took place in 96-well plates, 3 plates in total, designated as
HLA-P-C2, A-P-C3, HLA-P-A4 (C2/3/4 represent the amplification sites),
wherein a nfgative control without adding any template was set in each plate, and the
primers Ased in the negative control were the same as the primer PI-96. During
expernentation, the numbering information of the sample corresponding to each pair
of #rimer indexes was recorded.

The primer indexes used were the primer indexes PI-1 to PI-95 as listed in Table
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6, and the following negative control pirmer index PI-96 (Table 8)

Table 8: Relevant information of the primer index used for the negative contro

COMLIO

Negagfive
PI-96 CACTGTATAGCT CGACTAGTACTA H12 |

The DNAs, extracted by using KingFisher Automatic Extraction Ingfrument in
step 1, were used as the templates, and PCR amplification was carried/out in single
tubes by using primers for exons of HLA-C, wherein the primers hgfe indexes at 5’
end. PCR procedure was as followed:

C2: 96°C 2 min

95°C 30s =>62°C 30s >72C 20s (35 cycles)

15C

C3: 96C 2 min

95°C 30s =>56°C 30s >72C 20s (35 cycles)

15C o

C4: 96C 2 min

95°C 30s >60°C 30s 2>72°C 20s (35

15C

PCR reaction system of HLA-£ was as followed:

Promega Sxpuffer I (Mg2+ plus) 5.0 ul

dNTP phixture (2.5 mM each) 2.0 uL

P}{ -C-F2/3/4 (50 ng/ul) 1.5 uL
/PInf-C-R2/3/4 (50 ng/ul) 1.5 ulL

/ Promega Taq (5 U/ul) 0.2 uL

/ DNA (about 20 ng/ul) 2.0 L
/ ddH,0 12.8 L
/ Total 25.0 uL

Whgrein, Pln-C-Fa34 represents the F primer of HLA-C having the forward primer
index fequence No. n (Table 2) at 5 end, PIn~C-Ry/3/4 represents the R primer of HLA-C
hayfng the reverse primer index sequence No. n at 5’ end (here n<96), and the rest may

¢ deduced similarly. Moreover, each sample corresponds to a specific set of PCR
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primers.

PCR reaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. A
PCR reaction, 2ul PCR products were subjected to 1.5% agarose gel electrophop€sis.
Figure 6 showed the electrophoretic result of the PCR products of the corresgonding
exons of HLA-C of the first 20 samples, and the DNA molecular marker wg€ DL 2000
(Takara Co.). There were a series of single bands of a length ranging fromA00 bp to 500
bp in the electrophorogram, indicating successful PCR amplification gf exons (C2, C3,
C4) of HLA-C of the samples. The results of other samples were simj

Pooling and purification of PCR products

20 pl of the rest PCR products was taken from eagh well of the 96-well plate
HLA-P-C2 (except for the negative control), and wag/pooled homogeneously under
shaking in a 3 ml EP tube (designated as HLA-CZ-Mix). The same operation was
applied to the other 2 96-well plates, designated/as HLA-C3-Mix and HLA-C4-Mix.
200ul was taken from each of HLA-C2-Mix/HLA-C3-Mix and HLA-C4-Mix, and
was mixed in a 1.5 ml EP tube, designateg/ as HLA-Mix. 500ul DNA mixture from
HLA-Mix was subjected to column pupffication with Qiagen DNA Purification kit
(QIAGEN Co.) (For the specific puriffcation steps, please refer to the manufacturer’s
instruction). It was determined by Janodrop 8000 (Thermo Fisher Scientific Co.) that
the 200ul DNA obtained by phrification has a HLA-Mix DNA concentration of
50ng/ul.

4. Construction gfIllumina GA PCR-Free sequencing libraries

A total amoyhit of Sug DNA, taken from the purified HLA-Mix, was contained in
a Covaris micpbtube with AFA fiber and Snap-Cap and was subjected to the shearing
in Covaris §2 (Covaris Co.). The shearing conditions were as followed:

Freguency sweeping

Duty Cycle 10%
Intensity 3
Cycles/Burst 200
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Time (s) 180
4.2 Purification of the sheared PCR products
All the sheared products of HLA-Mix were recovered and purified by QIA
PCR Purification Kit, and were dissolved in 37.5ul EB (QIAGEN Elution Juffer),

respectively.

4.3 Terminal repairing reaction
The purified products were subject to DNA terminal repairip§ reaction, the
reaction system was as followed (all the agents were purchaseg/ from Enzymatics

Co.):

Products purified in the last step 37.5ul
10x Polynucleotide Kinase Buffer (B904) S5puL
dNTP mixture (Solution Set (10mM eacghl)) 2uL

T4 DNA Polymerase / 2.5 uL

Klenow Fragment / 0.5 pL

T4 Polynucleotide Ki}(ﬁe 2.5 uL
Total volumi/ 50 uL

Reaction conditions: incubating At 20°C for 30 min in a Thermomixer

(Thermomixer, Eppendorf Co.).
The reaction products were/recovered and purified by the QIAquick PCR
Purification Kit, and were dissgfved in 32 pl EB (QIAGEN Elution Buffer).
4.4 Addition of A at 3’
A was added to 3’ ¢fld of the DNA recovered in the last step, and the reaction

system was as followeg/(all the agents were purchased from Enzymatics Co.):

DNA %tained in the last step 32 uL
IOyﬂlue buffer 5pL
}ATP (1mM, GE Co.) 10 puL

Klenow (3°-5” exo-) 3uL

Total volume 50 L

eaction conditions: incubating at 37°C for 30 min in a Thermomixer

ermomixer, Eppendorf Co.).
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The reaction products were recovered and purified by MiniElute PCR
Purification Kit (QIAGEN Co.), and were dissolved in 38 pl EB (QIAGEN Elutigh
Buffer).

4.5 Ligation of lllumina GA PCR-Free library adapter

The products having A added were ligated to the Illumina GA PCR-Efee library
adapters, and the reaction system was as followed (all the agents were pyfchased from

Nlumina Co.):

DNA obtained in the last step 38 uL
10x Ligation buffer /lZ 5uL
PCR-free adapter oligo mix (30mM) / 2 uL
T4 DNA Ligase (Rapid, L603-HC-L) / 5uL
Total volume / 50 pL

Reaction conditions: incubating at 16°C fovernight in a Thermomixer

(Thermomixer, Eppendorf Co.).

The reaction products were purified Ampure Beads (Beckman Coulter
Genomics), and were dissolved in 50ul depbnized water, and the DNA concentration
determined by Fluorescence quantitative#CR (QPCR) was as followed:
reglilt determined by qPCR (nM)
HLA-Mix / 122.71

4.6 Recovery by gel slicin

30l HLA-Mix was/subjected to 2% low melting point agarose gel
electrophoresis. The elecyfophoretic condition was 100V, 100min. DNA marker was
the 50bp DNA Ladder #rom NEB Co.. The gel containing the DNA fragments ranging
from 400 to 750bp/ was sliced (Figure 7). The products in the sliced gel were
recovered and pyfified by QIAquick PCR Purification Kit (QIAGEN Co.), the volume
after purificatfon was 32ul, and the DNA concentration measured by Fluorescence
quantitative/PCR (QPCR) was 17.16nM.

5. Allumina GA sequencing

ccording to the detection results of QPCR, 10pmol DNA was taken and
suffjected to the sequencing by Illumina GA PE-100 program. For the specific
peration procedure, please refer to the Illumina GA operation instruction (Illumina
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GA IIx).
6. Analysis of the results

constructed were constructed. The sequencing results of each exon wAs aligned to the
reference sequence (reference sequences were from http://www.ebfac.uk/imgt/hla/) of
the corresponding exon by BWA (Burrows-Wheeler Aligner), apd consensus sequences
of each database were constructed; and the sequence reads wgre selected and corrected
based on the quality value of base sequencing, and differengf between the sequence reads
and consensus sequences. The corrected DNA sequefces were assembled into the
corresponding sequences of exons of HLA-C on the fasis of sequence overlapping and
linkage (Paired-End linkage) relationship. The scigen-capture of Figure 8 illustrates the
procedure for construction of consensus sequegle of Exon 2 of HLA-C site in Sample

No.2.

s aligned with the sequence database of the
GT HILA professional database. If the result of
sequence alignment showed 10Q/% match, the HLA-C genotype of the corresponding

The resultant DNA sequence
corresponding exon of HLA-C in
sample was determined. For gl 95 samples, the typing results obtained by the above
method were completely ¢fnsistent with the known typing results, wherein the typing
results of Samples No.A-32 were as followed: (as shown in Table 9, all the obtained

results were identicg¥/to the original known results).
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Table 9: Comparison of the typing results obtained by the above method with the

original known typing results of the samples

Sample  Original known HLA-C Results for HLA-C Identical
No. genotype obtained at this time or 1o
1 C*08:01 C*15:05 C*08:01 C*15:05
2 C*01:02 C*07:02 C*01:02 C*07.02 yes
3 C*08:01 C*16:02 C*08:01 C*16:02 yes
4 C*01:02 C#03:02 C*01:02 C*03:02 yes
S C*01:02 C*02:02 C*01:02 C*02:42 yes
6 C*01:02 C*15:02 C*01:02 C*)5:02 yes
7 C*01:02 C*03:04 C*01:02 *03:04 yes
8 C*03:02 C*07:02 C*03:02 C*07:02 yes
9 C*06:02 C*16:02 C*06:02 C*16:02 yes
10 C*01:02 C*03:04 C*01,42 C*03:04 yes
11 C*03:04 C*07:02 C*#3:04 C*07:02 yes
12 C*07:02 C*08:01 *07:02 C*08:01 yes
13 C*01:02 C*15:02 C*01:02 C*15:02 yes
14 C*01:02 C*03:0 C*01:02 C*03:04 yes
15 C*01:02 C*03/04 C*01:02 C*03:04 yes
16 C*07:02 CiA2:02 C*07.02 C*12:02 yes
17 C*04:01 *08:01 C*04:01 C*08:01 yes
18 C*08:01 C*16:02 C*08:01 C*16:02 yes
19 C*14:0 C*15:02 C*14:02 C*15:02 yes
20 C*0 )02 C*03:03 C*01:02 C*03:03 yes
21 C#03:03 C*08:01 C*03:03 C*08:01 yes
22 *03:04 C*07:02 C*03:04 C*07:02 yes
C*07:02 C*08:01 C*07:02 C*08:01 yes
C*07:02 C*12:02 C*07:02 C*12:02 yes
C*07:02 C*12:03 C*07:02 C*12:03 yes
C*03:04 C*08:01 C*03:04 C*08:01 yes

C*01:02 C*03:04 C*01:02 C*03:04 yes
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28 C*07:02 C*12:02 C*07:02 C*12:02 yes

29 C*03:02 C*07:02 C*03:02 C*07:02 yes
30 C*01:02 C*03.03 C*01:02 C*03:03 yes
31 C*01:02 C*07:02 C*01:02 C*07:02 ye

32 C*01:02 C*07:02 C*01:02 C*07:02 es

Note: among HLA-C types, C*0303 does not exclude the possibility of C*0320N,
C*0401 does not exclude the possibility of C*0409N/0430, C¥0702 does not
exclude the possibility of C*0750, C*0801 does not exclude¢/the possibility of

Example 9: HLA-C genotyping by using Sanger sfquencing method
1. Sample DNA extraction
As described in Example 1, DNAs weofe exiracted by using KingFisher
Automatic Extraction Instrument from 260ut of 95 samples with known HLA
genotypes.
2. PCR amplification
The above DNAs, extracted/by using KingFisher Automatic Extraction
Instrument, were used as templatgh, and PCR amplification was carried out in single
tubes by using three pairs of PR primers C-F2/C-R2, C-F3/C-R3, C-F4/C-R4 (Table
3), respectively. The PCR prfcedure for each pair of primers was as followed:
C2: 96°C 2 min
95°C 30s 262°C s >72C 20s (35 cycles)

15C w

C3: 96C Jnin

95°C 30s/256C 30s 272°C 20s (35 cycles)
15C

C4:/ 96°C 2min
C 30s 260°C 30s >727C 20s (35 cycles)
15C
PCR reaction system of HLA~C was as followed:
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Promega Sxbuffer I (Mg2+ plus) 5.0 uL

dNTP Mixture (2.5 mM each) 2.0 uL

Primer mix (50 ng/uL) 3.0 uL

Promega Taq (5 U/ulL) 0.2 uL

DNA (about 20 ng/uL) 2.0 uL
ddH,0 ’ 12.8 pI/

total 25.0 ).L

PCR products were subjected to agarose gel electrophoresiy/ (Figure 9) before
purification.

3. Purification of PCR products

PCR products were purified by using Millipore pyfification plates. The main

steps were as followed. The wells to be used were mfhrked with a marker pen in the
96-well purification plate for PCR products, and 8 pl ultrapure water was added to
each of the wells to be used. The rest wells wghe sealed by sealing film. The plate
was stood for 15 min or was connected to a ¢fawing and filtering system (-10 pa) for
5 min. When the purification plate was tafen from the drawing and filtering system,
liquid in the discharge port at the bottoyfa of the purification plate was sipped up with
absorbent paper.

PCR products to be purified were centrifugated at 4000 rpm for 1 min; the cover
or silica gel pad for the PCR/products to be purified was removed, and 100 pl
ultrapure water was added tg/each PCR reaction system. Then, the purification plate,
to which the PCR producjf to be purified were added, was connected to the drawing
and filtering system, gfd the vacuum degree was adjusted to -10 pa as shown in
barometer. The drawing and filtering were continued until no liquid was left on the
microporous regeferatable cellulose film at the bottom of the purification plate, and
no reflection gffss of intact liquid surface was found when observing under light.

In the yells containing PCR products to be purified, 50 ul ultrapure water or TE
was added to the microporous regeneratable cellulose film; the purification plate was
vibratgd at room temperature in a trace vibrator for 5 min; and the whole liquids
confained in the corresponding wells were transferred to the corresponding wells of a

ew 96-well PCR plate.
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4. Performance of sequencing reaction and purification of products of the
sequencing reaction
The above purified PCR products were used as templates for sequepcing

reaction,

Conditions for sequencing reaction

96°C 2 min
96°C 10s > 55°C 5s > 60°C 2min (25 cycles)
15°C
The system for sequencing reaction was
Purified PCR products 1 py
primers (3.2 pmol/l) %L
2.5 *Bigdye /0.3 pL
5*Buffer 0.85 uL
water 1.85 puL
Total volume / 5uL

The products of the sequencing reactigh were purified by the following steps: the

sequencing reaction plate was balancedf and centrifugated at 3000 g for 1 min. In the
96-well plate, to each 5 pL reaction/system, 2pL 0.125 mol/L EDTA-Na2 solution,
33 pL 85% ethanol were added, And the plate was covered by a silica gel pad and
was sufficiently vibrated for 3/min. The plate was then centrifugated at 4°C, 3000 g
for 30 min. The sequencing plate was taken out after centrifugation, the silica gel
pad was removed, and th€ sequencing plate was placed downwardly onto absorbent
paper, and was then gfibjected to inverted centrifugation until the centrifugal force
reached 185g. To ghich well of the 96-well plate, 50 pl 70% ethanol was added. The

plate was coverghl with a silica gel pad, and vibrated for 1.5 min, and centrifugated

ell of the 96-well plate, 10 uL HI-DI formamide was added (alternatively,
well of a 384-well plate, 8 pL was added), and then the plate was covered by
ing film, and was centrifugated to 1000 rpm after vibrating for 5s.

5. Sequencing and result analysis
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Purified products of the sequencing reaction were subjected to capillary
electrophoresis sequencing in ABI 3730XL. The sequencing peaks were analyzed b
uType software (Invitrogen) to obtain HLA typing results (Figure 10). All the regflts
obtained by the above method were identical to the original known results, asghown
in Table 10.

Table 10: Comparison of the typing results obtained by the above fhethod with
the original .known typing results

Sample Original known HLA-C Results for HLA-C Identical

No. genotype obtained at this ti or not
1 C*08:01 C*15:05 C*08:01  C*}5:05 yes
2 C*01:02 C*07:02 C*01:02 07.02 yes
3 C*08:01 C*16:02 C*08:01 / C*16:02 yes
4 C*01:02 C*03:02 C*01:0 C*03:02 yes
5 C*01:02 C*02:02 C*Q)02  C*02:02 yes
6 C*01:02 C*15:02 01:02 C*15:02 - yes
7 C*01:02 C*03:04 C*01:02  C*03:04 yes
8 C*03:02 C*07:02 C*03:02  C*07:02 yes
9 C*06:02 C*1602 C*06:02 C*16:02 yes
10 C*01:02 C*#3:04 C*01:02  C*(03:04 yes
11 C*03:04 *07:02 C*03:04  C*07:02 yes
12 C*07:02 C*08:01 C*07:02  C*08:01 yes
13 C*01:0 C*15:02 C*01:02  C*15:02 yes
14 C*Qy02 C*03:04 C*01:02  C*03:04 yes
15 1:02 C*03:04 C*01:02  C*03:04 yes
16 C*07:02 C*#12:02 C*07:02  C*12:02 yes

C*04:01 C*08:01 C*04:01 C*08:01 yes
C*08:01 C*16:02 C*08:01 C*16:02 yes
C*14:02 C*15:02 C*14:02  C*15:02 yes
C*01:02 C*03:03 C*01:02  C*03:03 yes
C*03:03 C*08:01 C#*03:03  C*08:01 yes
C*03:04 C*07:02 C*03:04 C*07:02 yes
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23 C*07:02 C*08:01 C*07:.02  C*08:0! yes
24 C*07:02 C*12:02 C*07.02 C*12:02 yes
25 C*07:02 C*12:03 C*07:02 C*12:03 yes
26 C*01:02 C*07:02 C*01:02 C*(07:02 yes

Example 10: HLA-DQB1 genotyping by using the second generatigh sequencing
technique (Illumina Solexa)

94 blood samples with known HLA-SBT typing results fvere subjected to
HLA-DQBI1 genotyping, according to the methods as described/in Example 8, except
for the following items.

94 sets of PCR index primers were used to plify 94 DNA samples,
respectively, wherein each set of PCR index primers/Lonsisted of PCR primers for
amplification of Exon 2 or 3 of HLA-DQB1 (Tale 5) and a pair of bidirectional
primer indexes (as described above), each forwar@ PCR primer has the forward primer
index of a pair of primer indexes linked at the 8 end, and the reverse PCR primer has
the reverse primer index of a pair of primeyindexes linked at the 5’ end. During the
synthesis of primers, the primer indexes jere directly added to the 5’ end of the PCR
primers, wherein the primers were synthesized by Shanghai Invitrogen Co.

The 94 DNAs obtained in thy sample extraction step, were designated as No.
1-94. PCR reaction was carried/out in 96-well plates, Exons 2, 3 of DQB1 in each
sample was amplified in the/Same well. Two negative controls without adding any
template were set in each flate, and the primer indexes used in negative controls are
PI-95 and PI-96. During experimentation, the numbering information of the sample
corresponding to eac)f pair of primer indexes was recorded.

The primer ipfiexes used were the primer indexes PI-1 to PI-94 as listed in Table
6, and the follofing primer indexes P1-95 and PI1-96 (Table 11) for negative controls.

Table JA: Relevant information on the primer indexes used for negative controls

Negative
PI-9 CGACGTAGAGTC CAGTAGCACTAC H11 |
contro

control

Negative
I-66 | CACTGTATAGCT CGACTAGTACTA H12
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PCR procedure for HLA-DQB1 was as followed:
96°C 2min

95°C 30s>60°C 30s>72°C 20s (32 cycles)

15C w0

PCR reaction system for HLA-DQB1 was as followed:

Promega 5xbuffer I (Mg2+ plus) /0 ul
dNTP mixture (2.5 mM each) / 2.0 ul
PInf-Q-F2 (2 pmol/ul) 1.0 ul
PInf-Q-R2 (2 pmol/ul) 1.0ul
PInf-Q-F3 (2 pmol/ul) / 1.0ul
PInf-Q-R3 (2 pmol/ul) / 1.0 ul
Promega Taq (5U/ul) / 0.2 ul
DNA (about 20 ng/ul) / 5.0 ul
ddH,0 / 8.8 ul

Total / 25.0 ul

Wherein, PInf-Q-F2/3 represents/the F primer of HLA-DQB1 having the forward
primer index sequence No. n (TableA) at 5° end; PInf-Q-R 2/3 represents the R primer of
HLA-DQBI1 having the reverse grimer index sequence No. n at 5’ end (here n<96); and
the rest may be deduced simjfarly. Moreover, each sample corresponds to a specific set
of PCR primers.

PCR reaction was £arried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction, 2ul PZR products were subjected to 1.5% agarose gel electrophoresis.
Figure 11 showed the electrophoretic result of the PCR products of Exons 2+3 of
HLA-DQBI1 0§94 samples, and the DNA molecular marker was DL 2000 (Takara Co.).

Pogfing and purification of PCR products
ul of the rest PCR products was taken from each well of the 96-well plate
HIA-P-DQB1 (except for the negative control), and was mixed homogeneously in a 3

1 EP tube (designated as HLA-Q-Mix). 500ul DNA mixture from HLA-Q-Mix was
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subjected to column purification with Qiagen DNA. Purification kit (QIAGEN Co.)
(For the specific purification steps, please refer to the manufacturer’s instruction).
was determined by Nanodrop 8000 (Thermo Fisher Scientific Co.) that the 2#0ul
DNA obtained by purification has a HLA-Q-Mix DNA concentration of 48ng/wf.
Conditions for shearing were as followed:

Frequency sweeping

Duty Cycle 10%
Intensity 5 /

Cycles/Burst }60
Time (s) // 300

The reaction products were subjected to terminal pépairing reaction, and then

were recovered and purified by QIAquick PCR Purificgfion Kit, and were dissolved in
34ul EB (QIAGEN Elution Buffer).

The reaction products were further subjected to the addition of A at 3’ end, and
then were recovered and purified by MiniElu{f PCR Purification Kit (QIAGEN Co.),
GEN Elution Buffer).

reaction products were purified by Ampure

and were dissolved in 13 pl EB solution (

After ligation of library adapters, t
Beads (Beckman Coulter Genomics)/and were dissolved in 50 pl deionized water,
and the DNA concentration detepfined by Fluorescence quantitative PCR (QPCR)

was as followed:

/ result determined by qPCR (nM)
HLA-9/Mix 115.3

(Figure 12). After

concentration, ay/determined by Fluorescence quantitative PCR (QPCR), was 18.83
nM.

rification and recovery of the products from the gel, the DNA

Angysis of the results
e sequencing results from Illumina GA were a series of DNA sequences, and by
segfching the forward and reverse primer index sequences and primer sequences in the

equencing results, databases, comprising the sequencing results of the PCR products of

-61-




various exons of HLA-DQBI1 for each sample corresponding to respective primer
index were constructed. The sequencing results of each exon was aligned to
reference sequence (reference sequences were from http://www.ebi.ac.uk/imgt/hlajf of
the corresponding exon by BWA (Burrows-Wheeler Aligner), and consensus segfiences
of each database were constructed, and the sequence reads were selected and/corrected
based on the quality value of base sequencing, and difference between the sgduence reads
and consensus sequences. The corrected DNA sequences were ass bied into the
corresponding sequences of Exons 2, 3 of HLA-DQB1 on the pasis of sequence
overlapping and linkage (Paired-End linkage) relationship. The scpfen-capture of Figure
13 illustrates the procedure for comstruction of consensus gequence of Exon 2 of
HLA-DQBI site in Sample No.7.

The resultant DNA sequence for Exons 2, 3 of HLX-DQB1 was aligned with the
sequence database of the corresponding exon of HLA-JQB1 in IMGT HLA professional
database. If the result of sequence alignment shofred 100% match, the HLA-DQBI1
genotype of the corresponding sample was deternpined.

For all 94 samples, the typing resuljf obtained by the above method were
completely consistent with the original kfown typing results, wherein the results of

Samples No. 1-32 were shown in Table/12.

-62-




Table 12: The typing results of Samples No. 1-32

Sample Original known DQB1 Results for DQB1 obtained at | Identighl

No. genotype this time 0}/0t‘
1 DQB1*02:02 | DQB1#03:01 | DQB1¥02:02 | DQB1%03:01 / yes
2 DQB1*02:02 | DQB1*04:01 | DQB1*02:02 | DQB1%04:01 / yes
3 DQB1%05:02 | DQB1%02:02 [ DQB1*05:02 DQBl*ozy yes
4 DQB1#02:02 | DQB1#06:03 | DQB1*02:02 | DQB1*(4:03 yes
5 DQB1#03:03 | DQB1%04:02 | DQB1*03:03 DQB}&04:02 yes
6 DQB1*05:02 | DQB1%03:17 | DQB1*05:02 | DEB1%03:17 yes
7 DQB1#03:03 | DQB1¥06:02 | DQB1*03:03 /5@31*06:02 yes
8 DQB1*¥05:03 | DQB1%04:02 DQB1*05:Oy DQB1*04:02 yes
9 DQB1#04:02 | DQBI1*06:01 DQB1*047°62 DQB1%06:01 yes
10 DQB1#05:01 | DQB1%¥06:10 DQBl*/fS:Ol DQB1*06:10 yes
11 DQRB1#03:01 | DQB1%03:03 Dny*oszoz DQB1*03:03 yes
12 | DQB1#05:01 | DQB1*05:01 96}31*05:01 DQB1*05:01 yes
13 DQB1#02:02 DQB1*04:02//DQB1*02:02 DQB1*04:02 yes
14 | DQB1*05:02 DQBl*ozzy DQB1*05:02 | DQB1*02:01 yes
15 DQB1*02:01 | DQB1*0#:02 | DQB1*02:01 | DQB1*06:02 yes
16 DQB1%03:03 DQB)/04:01 DQB1*03:03 | DQB1*04:01 yes
17 | DQB1#05:01 D}ym*os:oz DQB1*05:01 | DQB1%*03:02 yes
18 | DQB1%03:03 | AQB1*06:01 | DQB1*03:03 | DQB1*06:01 yes
19 DQB1*03:0y‘/§QB1*06:10 DQB1%03:03 | DQB1%06:10 yes
20 DQBl*OySs DQB1*04:01 | DQB1*05:03 | DQB1%04:01 yes
21 DQB1}65:02 DQB1*04:01 | DQB1*05:02 | DQB1%04:01 yes
22 DQ/M*03:01 DQB1*03:03 | DQB1*03:01 | DQB1%*03:03 yes
23 9QB1*05:02 DQB1*05:03 | DQB1*05:02 | DQB1#05:03 yes
24 //DQBI*OS:OZ DQB1%*03:02 | DQB1*05:02 | DQB1#03:02 yes
25/ DQB1*03:03 | DQB1*06:01 | DQB1*03:03 [ DQB1*06:01 yes

/6 DQB1*05:02 | DQB1*06:09 | DQB1*05:02 [ DQB1*06:09 yes
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27 DQB1%02:02 | DQB1*06:02 | DQB1%¥02:02 | DQB1%*06:02 yes /

28 DQB1*05:02 | DQB1*¥03:01 | DQB1*05:02 | DQB1*03:01 yes/

29 DQB1*¥02:01 | DQB1*03:01 | DQB1*02:01 | DQB1%03:01 %

30 DQB1*06:03 | DQB1*¥06:09 | DQB1*06:03 | DQB1*06:09 /yes

31 DQB1*05:02 | DQB1*02:02 | DQB1*05:02 DQBI*OZ:OZ// yes

32 DQB1*05:01 | DQB1*06:01 | DQB1%*05:01 DQB1*06:y yes
Example 11: HLA-DQB1 genotyping by using Sanger sequenfing method

1. Sample DNA extraction

As described in Example 1, DNAs were extract

by using KingFisher

Automatic Extraction Instrument from 20 out of 94 ASamples with known HLA

genotypes.

2. PCR amplification
The above DNAs, extracted by using

ingFisher Automatic Extraction

Instrument, were used as templates, and PCR/amplification was carried out in single

tubes by using two pairs of PCR primers

-F2 and Q-R2, Q-F3 and Q-R3) as listed

in Table 5, respectively. The PCR procegdure for each pair of primers was as followed:

96°C 2min
95°C 30s2>56°C 30s>72C
15C

PCR reaction system fo

LA-Q was as followed:

Promeg}/§ xbuffer I (Mg2+ plus) 5.0 uL

dN?‘ Mixture (2.5 mM each) 2.0 uL

rimer mixture (25 ng/pL) 3.0 pL

Promega Taq (5§ U/uL) 0.2 uL

/ DNA (about 20 ng/pL) 2.0 uL
/ ddH20 12.8 uL
{ total 25.0 pL

3. Purification of PCR products
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The method and steps were the same as those described in Example 9.

4. Performance of sequencing reaction and purification of products of t

sequencing reaction

The method and steps were the same as those described in Example 9.

5. Sequencing and result analysis

Purified products of the sequencing reaction were subjected/to capillary

electrophoresis sequencing in ABI 3730XL. The sequencing peaks

re analyzed by

uType software (Invitrogen) to obtain HLA typing results (FigureA5). All the results

obtained by the above method were identical to the original k

in Table 13.

Table 13: Comparison of the typing results obtaine

the original known typing results

n results, as shown

y the above method with

Sample Resulty/for DQB1 obtained at | Identical
No. Original known DQB1 genotype / this time or not
1 DQB1*02:02 | DQB1*03:01 PQB1*02:O2 DQB1*03:01 yes
2 DQB1*02:02 | DQBI *04:01//DQB 1*¥02:02 | DQB1*04:01 yes
3 DQB1*05:02 DQBI*OZ?Z DQB1*05:02 | DQB1#*02:02 yes
4 DQB1%02:02 | DQB1*0£:03 | DQB1%02:02 { DQBI1*06:03 yes
5 DQB1#03:03 DQB')104:02 DQB1*03:03 | DQB1*04:02 | yes
6 DQB1*05:02 D}}ﬁl*03:17 DQB1*05:02 | DQB1*03:17 yes
7 DQB1*03:03 QB1*06:02 | DQB1*03:03 | DQB1*06:02 yes
8 DQBI*OS'OB/Z];QBI*M:OZ DQB1#*05:03 | DQB1*04:02 yes
9 DQB1*04)& DQB1*06:01 | DQB1*04:02 | DQB1*06:01 yes
10 DQBI1* DQB1*06:10 | DQB1*05:01 § DQBI1*06:10 yes
11 DQBA*03:01 | DQB1*03:03 | DQB1*03:01 | DQB1*03:03 yes
12 D/JBI*OS:OI DQBI1*05:01 | DQB1*05:01 | DQB1*05:01 yes
13 QB1*02:02 | DQB1*04:02 | DQB1%02:02 | DQB1*04:02 yes
14 DQB1#05:02 | DQB1*02:01 | DQB1*05:02 | DQB1*02:01 yes
y DQB1*¥02:01 | DQB1%06:02 | DQB1*02:01 | DQB1*06:02 yes
/16 DQB1*03:03 | DQB1#04:01 | DQB1*03;03 | DQB1*04:01 yes
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17 DQB1#05:01 | DQB1%#03:02 | DQB1*05:01 | DQB1%03:02 yes y
18 DQB1%03:03 | DQB1*06:01 | DQB1*03:03 | DQB1*06:01 yey
19 DQB1#03:03 | DQB1*06:10 | DQB1*03:03 | DQB1*06:10 )és
20 DQB1*05:03 | DQB1*04:01 | DQB1*05:03 | DQB1*04:01 yes
Example 12: Genotyping of Exons 2, 3, 4 of HLA-A/B/C and Jxons 2, 3 of
HLA-DQBI1 in 950 samples
In the present example, Exons 2, 3, 4 of HLA-A/B/C and Exong/2, 3 of HLA-DQBI1

in 950 samples were genotyped by using the combination of frimer indexes, DNA
incomplete shearing strategy, library indexes, PCR-Free ljbraries preparation, and
[llumia GA Paired-End 100 sequencing technique (PCK products having a length
ranging from 300bp to 500bp), demonstrating that the pfethod of the present invention
could accomplish the genotyping of gene fragments gf a length exceeding the maximum
read length of sequencer, and also demonstratigg that the present invention could
accomplish HLA genotyping with low cost, hjfh throughput, high accuracy and high
resolution.

were divided into 10 groups; for samples of
each group, primer indexes were introguced to the two termini of the PCR products of
Exons 2, 3, 4 of HLA-A/B/C and Bkons 2, 3 of HLA-DQBI1 by PCR reaction so as to

specifically label the sample inffrmation of the PCR products. The products of PCR

Principle: the samples to be analyz

amplification of four sites (H/A-A/B/C/DQBI) in each group of samples were mixed
together to obtain a library/ of PCR products; after incomplete ultrasonic shearing of
the libraries of PCR/ products, indexed PCR-free sequencing libraries were
constructed (whereir/for the PCR product library of each sample group, a different
adapter was usedf thereby constructing 10 indexed sequencing libraries). The 10
indexed sequegling libraries were pooled together at an equal mole to construct a

mixed index/sequencing library. The mixed index sequencing library was subjected to
2% low

rangi

elting point agarose gel electrophoresis, and all the DNA bands of a length
from 450bp to 750bp were recovered and purified by gel slicing. The
recgvered DNA was sequenced by the Illumina GA PE-100 method. The sequence

jAformation of all the tested samples can be traced by primer index sequences and
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library index sequences, and the sequence of the whole PCR product can be

assembled on the basis of the known reference sequences and the overlapping agd

corresponding  exons of  HLA-A/B/C/DQBI, thereby  accgmplishing
HLA-A/B/C/DQBI1 genotyping.

1. Sample extraction

DNAs were extracted from 950 blood samples with kngfvn HLA-SBT typing
results (China Marrow Donor Program cited hereafter As (CMDP)) by using
KingFisher Automatic Extraction Instrument (US Thermg/Co.). The process was the
same as that described in Example 1.

2. PCR amplification

The 950 DNAs obtained from the sample expfaction step were designated as No.
1-950, and were divided into 10 groups (9/DNAs for each group), which were
designated as HLA-1, HLA-2, HLA-3, A-4, HLA-5, HLA-6, HLA-7, HLA-8,
HLA-9, HLA-10. For each group of sampgles, 95 DNA samples were amplified by 95
sets of PCR primers carrying bidirectjfnal primer indexes (Table 6) for amplification
of Exons 2, 3, 4 of HLA-A/B (Tabj£ 2), for amplification of Exons 2, 3, 4 of HLA-C
(Table 4), and for amplification #f Exons 2, 3 of HLA-DQB1 (Table 5), respectively.
PCR reaction took place in Y6-well plates, using 100 plates in total, designated as
HLA-X-P-A2, HLA-X-§-A3, HLA-X-P-A4, HLA-X-P-B2, HLA-X-P-B3,
HLA-X-P-B4, HLA-X-P-C2, HLA-X-P-C3, HLA-X-P-C4 and HLA-X-P-DQB1 (“X”
represents the inforfhation of the group number 1/2/3/4/5/6/7/8/9/106, “A2/3/4”,
“B2/3/4”, “C2/3/4/, “DQB1” represent the amplification sites), wherein a negative

control withouj/adding any template was set in each plate, and the primers used for

the negative£ontrol were primers labeled by PI-1 (Table 6). During experimentation,




Correspon Corresponding
Correspon
primer ding template (¢froup
ding
index [forward primer index|reverse primer index | position n+1, whetein 1<
template
No. in 96-well n<iQ) n was an
(Group 1)
plate inffger)
PI-i [TCGCAGACATCA [TGACACGATGCT |Al 1 /{+95*n
PI-2 |TACATCGCACTA |[TACAGATGCTGA |A2 2 / 2105%n

those described in Example 2. The PCR primers Jor amplification of the
corresponding exons of HLA-A/B were shown in Tab)f 2, and the PCR primers for
amplification of the corresponding exons of HLA-C yfere shown in Table 4.

PCR procedure for HLA-DQB1 was as folloyed.

96°C 2min

95°C 30s>55°C 30s>72°C 20s (32cyc)fs)

15C

Multiple PCR reaction system r HLA-DQBI (amplification of Exons 2, 3
simultaneously) is the same as the ghe described in Example 10, and the PCR primers

for amplification of the correspgfiding exons of HLA-DQB1 were as shown in Table

Wherein, Pl+A/B/CFasu and Pl-Q-F2/F3 represent the F primers of
HLA-A/B/C/DQB1 havigg the forward primer index sequence No. n (Table 6) at 5’ end,
Pln-A/B/C-Ryp34 and/ Pl,-Q-R2/R3 represent the R primers of HLA-A/B/C/DQBI1
having the reversefrimer index sequence No. n at 5” end (here n<95), and the rest may
be deduced simpflarly. Moreover, each sample corresponds to a specific set of PCR
primers (PI, /C-Fassa, PInr-A/B/C-Rasa, Plas-Q-F2/F3, Pl-Q-R2/R3).

PCRAeaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR rgfaction, 3ul PCR products were subjected to 2% agarose gel electrophoresis.
Figyre 16 showed the electrophoretic result of the PCR products of the corresponding

ons of HLA-A/B/C/DQB1 of Sample No. 1, and the DNA molecular marker was DL
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2000 (Takara Co.). There were a series of single bands of a length ranging from 300 bp
to 500 bp in the electrophorogram, indicating successful PCR amplification of exons (
A3, A4, B2, B3, B4, C2, C3, C4, DRB1) of HLA-A/B/C/DQB1 of Sample No.1.

was no amplification band in negative control (N). The results of other samplfs were

€rc

similar.

3. Pooling and purification of PCR products

For samples of Group X (“X” is 1/2/3/4/5/6/7/8/9/10), 20 nl gt the rest PCR
products was taken from each well of the 96-well plate HLA-X-PA2 (except for the
negative control), and was mixed homogeneously under shakifg in a 3 ml EP tube
(designated as HLA-X-A2-Mix). The same operation was/applied to the other 9
96-well plates of the samples of Group X, desigghated as HLA-X-A3-Mix,
HLA-X-A4-Mix, HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-BA4-Mix,
HLA-X-C2-Mix, HLA-X-C3-Mix, HLA-X-C4-Mix/and HLA-X-DQB1-Mix. 200ul
was taken from each of HLA-X-A2-Mix, ALA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, HLA-X-B3-Mix, A-X-B4-Mix, HLA-X-C2-Mix,
HLA-X-C3-Mix, HLA-X-C4-Mix, and HLA~X-DQB1-Mix, and was mixed in a 3ml
EP tube, designated as HLA-X-Mix. 5#0ul DNA mixture from HLA-X-Mix was
subjected to column purification witly/Qiagen DNA Purification kit (QIAGEN Co.)
(For the specific purification steps/please refer to the manufacturer’s instruction) to
obtain 200ul purified DNA, of Avhich the DNA concentration were determined by

HLA- - | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA-10
1-Mix 3Mix | 4Mix | 5Mix | 6Mix | 7-Mix | 8Mix | %Mix | -Mix
Cone. 57 523 1561 (572 505 557 (542 |586 |539 |548

onstruction of Illumina GA sequencing libraries
As described in Example 4, a total amount of Sug DNA, taken from the purified

A-X-Mix, was subjected to DNA shearing, purification after shearing, terminal
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repairing reaction, addition of A at 3° end, and ligation of Illumina GA PCR-Free
library adapter.

The corresponding relationship between the sample groups and library adapfers
was as followed.
Sample | HLA-1 | HTA2 | BLA3 | HLA4 | HLAS | HLA6 | HLA7 | HLAS | HLAY/| HLA-10
group
No.
Library | 1 2 3 4 5 6 7 8 9 10

adapter
No.

HLA- | HLA- | HLA- | HLA-
I-Mix | 2Mix | 3-Mix | 4Mix

Conc/nM | 86.60 | 7821 | 54.56 | 8735

6. Recovery by gel slicing

HLA-1-Mix, HLA-2-Mix,
HLA-7-Mix, HLA-8-Mix, H
{final concentration w
HLA-Mix-10 was subj
electrophoretic condjfion was 100V, 100min. DNA marker was the 50bp DNA marker
from NEB Co.. The gel containing the DNA fragments ranging from 450 to 750bp

LA-3-Mix, HLA-4-Mix, HLA-5-Mix, HLA-6-Mix,
-9-Mix and HLA-10-Mix were mixed at an equal mole
70.86nM/ul), designated as HLA-Mix-10. 30pL

ed to 2% low melting point agarose gel electrophoresis. The

5. Illumina GA sequencing and result analysis
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Sequencing and result analysis were carried out according to the methods as
described in Examples 5 and 6.

Databases, comprising the sequencing results of the PCR products of vaplous
exons of HLA-A/B/C/DQB1 for each sample corresponding to respective/fprimer
index were constructed. The resultant DNA sequence was aligned with thy/ sequence
database of the corresponding exon of HLA-A/B/C/DQB1 in IMGT HLA/professional
If the showed 100§ the
HLA-A/B/C/DQB1 genotype of the corresponding sample was detepmined. Please refer

database. result of sequence alignment match,

to the screen-capture of the program for construction of consensusgequence of Exon 2 of

HLA-C site in Sample No.1, as illustrated in Figure 18. For al]/A50 samples, the typing

No. Original known HLA-A/BAC/DQBI type
1 A*02: A*03: B*07: B*46: C*0 C*07: DQBI1*03 DQBI1*06
07 01 02 01 0 02 :03 :02
C*07: DQB1*03 DQB1*04
02 :03 :01
C*03: DQBI1*03 DQBI1*06
04 :02 :01
C*¥14: DQBI1*03 DQB1*03
02 :03 :03
C*04: DQB1*03 DQB1*06
01 :02 :02
C*05: DQBI1*03 DQB1*06
01 :01 :02
C*07: DQB1*02 DQBI1*06
02 :02 :01
C*01: DQB1*05 DQB1*03
02 :02 :03




10

11

12

13

A*01:

01

A*02:

07

A*02:

06

A*¥24:

02

A¥11:

A*33:

03

A*11:

01

01

A*31:

01

A*33:

B*49:

01

B*46:

01

B*13:

02

B*35:

01

B*46:

B*58:

01

B*48:

01

B*15:

02

B*51:

01

B*46:

C*03:

02

C*01:

03

C*06:

02

C*03:

03

C#*01:

C*07:

0t

C*08:

01

C*08:

01

C*14:

02

C*01:

DQB1*06
:04
DQB1*05
:03
DQB1*03
:01

QB1*03
:02
DQBI1*05
:02
DQB1*03
:01
DQB1*03
:01
DQB1*03
:03
DQB1*03
:03
DQB1*02
:01
DQB1*06
:02
DQB1*04
:02
DQB1*03

DQB1*06
:09

DQB1*06
:01
DQB1*03
:03
DQB1*03
:03
DQB1*06
:01
DQB1*03
:03
DQB1*06
:02
DQB1*06
:02
DQB1*03
:02
DQB1*06
:03
DQB1*06
:02
DQB1*06

~F



23

24

25

26

27

28

29

30

31

32

01
A¥26:
01
A*02:
01
A¥02:
01
A*02:
03
A*02:
07
A*24:
02
A*31:
01
A*02:
06
A*02:
06
A*03:
01

03
A*33;
03
A*11:
01
A*32:
01
A*02:
07
A*02:
07

01

03

01

03

01
B*15:
01
B*13:
01
B*40:
01
B*40:
01
B*46:

02

03
B*58:
01
B*55:
02
B*52:
01
B*46:
01
B*46:

02
C*03:
02
C*01:
06
C*03:
04
C*01:
02
C*01:

02

03

C*08:

01

C*03:
04
C*12:

02

C*07:

02

C*Of.

02

:01
DQB1*02
01

DQB1*03
:01

DQB1*03
:03
DQB1*02
:02
DQB1*04
:01
DQB1*03
:01
DQBI1*05
:01
DQB1*02
:02

:04
DQB1*0

DQB1*06
:01
DQB1*06
:01
DQB1*06
:01
DQB1*06
:01
DQB1*06
:09
DQB1*03
:01
DQB1*06
:01
DQBI*03
:01

A-A/B/C/DQBI1 type determined by the method of the invention
DQB1*03 DQB1*06

A*03:
01
A*31:
01

B*07:
02
B#*15:
11

B*46:
01
B*38:
02

C*01:
02
C*03:
03
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C*07:
02
C*07:
02

:03

:02

DQB1*03 DQB1*04

:03

:01




A*02:

07

A*24.

02

A*31:

01

A*02:

07

A*02:

A*24:

02

A*33:

03

A*31:

01

A*03:

01

A*30:

B*13:

01

B*40:

01

B*15:

01

B*44:
02
B*07:

B*46:

01

B*51:

01

B*35:

01

B*46:

01

B*13:

C*01:

02

C*01:

02

C*04:

01

C*01:

02

C*06:

C*03:

04

C*14.

02

C*04:

01

C*05:

01

C*07:

DQB1*03
:02
DQB1*03
:03
DQB1*03
:02

QB1*02
:02
DQBI*05
:02
DQB1*06
:04
DQB1*05
:03
DQB1*03
:01
DQB1*03
:03
DQB1*03
:02
DQB1*05
:02
DQB1*03
:01
DQB1*03

DQB1*06
:01
DQBLY03

QB1*06
:02
DQB1*06
:02
DQB1*06
:01
DQB1*03
:03
DQB1*06
:09
DQB1*03
:02
DQB1*03
:01
DQB1*06
:01
DQB1*03
:03
DQB1*03
:03
DQB1*06
:01
DQB1*03



17

18

19

20

01

A¥24:

02

A*24:

02

A*11:

01

A*24:

02

A%24:

02

A%24:

02

A*33:

03

A*30:

02

B*40:

01

B*40:

01

B*40:

02

B*13:

27

B#*46:

01

B*46:

01

B#58:

01

C*01:

02

C*01:

02

C*03:

02

C*03:

01

C*03:

04

C*03:

04

C*03:

04

C*06:

:01
DQB1*03
:03
DQB1*03
:03

:02
DQB1*04
:02
DQB1%*03
:01
DQB1*02
:01
DQB1*03
:01
DQB1*05
:02
DQB1*03
:02
DQB1*03
:03
DQBI1*02
:02
DQB1*04
:01

:03
DQB1*¢

DQB1*03
:02
DQB1*06
:03
DQB1*06
:02
DQB1*06
:04
DQB1*03
:01
DQB1*03
:03
DQB1*06
:01
DQB1*06
:01
DQB1*06
:01
DQB1*06
:01
DQBI1*06
:09



30 A*02: A*03: B*27: B*40: C*02: C*03: DQB1¥03 DQBI1*03

06 01 05 02 02 04 :01 :01

31 A*02: A*33: B*15: B*58: C*03: C*08: DQBI1*05 DQBJ/06
06 03 02 01 02 01 :01 0

32 A%03: A*30: B*13: B*51: C*06: C*15: DQBI1*02 AHQB1*03
01 01 02 01 02 02 :02 01

Notice: In case that the sequences of Exons 2, 3, 4 of ALA-A/B/C were
completely identical, a common type was selected.

950 samples with known HLA-SBT typing results were #ubjected to genotyping
of HLA-A/B/C/DQBI sites by the technical strategy of the/present invention, and the
results showed that the typing results obtained by the teghnical strategy of the present

invention were completely consistent with the origingl known results.

Although the embodiments of the present ivention have been already described
in detail, a person skilled in the art would #nderstand that based on all the teaching
as disclosed, various modification and sybstitution may be made to the embodiments
without departing from the spirit ang/scope of the present invention. The scope of

the present invention is defined by/he claims appended and any equivalent thereof.
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Claims

I. A method for determining the nucleotide sequence of a nucleic acid of interesf/in a
sample, comprising:

1) providing n samples, wherein n is an integer of > 1, the samples arefreferably
from mammalian, more preferably human, particularly are human Wfood sample;

optionally, the n samples to be analyzed are divided into m groups/m is an integer

and n>m21;

2) amplifying: a pair or multiple pairs of index primers arefised for each sample,
when there are templates from the sample, PCR amplificgfion is performed under
conditions suitable for amplifying the nucleic acid of ingfrest, wherein each pair of
index primers consist of a forward index primer and g/reverse index primer (both of
which may be degenerate primers) comprising prifier indexes, wherein the primer
indexes comprised in the forward index primeyfand reverse index primer may be
identical or different: the primer indexes ip/the pairs of index primers used for
different samples are different;

3) pooling: when n>1, pooling PCR gfoducts from each of the samples together:
4) shearing: subjecting the amplified products to incomplete shearing, and
purifying and recovering;

5) sequencing: subjecting thf recovered DNA mixture to sequencing by using the
second generation sequencifg technique, preferably, Paired-End technique (for
example, lllumina GA, IllyMmina Hiseq 2000), to obtain sequences of the sheared DNA;
and

6) assembling: cghresponding the obtained sequencing data to samples one by one
based on the uniqye primer index for each sample, aligning each sequence read to the
sequence corresponding to the PCR products by using alignment

as Blast, BWA program), assembling a complete sequence of the

2. A method of claim 1, wherein each pair of primer indexes and a pair of PCR
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primers form a pair of index primers, wherein forward and reverse PCR primers have
a forward primer index and a reverse primer index at 5> end (or optionally linked by,

linker sequence), respectively.

3. A method of claim 1 or 2, wherein said PCR primers are PCR pfimers for
amplification of HLA gene, particularly PCR primers for amplification/6f HLA-A/B
gene, preferably PCR primers for amplification of Exons 2, 3 and 4 of HLA-A/B and
Exon 2 of HLA-DRBI, preferably PCR primers for amplification gf Exons 2, 3 and 4
of HLA-A/B as shown in Table 1 or Table 2, or preferapfly PCR primers for
amplification of Exon 2 of HLA-DRB1 as shown in Table 7.

4. A method of claim 1 or 2, wherein said PCR frimers are PCR primers for
amplification of HLA gene, particularly PCR primfrs for amplification of HLA-C
gene, preferably PCR primers for amplification Af Exons 2, 3 and/or 4 of HLA-C;

preferably, said PCR primers are as shown in Téble 3 or Table 4.

5. A method of claim 1 or 2, whepfin said PCR primers are PCR primers for
amplification of HLA gene, partjfularly PCR primers for amplification of
HLA-DQB1 gene, preferably PCE/ primers for amplification of Exon 2 and/3 of
HLA-DQBI1 gene; preferably, sajl PCR primers are as shown in Table 5.

6. A method of claity/ 1, wherein said primer indexes are designed for PCR
primers, preferably for ACR primers for amplification of a specific gene of HLA,
more preferably for PCR primers for amplification of Exons 2, 3 and 4 of HLA-A/B
and Exon 2 of HLX-DRBJ1, particularly for PCR primers as shown in Table 1, Table 2
or Table 7; saig/primer indexes particularly comprise at least 10, or at least 20, or at
least 30, or f least 40, or at least 50, or at least 60, or at least 70, or at least 80, or at
least 90, gh 95 pairs of the 95 pairs of primer indexes as shown in Table 6 (or the set
of prigffer indexes consisting of 10-95 pairs (for example, 10-95 pairs, 20-95 pairs,
30-95 pairs, 40-95 pairs, 50-95 pairs, 60-95 pairs, 70-95 pairs, 80-95 pairs, 90-95

118, or 95 pairs) of the 95 pairs of primer indexes as shown in Table 6); and
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the set of index primers preferably comprises at least PI-1 to PI-10, or PI-11 to
P1-20, or PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60,
Pi-61 to PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of the 95 fairs

include enzymatic digestion, and the physical shearing methods/include ultrasonic

shearing methods or mechanical shearing methods.

8. A method of claim 1, wherein after said DNA shfaring, all the DNA bands
between the maximum read length of the sequencer/nd the applicable maximum
DNA length of the sequencer are purified and recgered, wherein said purification
and recovery methods include, but are not limiteg/to, recovery by electrophoresis and
gel slicing, and recovery by magnetic beads.

9. A method of claim 1, comprising/in addition to steps 1) to 4) of claim 1, the

following steps:

5) constructing a library: congiructing a PCR-free sequencing library by using
the library of the sheared PCR froducts, wherein different library adapters may be
added to distinguish differept PCR-Free sequencing libraries, all the DNA bands
between the maximum refd length of the sequencer and the applicable maximum
DNA length of the seguencer, preferably DNA fragments of 450 to 750 bp, are
purified and recover

6) sequencing’ subjecting the recovered DNA mixture to sequencing by using the
second generaffon sequencing technique, preferably Paired-End technique (for

example, Illymina GA, Illumina Hiseq 2000), obtaining the sequences of the sheared

ssembling: corresponding the obtained sequencing data to the samples one by
onepased on different library adapter sequences of the libraries and the unique primer

ex for each sample, aligning each sequence read to the DNA reference sequence
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corresponding to the PCR products by using alignment program (such as Blast, BWA
program), assembling a complete sequence of the nucleic acid of interest from t
sequences of the sheared DNA based on sequence overlapping and lin)age

relationship.

10. Use of a method of any one of claims 1 to 9 in HLA typing, chgfacterized by
comprising: sequencing a sample (particularly blood sample) from @patient by the
method of any one of claims 1 to 7, and aligning the sequencing regfilts with sequence
data of Exons of HLA, preferably, Exons 2, 3, 4 of HLA-A/B, P&ons 2, 3 and/or 4 of
HLA-C, Exon 2 and/or 3 of HLA-DQB1 gene and/or Exon 2/of HLA-DRBI in HLA
database (such as IMGT HLA professional database);/wherein if the result of
sequence alignment shows 100% match, the HLA ggfiotype of the corresponding

sample is determined.

11. A set of primer indexes, comprising ayfleast 10, or at least 20, or at least 30,
or at least 40, or at least 50, or at least 60, ¢f at least 70, or at least 80, or at least 90,
or 95 pairs of the 95 pairs of primer index£s as shown in Table 6 (or said set of primer
indexes consisting of 10-95 pairs (for #xample, 10-95 pairs, 20-95 pairs, 30-95 pairs,
40-95 pairs, S0-95 pairs, 60-95 pairgl 70-95 pairs, 80-95 pairs, 90-95 pairs, or 95 pairs)
of the 95 pairs of primer indexesAs shown in Table 6), and

said set of index primers/freferably comprises at least PI-1 to PI-10, or PI-11 to
PI-20, or PI-21 to PI-30, of PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or
PI-61 to PI-70, or PI-71 Ao PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of the 95 pairs

of primer indexes as ghiown in Table 6, or combinations of any two or more of them.

12. The usgfof the set of primer indexes of claim 11 in PCR sequencing methods,

wherein in pArticular, each pair of primer indexes and a pair of PCR primers for

amplificatfon of a sequence of interest to be tested form a pair of index primers,




13. The use of claim 12, wherein said PCR primers are PCR primers for
amplification of a specific gene of HLA, preferably PCR primers for amplification #f
Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI, preferably PCR prifhers
for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Talfe 2, or
preferably PCR primers for amplification of Exon 2 of HLA-DRBI1 as show# in Table
7; or preferably PCR primers for amplification of Exons 2, 3 and/or £ of HLA-C,
preferably said PCR primers are as shown in Table 3 or Table 4; orfpreferably PCR
primers for amplification of Exon 2 and/or 3 of HLA-DQBI1, pyferably said PCR

primers are as shown in Table 5.

14. A set of index primers comprising the set of primef indexes of claim 11 and a
pair of PCR primers for amplification of a sequence of Aterest to be tested, wherein a
pair of index primers comprises a pair of primer ing€xes and a pair of PCR primers,
the forward and reverse PCR primer have a forwgd and a reverse primer index at 5°

end (or optionally linked by a linker sequence)/frespectively.

15. The index primers of claim 14, wjferein said PCR primers are PCR primers for
amplification of a specific gene of HLA, preferably PCR primers for amplification of
Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI1, preferably PCR primers
for amplification of Exons 2, 3 gAd 4 of HLA-A/B as shown in Table 1 or Table 2, or
preferably PCR primers for apfplification of Exon 2 of HLA-DRB1 as shown in Table
7; preferably PCR primerf for amplification of Exons 2, 3 and/or 4 of HLA-C,
preferably said PCR prifhers are as shown in Table 3 or Table 4; or preferably PCR
primers for amplificgfion of Exon 2 and/or 3 of HLA-DQBI1, preferably said PCR

primers are as shoyn in Table 5.
16. Use ¢f the index primers of claim 14 in PCR sequencing methods.
17 /A HLA typing method, comprising:

providing n samples, wherein n is an integer of >1, the sample is preferably

fpm mammalian, more preferably human, particularly human blood sample;
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2) dividing n samples to be analyzed into m groups, m is an integer and n>m>1;
3) amplifying: a pair of index primers is used for each sample, when there

templates from the sample, PCR amplification is performed under conditions suifable

comprised in the forward index primer and reverse index primer may'be identical or
different: the primer indexes in the pairs of index primers used fof different samples
are different;

4) pooling: pooling PCR amplified products from each of the samples together to
obtain PCR product libraries; :

5) shearing: subjecting the resultant PCR product lijfraries to incomplete shearing;
6) constructing libraries: constructing PCR-fref sequencing libraries from the
library of the sheared PCR products with library’ adapter index technique, wherein
different library adapters may be added to distfhguish different PCR-Free sequencing
libraries, all the DNA bands between the

the applicable maximum DNA length of tfe sequencer, particularly DNA fragments of

ximum read length of the sequencer and

450 to 750 bp, are recovered;
7) sequencing: subjecting the rgEovered DNA mixture to sequencing by using the
second generation sequencing/technique, preferably Paired-End technique (for
example, [llumina GA, Illumjfia Hiseq 2000), obtaining the sequences of the sheared
DNAs;
8) assembling: corrgSponding the obtained sequencing results to the samples one
by one based on diffrent library adapter sequences of the libraries and the unique
primer index for fach sample, aligning each sequence read to the DNA reference
sequence corregponding to the PCR products by using alignment program (such as
Blast, BWA frogram), assembling a complete sequence of the nucleic acid of interest
from the gequences of the sheared DNA based on sequence overlapping and linkage
relatiopfship; and
) typing: aligning the sequencing results with sequence data of Exons of HLA,
eferably, Exons 2, 3, 4 of HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or
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3 of HLA-DQB1 gene and/or Exon 2 of HLA-DRBI in HLA database (such as IMGT
HLA professional database), wherein if the result of sequence alignment shows 100%s

match, the HLA genotype of the corresponding sample is determined.

18. A method of claim 17, wherein a pair of index primers comprisef a pair of
primer indexes and a pair of PCR primers, the forward and reverse PCR grimer have a
forward and a reverse primer index at 5 end (or optionally linjed by a linker

sequence), respectively.

19. A method of claim 17, wherein said PCR primey§ are PCR primers for
amplification of a specific gene of HLA, preferably PCR gfrimers for amplification of
Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRB1, preferably PCR primers
for amplification of Exons 2, 3 and 4 of HLA-A/B ag shown in Table 1 or Table 2, or
preferably PCR primers for amplification of Exon/2 of HLA-DRBI as shown in Table
7; preferably PCR primers for amplification/of Exons 2, 3 and/or 4 of HLA-C,
preferably said PCR primers are as shown i Table 3 or Table 4; or preferably PCR
primers for amplification of Exon 2 angfor 3 of HLA-DQBI1, preferably said PCR

primers are as shown in Table 5.
20. A method of claim 17, wMerein said primer indexes are as shown in claim 6.

21. A method of claim £7, wherein said DNA shearing includes chemical shearing
methods and physical ghearing methods, wherein the chemical shearing methods
include enzymatic djfestion, and the physical shearing methods include ultrasonic

shearing methods gf mechanical shearing methods.

22. A yfthod of claim 17, wherein said purification and recovery methods
include, bt are not limited to, recovery by electrophoresis and gel slicing, and

recoveyf by magnetic beads.

23. A method of claim 17, wherein the construction of PCR-free sequencing
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libraries from the libraries of the sheared PCR products with library adapter indexing
technique comprises, adding m library adapters to the m PCR product librari

obtained in 2), wherein each PCR product library uses a different library adagter,
thereby constructing m adapter indexed sequencing libraries; m adapter jidexed
sequencing libraries are pooled together at equal mole to construct a phixture of
adapter indexed sequencing libraries, wherein the method for linking libfary adapters

refers to direct linkage using DNA ligase without a PCR procedure.

24. PCR primers for HLA genotyping, characterized by thatf£aid PCR primers are
PCR primers for amplification of Exons 2, 3, 4 of HLA- gene and Exon 2 of
HLA-DRBI1, preferably PCR primers for amplification/of Exons 2, 3 and 4 of
HLA-A/B as shown in Table 1 or Table 2, or preferably PCR primers for
amplification of Exon 2 of HLA-DRB1 as shown inA'able 7; preferably PCR primers
for amplification of Exons 2, 3 and/or 4 of HLAJ/, preferably said PCR primers are
as shown in Table 3 or Table 4; or preferably BLR primers for amplification of Exons

2 and/or 3 of HLA-DQBI, preferably said PZR primers are as shown in Table 5.

25. A sequencing method using th¢/PCR primers of claim 24, comprising

providing a samiple, particular}f a blood sample, said blood sample is preferably
from mammalian, particularly hyfan;

amplifying: amplifying JNA from the blood sample with the PCR primers to
obtain PCR products, and plirifying the PCR products;

sequencing: subjecng the PCR products to sequencing, the sequencing method
may be Sanger sequeging method, or the second generation sequencing method (such
as Hiseq 2000, Illyfnina GA and Roche454).

26. Use/of the PCR primers of claim 24 in HLA genotyping, characterized by
using the ZCR primers of claim 24, carrying out assembly and alignment analysis on
the resyflts obtained by the method of claim 25, and comparing the sequencing results

witlythe standard sequences in the database to obtain the HLA genotyping results.




27. Akit for HLA genotyping, comprising the PCR primers of claim 24.

primers are as shown in Table 1 or Table 2; preferably, said typing is bdsed on
sequencing methods, including the second generation sequencing method #nd Sanger

method.

29. A sequencing method using PCR primers of claim 28, comppfsing:

providing a sample, particularly a blood sample, said blogd sample is preferably
from mammalian, particularly human;

amplifying: amplifying DNA from the blood sample wjfh the PCR primers to obtain
PCR products, and purifying the PCR products;

sequencing: subjecting the PCR products to sequeficing, the sequencing method may
be Sanger sequencing method, or the second gepfration sequencing method (such as
Hiseq 2000, Illumina GA and Roche454).

30. Use of the PCR primers of clayh 28 in HLA genotyping, characterized by
using the PCR primers of claim 28, cg#rying out assembly and alignment analysis on
the results obtained by the method Af claim 29, and comparing the sequencing results

with the standard sequences in th€ database to obtain the HLA genotyping results.

31. A kit for HLA genbtyping, comprising the PCR primers of claim 28.

32. A polynucleghtide having a sequence as shown in any of SEQ ID NO: 25, SEQ
ID NO: 26, SEQ I} NO: 27, SEQ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO: 30, or
SEQ ID NO: 3} SEQ ID NO: 32, SEQ ID NO: 33, SEQ ID NO: 34, SEQ ID NO: 35
and SEQ ID NO: 36.

37, A method for amplifying Exons 2, 3 and/or 4 of HLA-C gene, characterized

plifying Exon 2, 3 and/or 4 of HLA-C gene with the PCR primer pair selected
m the group comnsisting of SEQ ID NO: 25 and SEQ ID NO: 26, SEQ ID NO: 27 and
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SEQ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO: 30, or SEQ ID NO: 31 and SEQ ID
NO: 32, SEQ ID NO: 33 and SEQ ID NO: 34, SEQ ID NO: 35 and SEQ ID NO: 36.

34. A method for sequencing Exons 2, 3 and 4 of HLA-C gene in a fample,
comprising the followings steps of:

1) providing a sample and extracting DNA of the sample;

2) amplifying the DNA with a PCR primer pair to obtain PCR progucts, preferably
purifying the PCR products, wherein said PCR primer pair is selecfed from the group
consisting of SEQ ID NO: 25 and SEQ ID NO: 26, SEQ ID NO: 27'and SEQ ID NO: 28,
SEQ ID NO: 29 and SEQ ID NO: 30, or SEQ ID NO: 31 and ZEQ ID NO: 32, SEQ ID
NO: 33 and SEQ ID NO: 34, SEQ ID NO: 35 and SEQ ID Ng: 36;

3) subjecting the PCR products to sequencing.

35. The method of claim 34, wherein said sapfple is a blood sample.

36. The method of claim 35, wherein #£aid blood sample is from mammalian or

human.

37. A method for HLA-C gen ing, comprising:

1) PCR amplifying Exons 2, £ and/or 4 of HLA-C gene of a sample to be tested with
a PCR primer pair selected fropf the group consisting of SEQ ID NO: 25 and SEQ ID NO:
26, SEQ ID NO: 27 and SE£ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO: 30, or SEQ
ID NO: 31 and SEQ ID Y{O: 32, SEQ ID NO: 33 and SEQ ID NO: 34, SEQ ID NO: 35
and SEQ ID NO: 36;

2) subjecting /he amplified exons to sequencing, and comparing the sequencing
results with theAtandard sequences in the database so as to determine the genotyping

results.

3% The method of claim 34 or 37, wherein the sequencing is carried out by Sanger

seqyfncing method, or the second generation sequencing method.
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39. The method of claim 38, wherein said second generation sequencing method

is Illumina Solexa or Roche454.

40. A kit for HLA-C genotyping, comprising a PCR amplification pripfer pair
selected from the group consisting SEQ ID NO: 25 and SEQ ID NO: 26, SE NO: 27
and SEQ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO: 30, or SEQ ID NQ/ 31 and SEQ
ID NO: 32, SEQ ID NO: 33 and SEQ ID NO: 34, SEQ ID NO: 35 and ZEQ ID NO: 36,
and preferably further comprising agents for DNA amplification,/DNA purification,
and/or DNA sequencing.

41. Use of the polynucleotide of claim 32, the methgd of claim 37, or the kit of
claim 40 in HLA-C genotyping.

42, A polynucleotide having a sequence as ghown in any of SEQ ID NO: 37 to
SEQ ID NO: 40. ‘

43. A method for amplifying Exong/2 and/or 3 of HLA-DQB1, characterized by
performing PCR amplification using fie primer pair of SEQ ID NO: 37 and SEQ ID
NO: 38; and/or SEQ ID NO: 39 an/SEQ ID NO: 40.

44, A method for sequghicing Exons 2 and/or 3 of HLA-DQB1 in a sample,
comprising the following stghs of:

1) providing a sample and extracting DNA of the sample;

2) amplifying thg/ DNA with the primer pair of SEQ ID NO: 37 and SEQ ID NO:
38; and/or SEQ NO: 39 and SEQ ID NO: 40, so as to obtain PCR products,
preferably puriffing the PCR products,

3) subjegting the PCR products to sequencing.

4% The method of claim 44, wherein said sample is a blood sample.

46. The method of claim 45, wherein said blood sample is from mammalian or
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human.

47. A method for HLA-DQB1 genotyping, comprising:

1) PCR amplifying Exons 2 and/or 3 of HLA-DQBI1 in a sample to be tesjfd with
the PCR primer pair of SEQ ID NO: 37 and SEQ ID NO: 38; and/or SEQ JO NO: 39
and SEQ ID NO: 40,

2) subjecting the amplified exons to sequencing, and comparing/the sequencing
results with the standard sequences in the database so as to determyhe the genotyping

results,

48. The method of claim 44 or 47, wherein said sgfjuencing is carried out by

Sanger sequencing method or the second generation segfiencing method.

49. The method of claim 48, wherein said sgcond generation sequencing method

is llumina Solexa or Roche454.

50. A kit for HLA-DQB1 genotyping, comprising the primer pair of SEQ ID NO:
37 and SEQ ID NO: 38; and/or SE NO: 39 and SEQ ID NO: 40, and preferably
further comprising agents for D amplification, DNA purification, and/or DNA

sequencing.

51. Use of the polypficleotide of claim 42, the method of claim 47, or the kit of
claim 50 in HLA-DQBJY genotyping.
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NEW PCR SEQUENCING METHOD AND USE THEREOF
IN HLA GENOTYPING

Relevant applications

The present application claims the priority right of the Chinese Patent
Application Nos. 201010213717.6, 201010213719.5, and 201010213721.2 as filed on
Jun. 30, 2010 and the priority right of the International Application Nos.
PCT/CN2010/002150 and PCT/CN2010/002149 as filed on Dec. 24, 2010, the

contents of which are incorporated herein by reference in their entirety.

TECHNICAL FIELD

The present invention relates to the technical field of nucleic acid sequencing, in

particular, the technical field of PCR sequencing. In addition, the present invention
also relates to DNA barcoding technique and DNA incomplete shearing strategy.
The method of the present invention is particularly applicable to the second
generation sequencing technique, especially to the Paired-end sequencing technique
of the second generation sequencing technique, and is also applicable to HLA
genotyping. In particular, the present invention provides a method for HLA
genotyping, in particular, a method for HLA-A, HLA-B, HLA-C and HLA-DQBI1
genotyping, and also provides the primer pairs for PCR amplification used in the

method.

BACKGROUND

A PCR sequencing method refers to a technique wherein DNA fragments of a
gene of interest are obtained by a PCR method, and the obtained DNA fragments of
the gene of interest are subjected to DNA sequencing to obtain the DNA sequence
information of the gene of interest. PCR sequencing methods are widely applied to the
fields such as detection of gene mutation and genotyping for a long time.

DNA sequencing technique is mainly classified into the first generation DNA

sequencing technique represented by Sanger sequencing method and the second
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generation DNA sequencing technique represented by Illumina GA, Roche 454, ABI
Solid, and the like. Sanger DNA sequencing technique is characterized by simple
experimental operations, visual and accurate results, and short experimental period,
and thus is wildly applied in fields such as clinical gene mutation detection and
genotyping, wherein a fast turnaround time is highly required as to detection results.
However, due to the characteristics such as low throughput and high cost, its
application in fields where genotyping is performed in a large scale, is limited.

As compared with the first generation DNA sequencing technique, the second
generation DNA sequencing technique has the characteristics such as high sequencing
throughput, low cost, high level of automation, and single-molecule sequencing.
Taken Illumina GA single-molecule sequencing as an example, a single sequencing
run generates data of 50G (about 50 billion) bases, 5 billion bases data per day in
average, and the average sequencing cost for a base is less than 1/1000 of the
sequencing cost in Sanger method. Moreover, the analysis of results can be directly
carried out by a computer. Thus, the second generation DNA sequencing technique is
a technique quite suitable for large-scale sequencing projects. However, the
contiguous sequencing length is generally short in the second generation DNA
sequencing technique. Currently, the maximum bidirectional sequencing length is
200bp for Itlumina GA; although the maximum sequencing length can be up to about
500 bp for Roche 454 GS-FLX, the sequencing cost is high and the throughput is low.
When a PCR amplicon is of a length greater than the maximum sequencing length in a
sequencer, the thorough sequencing of the whole amplicon cannot be accomplished by
sequencing directly, and the whole DNA sequence information of the amplicon cannot
be obtained. Due to short maximum sequencing length, the application of the second
generation sequencing technique in PCR sequencing method is limited. In addition to
gradual improvement of sequencing technique to obtain a longer maximum
sequencing length, it is urgent need to develop a new technique to overcome the
deficiency of the current maximum sequencing length of the second generation DNA
sequencer in the PCR sequencing application field.

Human leukocyte antigen (HLA) is one of the gene systems found so far to be of

the highest polymorphism. It is a primary gene system for modulating specific
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immune response in human bodies and determining individual difference in
susceptibility to diseases, and is closely associated with allogeneic organ transplant
rejection. It is found in studies that the higher the matching degree of genes, such as
HLA-A, B, C, DRBI1 and DQBI1, as well as the resolution are in a donor and a
receptor, the longer a transplant survives. It is already a regular testing item to subject
a potential donor and a receptor to high-resolution HLA genotyping before
hematopoietic stem cell transplantation.

The current international standard HLA high-resolution genotyping technique is
a Sanger sequencing technique-based PCR sequencing method, which comprises PCR
amplifying the corresponding HLA gene regions, sequencing the amplified product,
subjecting the sequencing result to genotyping with a professional genotyping
software, and finally obtaining the HLA genotype information of the sample. It is
characterized by visual results, high resolution and capability of detecting new allele.
However, due to the characteristics of Sanger sequencing, such as high cost and low
throughput, its application in institutes like hematopoietic stem cell volunteer
registration database (Bone Marrow Bank), in which large-scale HLA genotyping
detection is required, is limited.

It was reported that a Roche 454 GS-FLX-based PCR sequencing method was
used in HLA genotyping. However, since its cost for sequencing was relatively high,
it was not significantly superior over the Sanger sequencing-based HLA genotyping
technique in terms of sequencing throughput and sequencing cost. As compared with
Roche 454 GS-FLX, Illumina GA has a shorter maximum sequencing length, but has
obvious advantages in terms of sequencing throughput and sequencing cost. If the
defect of the short maximum sequencing length of Illumina GA can be overcome, its
application in HLA genotyping will make up for the shortage of the current HLA
genotyping method.

CONTENTS OF THE INVENTION

When conducting sequencing analysis simultaneously to sequences associated
with a specific gene in a large number of samples by the second generation

sequencing technique, PCR sequencing strategy is generally employed, wherein the
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combination of primer index and the second generation sequencing technique is
employed directly. When the maximum sequencing length of the sequencer can cover
the length of the whole PCR product, the above strategy meets the requirements.
When the maximum sequencing length of the sequencer cannot cover the length of the
whole PCR product, Illumina GA needs to be replaced with the second generation
sequencer having a longer maximum sequencing length (such as Roche 454 GS-FLX).
If the maximum sequencing length still cannot meet the requirements, a first
generation sequencer has to be employed with the scarification of cost and
throughput.

The actual situation is that Illumina GA has a super high sequencing throughput,
but its maximum sequencing length is 200bp only; although the maximum sequencing
length of Roche 454 GS-FLX can reach about 500 bp, the cost for sequencing is
relative high and the throughput is relative low; although the maximum sequencing
length of the first generation sequencer can reach above 1000bp, its throughput and
cost are not comparable to those of the second generation sequencer.

Is there a technique capable of enhancing the length of PCR products that can be
sequenced thoroughly by a sequencer without the scarification of cost and throughput?
The combination of primer indexes, DNA incomplete shearing strategy, and the second
generation sequencing technique in the present application can make the length of
PCR products that can be sequenced by a sequencer longer than the maximum
sequencing length of the sequencer whilst making full use of the characteristics of the
second generation sequencing technique such as high throughput and low cost,
thereby greatly broadening its applicable scope. The second generation sequencing
technique employed in the present invention includes, among second generation
sequencing techniques, a Paired-end sequencing technique, and a PCR sequencing
technique which has a DNA reference sequence for the PCR template.

The present invention provides methods for PCR sequencing, by which the
limitation resulted from short maximum sequencing length is alleviated and the
application of the second generation DNA sequencing technique in the PCR
sequencing application field is broadened. For example, when performing sequencing

with the second generation sequencing technique, index primers having a primer index

-4-




added to the 5’ end are used, the amplified PCR products are sheared, the sheared
products are terminally repaired and have deoxyadenosine (A) ligated to their 3’ ends,
and then are ligated to different PCR-free adapters.

A PCR sequencing method, based on DNA barcoding technique and DNA
incomplete shearing strategy, can greatly increase the number of samples labeled
“specifically without increasing the number of primer indexes (Figure 5). In the present
invention, the actually sequenced length of PCR products exceeds the maximum
sequencing length of the sequencer by adding primer indexes to the forward and
reverse PCR primers, in combination with using DNA incomplete shearing strategy,
and applying the second generation sequencing technique.

The addition of an index sequence to the front end of an amplification primer is
aimed to realize simultaneous sequencing of a plurality of samples. Concretely
speaking, a unique primer index is added to each sample during PCR by using
PCR-index/barcode technique in combination with synthesizing an index primer by
adding a primer index to the 5’ end of a PCR primer. As such, during the sequencing
by the second generation sequencing technique, samples have to be processed one by
one only in PCR step, and may be mixed together and processed simultaneously in the
rest experimental steps, and the final result for each sample can be traced by virtue of

its unique primer index.

“Adapter” or “library adapter” index technique refers to a library indexing
technique comprising adding different library adapters to multiple sequencing
libraries (different library adapters consist of different sequences, and the different
portion among the sequences is called adapter index), constructing indexed
sequencing libraries, then accomplishing sequencing of multiple different indexed
sequencing libraries in a pool, wherein the final sequencing result for each indexed
sequencing library is distinguishable. The term “PCR-Free library adapter” refers to a
designed segment of bases, whose main role lies in auxiliary fixation of DNA
molecule onto the sequencing chip and lies in providing the binding sites for universal
sequencing primers, wherein PCR-Free library adapter may be directly ligated to the

two termini of the DNA fragments in the sequencing library. Since no PCR is
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involved in the introduction of the adapter, the adapter is called PCR-Free library
adapter. For example, PCR-FREE library adapters used in the Examples of the present
invention are from ILLUMIA.

A method of constructing PCR-FREE library, wherein a library adapter index
technique is used, refers to direct ligation of library adapter to the two termini of the
DNA fragment of the sequencing library. Since no PCR is involved in the
introduction of the library adapter, it is called PCR-Free library construction. A
DNA ligase may be used for ligation in the introduction process. Since no PCR is
involved in the process of library construction, inaccuracy of the final results
resulted from PCR bias is avoided during the construction of a library comprising
PCR products of high sequence similarity.

DNA amplification methods, DNA extraction methods, DNA purification methods
and DNA sequence alignment methods as involved in the present invention may be any
methods available in the art. Said methods can be selected by a person skilled in the art
according to practical situations. As to DNA sequencing methods, a person skilled in the
art can carry out them according to conventional methods or following the instruction of
the sequencer.

The design of primer indexes varies depending on the applied experimental
platform. In view of the characteristics of Illumina GA sequencing platform, the
following factors are primarily considered when designing the primer indexes in the
present invention: 1: a mononucleotide repeat sequence comprising 3 or more base is
avoided in primer index sequences, 2: the total amount of base A and base C at the
same site of all the primer indexes accounts for 30%-70% of the amount of all the
bases, 3: the GC content of the primer index sequence itself is between 40 and 60%, 4:
primer indexes differ from one another by at least 4 bases, 5: sequences having a high
sequence similarity to the Illumina GA sequencing primers are avoided in primer
index sequences, and 6: the circumstance where the addition of primer index
sequences to PCR primers results in serious hairpin and dimer, are reduced.

In the present invention, two primer indexes (which are either identical or
different) are added to two termini of a PCR product, respectively, so that the primer

index at either terminal of the PCR product can specifically label the sample
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information of the PCR product. The resultant PCR product is subjected to incomplete
shearing. The so-called “incomplete shearing” refers to the circumstance where the
products comprise intact un-sheared PCR products and partially sheared PCR
products. The shearing methods include, but are not limited to, chemical shearing
methods (such as enzymatic digestion) and physical shearing methods. The physical
shearing methods include ultrasonic shearing methods or mechanical shearing
methods. The sheared DNA is subjected to 2% agarose electrophoresis, and all DNA
bands between the maximum sequencing length and the maximum applicable DNA
length of the sequencer are purified and recovered by slicing the gel (the longest DNA
applicable to Illumina GA sequencer is 700 bp, and the length refers to the original DNA
length, which does not comprise the length of the library adapter sequence). Methods for
purification and recovery include, but are not limited to, recovery by electrophoresis and
gel slicing, and recovery by magnetic beads. The recovered DNA fragments are
subjected to the construction of sequencing libraries according to the procedures for
constructing the sequencing libraries for the second generation sequencer, and then are
subjected to sequencing. Preferably, the sequencing libraries are constructed
according to the PCR-FREE procedures for constructing sequencing libraries, and
Paired-End method is used as the sequencing method. PCR-Free construction of
sequencing libraries is carried out according to methods known by a person skilled in
the art. In the sequencing data obtained, the sequence information for all the test
samples can be obtained by virtue of the primer index sequences. The sequence reads
are aligned to the corresponding DNA reference sequences of the PCR products by
BMA, and the complete sequence is assembled by the overlapping and linkage
relationship between the sequence reads (Figure 1). The linkage here refers to the

paired-end linkage relationship due to paired-End sequencing characteristics.

In Illumina GA sequencing (Genome Analyzer Sequencer from Illumina Inc., cited
as Illumina GA for brief), DNA sequence analysis is carried out based on the principle
of sequencing by synthesis. It may be applied to phase haplotype, and the finally
obtained data refers to a series of base sequences and may be directly applied to the

alignment with the reference sequences in HLA database. Since it does not have the
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defect of misjudgment of peaks present in the traditional typing software, it is
advantageous for automation of software typing. Illumina GA has a high sequencing
throughput. Currently, one single sequencing run generates 50G (50 billion) base data,
5 billion base data per day in average. Due to the high data throughput, a high
sequencing depth can be obtained for each sequence, thereby ensuring the reliability of
the sequencing results.

There are no studies on applying Illumina GA to HLA typing field yet. The present
invention applies Illumina GA sequencing to HLA typing field for the first time, and
accomplishes HLA typing with low cost, high throughput, high accuracy and high
resolution by using a PCR sequencing technique, based on DNA barcoding technique,
DNA incomplete shearing and PCR-FREE library preparation.

In the present invention, by using a PCR sequencing technique which is based on
DNA barcoding technique, DNA incomplete shearing and PCR-FREE library preparation,
samples to be analyzed are grouped; the samples of each group are subjected to the
amplification of a fragment of interest of HLA genes with primers labeled by
bidirectional primer indexes (the maximum length of PCR products depends on the
maximum length of the DNA that can be applied in a sequencer; the maximum applicable
DNA length is 700bp in the current Illumina GA, and the length is the original DNA
length, which does not comprise the length of the library adapter sequence); the PCR
products are pooled together with the same amount, then subjected to incomplete
shearing and indexed PCR-Free DNA sequencing library preparation. Different indexed
sequencing libraries, as obtained from various groups of samples, are mixed in an equal
mole, all the DNA fragments of a length longer than the maximum sequencing length of
the sequencer are selectively recovered and are sequenced by Illumina GA sequencer.
The DNA sequence reads for each sample can be obtained by screening the sequence
information of adapter indexes, primer indexes and PCR primers in the total sequencing
data. The resultant DNA sequences after assembly are aligned with the corresponding
data in IMGT HLA professional database, thereby determining the HLA genotype of the
sample finally.

In the methods described above, after shearing said DNA, DNA from samples of

different groups is ligated to a different library adapter during indexed PCR-Free
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library preparation, and therefore in the following typing steps, the resultant
sequencing data can be traced to the samples one by one based on the primer indexes
and adapter indexes used in each sample. Sequences of each sample are aligned to
the known DNA reference sequence corresponding to the PCR product by software.
Based on the sequence overlapping and linkage relationship, an intact sequence for the
PCR product is assembled from the sequences of the sheared DNA.
The present invention provides Illumina GA sequencing technique-based
high-resolution HLA genotyping methods, thereby accomplishing haplotype
sequencing and software typing automation, enhancing HLA genotyping throughput,

and reducing cost.

Due to the requirement on the length of DNA template in the current sequencing
techniques and the short read length in the current sequencing techniques, the original
PCR primers for HLA-SBT methods are not applicable to new sequencing
technique-based high-resolution HLA typing methods any more. The present
invention designs new PCR primers with good specificity and conservation, which
amplify Exons 2, 3, 4 of HLA-A, B gene independently, and whose PCR products
have a length no more than 700 bp and are particularly applicable to Illumina GA (the
maximum DNA length applicable to the current lllumina GA is 700bp). A set of PCR
primers as provided in the present invention is applicable to HLA genotyping for
subjects (in particular human) with a large scale, a high throughput and a low cost.

In the technical solutions employed in the present invention, all the latest
HLA-A/B gene sequences are downloaded from IMGT/HLA internet website
(http://www.ebi.ac.uk/imgt/hla/), and then are saved in the local disk as HLA-A data
set; meanwhile, all the latest HLA-I gene sequences other than HLA-A sequences are
downloaded as the comparison data set. Said two data sets are compared to look for
conservative and specific sequences for each gene site at the two termini and internal
portion of Exons 2, 3, 4, and the designed PCR primer sequence is compared with the
whole human genome sequence for homology. Since HLA-A/B gene is highly similar
to other genes belonging to HLA-I molecules in terms of sequence, when designing

PCR primers, the 3’ terminal of the primer should be specific as far as possible so as
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to ensure the specificity of amplifying HLA-A/B gene with the primers. Meanwhile,
the length of the PCR products is less than 700bp, and the annealing temperature of
forward and reverse primers are substantially the same.

Multiple pairs of candidate HLA-A/B primers meeting the design requirements
are used to amplify template DNAs of common HLA-A/B serotypes. Among them,
two sets of PCR primers of HLA-A/B (6 pairs for each set) with the best conservatism
and specificity, for amplification of Exons 2, 3 and 4, respectively, are screened out.

The two sets of PCR primers (6 pairs for each set) are used as the basic primers,
on the basis of which, 95 sets of index primers which are used for amplification of 95
and 950 DNA templates of common serotypes of HLA-A/B (the serotypes of these
templates include all the common serotypes of HLA-A/B), respectively, are designed.
All the PCR products are sequenced with Illumina GA Pair-End 100 after mixing in
an equal amount, and the sequencing results after assembly are compared with the
original typing results to confirm the conservatism and specificity of the PCR primers.

HLA-A, B primers as designed in the present invention, i.e. two sets of PCR
primers of HLA-A/B (6 pairs for each set) for amplification of Exons 2, 3 and 4,
respectively, are shown in Table 1 and 2.

Table 1: PCR primers of HLA-A, B

SEQ primer |primer sequence the use of length of
ID NO:| No. primer products
1 A-F2 |CCTCTGYGGGGAGAAGCAA Amplifying 480bp
A-R2 |ATCTCGGACCCGGAGACTG Exon 2 of
g HLA-A gene
3 A-F3 |CGGGGCCAGGTTCTCACAC Amplifying
. A-R3 |GGYGATATTCTAGTGTTGGTCCC Exon 3 of 410bp
AA HLA-A gene
5 A-F4 |GTGTCCCATGACAGATGCAAAA Amplifying
¢ A-R4 |GGCCCTGACCCTGCTAAAGG Exon 4 of 430bp
HLA-A gene
7 B-F2 !AGGAGCGAGGGGACCGCA Amplifying
8 B-R2 |CGGGCCGGGGTCACTCAC Exon2of | O00P
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HLA-B gene
9 B-F3 |CGGGGCCAGGGTCTCACA Amplifying
10 B-R3 |GAGGCCATCCCCGGCGAC Exon 3 of 370bp
HLA-B gene
11 B-F4 |GCTGGTCACATGGGTGGTCCTA Amplifying
12 B-R4 |CTCCTTACCCCATCTCAGGGTG Exon 4 of 380bp
HLA-B gene
Table 2: PCR primers of HLA-A, B
SEQID| primer |primer sequence the use of | length of
NO: No. primer products
13 A-F2s [CCTCTGYGGGGAGAAGCAA Amplifying 481bp
” A-R2s |GGATCTCGGACCCGGAGACTGT Exon 2 of
HLA-A gene
15 A-F3s |TGGGCTGACCGYGGGGTC Amplifying
16 A-R3s |GGYGATATTCTAGTGTTGGTCCC | Exon3 of 403bp
AA HLA-A gene
17 A-F4s |GTGTCCCATKACAGATGCAAAA Amplifying
I8 A-R4s |GGCCCTGACCCTGCTAAAGG Exon 4 of 405bp
HLA-A gene
19 B-F2s |AGGAGCGAGGGGACCGCA Amplifying
20 B-R2s [CGGGCCGGGGTCACTCAC Exon 2 of 400bp
HLA-B gene
21 B-F3s |[CCAAAATCCCCGCGGGTT Amplifying
22 B-R3s [GAGGCCATCCCCGGCGAC Exon 3 of 405bp
HLA-B gene
23 B-F4s |GCTGGTCACATGGGTGGTCCTA Amplifying
24 B-R4s [TGACCCCTCATCCCCCTCCT Exon 4 of 374bp
HLA-B gene

Degenerate primers refer to a mixture of all possible different sequences

representing all different bases encoding a single amino acid. In order to increase
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specificity, degeneracy may be reduced according to bias of base usage in different
organisms by referring to codon table, wherein R=A/G, Y=C/T, M=A/C, K=G/T, S
=C/G, W=A/T, H=A/C/T, B=C/G/T, V=A/C/G, D=A/G /T, N=A/C/G/T.

The present invention designs 2 set of PCR primers (three pairs for each set) for
amplification of Exons 2, 3 and 4 of HLA-C by using the method of designing PCR
primers for amplification of Exons 2, 3 and 4 of HLA-A/B gene.

In the following Examples, 95 and 950 blood samples with known HLA genotypes
are subjected to PCR amplification for HLA-C by using the selected 2 set of PCR
primers (3 pairs for each set), respectively. The amplified products are sequenced by
Sanger method and the second generation sequencing method. The sequencing results are
applied to HLA-C typing, and are compared with the original typing results to confirm
the conservatism and specificity of the PCR primers.

The present invention provides 2 set of PCR primers (three pairs for each set) for
amplification of Exons 2, 3 and 4 of HLA-C gene, which are SEQ ID NOs: 25 and 26,
27 and 28, and 29 and 30 as shown in Table 3, and SEQ ID NOs: 31 and 32, 33 and 34,
and 35 and 36 as shown in Table 4. Said 6 pairs of PCR primers have good conservatism
and specificity, and can cover the full-length sequences of Exons 2, 3 and 4 of HLA-C,
wherein the length of all the PCR products is less than 700bp, which meets the
requirement of normal Illumina Solexa sequencing. In addition, the primers of the
present invention are also applicable for Sanger sequencing.

Table 3: PCR primers of Exons 2, 3 and 4 of HLA-C gene

SEQ ID . HLA-C | length of
NO: No. primer sequence Exons | products

25 C-F2 GACCCGGGGAGCCGCGCA
26 C-R2 TCGAGGGTCTGGGCGGGTT 2 #53bp
27 C-F3  CCTTTACCCGGTTTCATTTTCRGTTT
28 C-R3 CTACGGGAGATGGGGAAGGCT ’ #7bp
29 C-F4 GTGTCGCAAGAGAGATRCAAAGTGT
30 C-R4 GCTCTGGGAAAGGAGGRGAAGG ‘ +>1bp
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Table 4: PCR primers of Exons 2, 3 and 4 of HLA-C gene

) HLA-C |length of
SEQ ID NO: | No. primer sequence
Exons | products

31 C-F2s GACCCGGGGAGCCGCGCA X 4550
32 C-R2s TCGAGGGTCTGGGCGGGTT P
33 C-F3s GCCCAGACCCTCGRCCGGA 3 4430
34 C-R3s AGATRGGGAAGGCTCCCCACT P
35 C-F4s TCTCAGGATRGTCACATGGGC

GCTCTGGGAAARGAGGRGAAG 4 481bp
36 C-R4s G

According to the methods as described. above, in order to apply the second

generation sequencing technique to HLA-DQBI1 genotyping, the present invention

provides the PCR primers for amplification of Exons 2 and/or 3 of HLA-DQBI, which

are SEQ ID NOs: 37-40 as shown in Table 5. The PCR primers have good conservatism

and specificity, and can cover the full-length sequences of Exons 2, 3 of HLA-DQBI,

wherein the length of all the PCR products is less than 700bp, which meets the

requirement of normal Hlumina Solexa sequencing. In addition, the primers of the

present invention are also applicable to Sanger sequencing.

Table 5 PCR primers for amplification of the corresponding Exons of HLA-DQB1

Primer primer sequence amplification| length of
SEQ ID
No. target amplificated
NO:
products

37 Q-F2 GATTCCYCGCAGAGGATTTCG Exon 2 of 311bp
18 Q-R2 AGGGGCRACSACGCTCACCTC HLA-DQB1
39 Q-F3 CCTGTCTGTTACTGCCCTCAGT Exon 3 of 3300
40 Q-R3 | GGCCCATAGTAACAGAAACTCAATA | HLA-DQBI1 P

Genotyping may be carried out on the basis of amplification of Exons 2 and/or 3 of

HLA-DQBI1 by using the primer pairs for amplification and the genotyping methods as

provided in the present invention. In relative to the prior art, the genotyping methods use
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Illumina Solexa sequencing technique, which is characterized by the capability of

obtaining a high resolution HLA typing results with high throughput and low cost.

SPECIFIC MODE FOR CARRYING OUT THE INVNETION

A method for nucleic acid sequencing

In one aspect, the present invention provides a method for determining the
nucleotide sequence of a nucleic acid of interest in a sample, comprising:

1) providing n samples, wherein n is an integer of =1, the samples are preferably
from mammalian, more preferably human, particularly are human blood sample;

optionally, the n samples to be analyzed are divided into m groups, m is an integer

and n=m 3 ;

2) amplifying: a pair or multiple pairs of index primers are used for each sample,
when there are templates from the sample, PCR amplification is performed under
conditions suitable for amplifying the nucleic acid of interest, wherein each pair of
index primers consist of a forward index primer and a reverse index primer (both of
which may be degenerate primers) comprising primer indexes, wherein the primer
indexes comprised in the forward index primer and reverse index primer may be
identical or different: the primer indexes in the pairs of index primers used for
different samples are different;

3) pooling: when n>1, pooling PCR products from each of the samples together:

4) shearing: subjecting the amplified products to incomplete shearing, and
purifying and recovering;

5) sequencing: subjecting the recovered DNA mixture to sequencing by using the
second generation sequencing technique, preferably, Paired-End technique (for
example, [llumina GA, Illumina Hiseq 2000), to obtain sequences of the sheared DNA;
and

6) assembling: corresponding the obtained sequencing data to samples one by
one based on the unique primer index for each sample, aligning each sequence read to
the DNA reference sequence corresponding to the PCR products by using alignment
program (such as Blast, BWA program), assembling a complete sequence of the

nucleic acid of interest from the sequences of the sheared DNA by virtue of sequence
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overlapping and linkage relationship.

In one aspect of the present invention, each pair of primer indexes and a pair of
PCR primers form a pair of index primers, forward and reverse PCR primers have a
forward primer index and a reverse primer index at 5’ end (or optionally linked by a
linker sequence), respectively.

In one embodiment of the present invention, said PCR primers are PCR primers
for amplification of HLA gene, particularly PCR primers for amplification of
HLA-A/B gene, preferably PCR primers for amplification of Exons 2, 3 and 4 of
HLA-A/B and Exon 2 of HLA-DRBI, preferably PCR primers for amplification of
Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Table 2, or preferably PCR
primers for amplification of Exon 2 of HLA-DRB1 as shown in Table 7.

In one embodiment of the present invention, said PCR primers are PCR primers
for amplification of HLA gene, particularly PCR primers for amplification of HLA-C
gene, preferably PCR primers for amplification of Exons 2, 3 and/or 4 of HLA-C;
preferably, said PCR primers are shown in Table 3 or Table 4.

In one embodiment of the present invention, said PCR primers are PCR primers
for amplification of HLA gene, preferably PCR primers for amplification of Exon 2
and/3 of HLA-DQBI1 gene; preferably, said PCR primers are shown in Table 5.

In one aspect of the present invention, said primer indexes are designed for PCR
primers, preferably for PCR primers for amplification of specific gene of HLA, more
preferably for PCR primers for amplification of Exons 2, 3 and 4 of HLA-A/B and
Exon 2 for HLA-DRBI, particularly for PCR primers as shown in Table 1, Table 2 or
Table 7; said primer indexes particularly comprise at least 10, or at least 20, or at least
30, or at least 40, or at least 50, or at least 60, or at least 70, or at least 80, or at least
90, or 95 pairs of 95 pairs of primer indexes as shown in Table 6 (or the set of primer
indexes consisting of 10-95 pairs (for example, 10-95 pairs, 20-95 pairs, 30-95 pairs,
40-95 pairs, 50-95 pairs, 60-95 pairs, 70-95 pairs, 80-95 pairs, 90-95 pairs, or 95 pairs)
of the 95 pairs of primer indexes as shown in Table 6); and

the set of index primers preferably comprises at least PI-1 to PI-10, or PI-11 to
PI-20, or PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or
PI-61 to PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of 95 pairs of
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primer indexes as shown in Table 6, or combinations of any two or more of them.

In one embodiment of the present invention, said DNA shearing includes
chemical shearing methods and physical shearing methods, wherein the chemical
shearing methods include enzymatic digestion, and the physical shearing methods
include ultrasonic shearing methods or mechanical shearing methods.

In one embodiment of the present invention, after said DNA shearing, all the
DNA bands between the maximum read length of the sequencer and the applicable
maximum DNA length of the sequencer are purified and recovered, wherein said
purification and recovery methods include, but are not limited to, recovery by
electrophoresis and gel slicing, and recovery by magnetic beads.

In another embodiment of the present invention, a method for sequencing the
nucleotide sequence of a nucleic acid of interest in a test sample, comprising steps 1)
to 4) of claim 1, and the following steps:

5) constructing a library: constructing a PCR-free sequencing library by using
the library of the sheared PCR products, wherein different library adapters may be
added to distinguish different PCR-Free sequencing libraries, all the DNA bands
between the maximum read length of the sequencer and the applicable maximum
DNA length of the sequencer, preferably DNA fragments of 450 to 750 bp, are
purified and recovered,

6) sequencing: subjecting the recovered DNA mixture to sequencing by using the
second generation sequencing technique, preferably Paired-End technique (for example,
umina GA, Illumina Hiseq 2000), obtaining the sequences of the sheared DNAs;

7) assembling: corresponding the obtained sequencing data to the samples one by
one based on different library adapter sequences of the libraries and the unique primer
index for each sample, aligning each sequence read to the DNA reference sequence
corresponding to the PCR products by using alignment program (such as Blast, BWA
program), assembling a complete sequence of the nucleic acid of interest from the
sequences of the sheared DNA based on sequence overlapping and linkage

relationship.

In one aspect, the present invention further provides the use of the
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above-mentioned method in HLA typing, characterized by comprising: sequencing a
sample (particularly blood sample) from a patient by said method, and aligning the
sequencing results with sequence data of Exons of HLA, preferably, Exons 2, 3, 4 of
HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or 3 of HLA-DQBI1 gene
and/or Exon 2 of HLA-DRBI1 in HLA database (such as IMGT HLA professional
database); wherein if the result of sequence alignment shows 100% match, the HLA

genotype of the corresponding sample is determined.

A set of primer indexes

In another aspect, the present invention provides a set of primer indexes,
comprising at least 10, or at least 20, or at least 30, or at least 40, or at least 50, or at
least 60, or at least 70, or at least 80, or at least 90, or 95 pairs of the 95 pairs of
primer indexes as shown in Table 6 (or said set of primer indexes consisting of 10-95
pairs (for example, 10-95 pairs, 20-95 pairs, 30-95 pairs, 40-95 pairs, 50-95 pairs,
60-95 pairs, 70-95 pairs, 80-95 pairs, 90-95 pairs, or 95 pairs) of the 95 pairs of
primer indexes as shown in Table 6), and

said set of index primers preferably comprises at least PI-1 to PI-10, or PI-11 to
PI-20, or PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or
PI-61 to PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of 95 pairs of
primer indexes as shown in Table 6, or combinations of any two or more of them.

The present invention further provides the use of said set of primer indexes in
PCR sequencing methods, wherein in particular, each pair of primer indexes and a
pair of PCR primers for amplification of a sequence of interest to be tested form a pair
of index primers, wherein forward and reverse PCR primers have a forward primer
index and a reverse primer index at 5’ end (or optionally linked by a linker sequence),
respectively.

In one aspect of the present invention, said PCR primers are PCR primers for
amplification of a specific gene of HLA, preferably PCR primers for amplification of
Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI1, preferably PCR primers
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for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Table 2, or
preferably PCR primers for amplification of Exon 2 of HLA-DRB1 as shown in Table
7; or preferably PCR primers for amplification of Exons 2, 3 and/or 4 of HLA-C,
preferably said PCR primers are shown in Table 3 or Table 4; or preferably PCR
primers for amplification of Exon 2 and/or 3 of HLA-DQBI, preferably said PCR

primers are shown in Table 5.

In another aspect, the present invention provides a set of index primers
comprising said set of primer indexes and a pair of PCR primers for amplification of a
sequence of interest to be tested, wherein a pair of index primers comprises a pair of
primer indexes and a pair of PCR primers, the forward and reverse PCR primer have a
forward and a reverse primer index at 5° end (or optionally linked by a linker
sequence), respectively.

In one embodiment of the present invention, said PCR primers are PCR primers
for amplification of a specific gene of HLA, preferably PCR primers for amplification
of Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI, preferably PCR
primers for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or
Table 2, or preferably PCR primers for amplification of Exon 2 of HLA-DRBI1 as
shown in Table 7; preferably PCR primers for amplification of Exons 2, 3 and/or 4 of
HLA-C, preferably said PCR primers are shown in Table 3 or Table 4; or preferably
PCR primers for amplification of Exon 2 and/or 3 of HLA-DQBI1, preferably said
PCR primers are shown in Table 5.

In another aspect, the present invention further provides the use of said index

primers in PCR sequencing methods.

A HLA typing method

In one aspect, the present invention provides a HLA typing method, comprising:

1) providing n samples, wherein n is an integer of =, the sample is preferably
from mammalian, more preferably human, particularly human blood sample;

2) dividing n samples to be analyzed into m groups, m is an integer and n=>m 3 ;

3) amplifying: a pair of index primers is used for each sample, when there are

-18-




!
K3

templates from the sample, PCR amplification is performed under conditions suitable
for amplifying the nucleic acid of interest, wherein each pair of index primers consists
of a forward index primer and a reverse index primer (both of which may be
degenerate primers) comprising primer indexes, wherein the primer indexes
comprised in the forward index primer and reverse index primer may be identical or
different: the primer indexes in the pairs of index primers used for different samples
are different;

4) pooling: pooling PCR amplified products from each of the samples together to
obtain PCR product libraries;

5) shearing: subjecting the resultant PCR product libraries to incomplete
shearing;

6) constructing libraries: constructing PCR-free sequencing libraries from the
library of the sheared PCR products with library adapter index technique, wherein
different library adapters may be added to distinguish different PCR-Free sequencing
libraries, all the DNA bands between the maximum read length of the sequencer and
the applicable maximum DNA length of the sequencer, particularly DNA fragments of
450 to 750 bp, are recovered;

7) sequencing: subjecting the recovered DNA mixture to sequencing by using the
second generation sequencing technique, preferably Paired-End technique (for example,
[llumina GA, Illumina Hiseq 2000), obtaining the sequences of the sheared DNAs;

8) assembling: corresponding the obtained sequencing results to the samples one
by one based on different library adapter sequences of the libraries and the unique
primer index for each sample, aligning each sequence read to the DNA reference
sequence corresponding to the PCR products by using alignment program (such as
Blast, BWA program), assembling a complete sequence of the nucleic acid of interest
from the sequences of the sheared DNA based on sequence overlapping and linkage

relationship; and

9) typing: aligning the sequencing results with sequence data of Exons of HLA,
preferably, Exons 2, 3, 4 of HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or
3 of HLA-DQBI1 gene and/or Exon 2 of HLA-DRB1 in HLA database (such as IMGT
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HLA professional database), wherein if the result of sequence alignment shows 100%
match, the HLA genotype of the corresponding sample is determined.

In the HLA typing method of the present invention, a pair of index primers
comprises a pair of primer indexes and a pair of PCR primers, the forward and reverse
PCR primer have a forward and a reverse primer index at 5° end (or optionally linked
by a linker sequence), respectively.

In one embodiment of the present invention, said PCR primers are PCR primers
for amplification of a specific gene of HLA, preferably PCR primers for amplification
of Exons 2, 3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI, preferably PCR
primers for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or
Table 2, or preferably PCR primers for amplification of Exon 2 of HLA-DRB1 as
shown in Table 7; preferably PCR primers for amplification of Exons 2, 3 and/or 4 of
HLA-C, preferably said PCR primers are shown in Table 3 or Table 4; or preferably
PCR primers for amplification of Exon 2 and/or 3 of HLA-DQBI, preferably said
PCR primers are shown in Table 5.

In one embodiment of the present invention, said primer indexes are a set of
primer indexes as described above.

In one embodiment of the HLA typing method of the present invention, said
DNA shearing includes chemical shearing methods and physical shearing methods,
wherein the chemical shearing methods include enzymatic digestion, and the physical
shearing methods include ultrasonic shearing methods or mechanical shearing
methods.

In one embodiment of the HLA typing method of the present invention, said
purification and recovery methods include, but are not limited to, recovery by

electrophoresis and gel slicing, and recovery by magnetic beads.

In one embodiment of the HLA typing method of the present invention, the
construction of PCR-free sequencing libraries from the libraries of the sheared PCR
products with library adapter indexing technique comprises, adding m library adapters
to the m PCR product libraries obtained in 2), wherein each PCR product library uses

a different library adapter, thereby constructing m adapter indexed sequencing
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libraries; m adapter indexed sequencing libraries are pooled together at equal mole to
construct a mixture of adapter indexed sequencing libraries, wherein the method for
linking library adapters refers to direct linkage using DNA ligase without a PCR

procedure.

PCR primers for HLA genotyping

In one aspect, the present invention provides PCR primers for HLA genotyping,
characterized by that said PCR primers are PCR primers for amplification of Exons 2,
3, 4 of HLA-A/B gene and Exon 2 of HLA-DRBI, preferably PCR primers for
amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Table 2, or
preferably PCR primers for amplification of Exon 2 of HLA-DRB1 as shown in Table
7; preferably PCR primers for amplification of Exons 2, 3 and/or 4 of HLA-C,
preferably said PCR primers are shown in Table 3 or Table 4; or preferably PCR
primers for amplification of Exons 2 and/or 3 of HLA-DQBI1, preferably said PCR
primers are shown in Table 5.

The present invention further provides a sequencing method using said PCR

primers, comprising

providing a sample, particularly a blood sample, said blood sample is preferably

from mammalian, particularly human;

amplifying: amplifying DNA from the blood sample with the PCR primers to
obtain PCR products, and purifying the PCR products;

sequencing: subjecting the PCR products to sequencing, the sequencing method
may be Sanger sequencing method, or the second generation sequencing method (such
as Hiseq 2000, Illumina GA and Roche454).

In another aspect, the present invention further provides the use of said PCR
primers in HLA genotyping, characterized by using said PCR primers, carrying out
assembly and alignment analysis on the results obtained by the above sequencing
method, and comparing the sequencing results with the standard sequences in the
database to obtain the HLA genotyping results.

In another aspect, the present invention further provides a kit for HLA

genotyping, comprising said PCR primers.
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PCR primers for HLA-A, B genotyping

In one aspect, the present invention provides a set of PCR primers for HLA-A,B
genotyping, characterized by that said PCR primers are as shown in Table 1 or Table 2.

In another aspect, the present invention provides a sequencing method using PCR
primers for HLA-A,B genotyping, comprising:

providing a sample, particularly a blood sample, said blood sample is preferably
from mammalian, particularly human;

amplifying: amplifying DNA from the blood sample with the PCR primers to
obtain PCR products, and purifying the PCR products;

sequencing: subjecting the PCR products to sequencing, the sequencing method
may be Sanger sequencing method, or the second generation sequencing method (such
as Hiseq 2000, Illumina GA and Roche454).

In another aspect, the present invention further provides the use of said PCR
primers in HLA genotyping, characterized by using said PCR primers, carrying out
assembly and alignment analysis on the results obtained by the above sequencing
method, and comparing the sequencing results with the standard sequences in the
database to obtain the HLA genotyping results.

In another aspect, the present invention further provides a kit for HLA
genotyping, comprising the PCR primers for HLA-A,B genotyping of the present

invention.

PCR primers for HLA-C genotyping

The present invention further provides a new method for amplifying Exons 2, 3 and
4 of HLA-C gene, characterized by carrying out PCR amplification using the
amplification primer pairs of the present invention, the sequences of the amplification
primer pairs are as shown in Table 3 or Table 4.

Since Exons 2, 3 and 4 of HLA-C can be amplified by a PCR reaction, the method
of the present invention is particularly suitable for HLA-C genotyping. As compared with
the prior HLA-C genotyping methods, since the products obtained by using the method

and the amplification primers of the present invention are controlled within 700 bp,
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[llumina Solexa sequencing technique-based HLA-SBT may be used during further
genotyping.

The present invention further provides a method for sequencing Exons 2, 3 and 4 of
HLA-C gene in samples, comprising the followings steps of:

1) providing a sample and extracting DNA of the sample;

2) amplifying the DNA with the PCR primer pair for HLA-C genotyping of the
present invention to obtain PCR products, preferably purifying the PCR products, said
PCR primer pair is preferably selected from the group consisting of the primer pair of
SEQ ID NO: 25 and SEQ ID NO: 26, SEQ ID NO: 27 and SEQ ID NO: 28, SEQ ID NO:
29 and SEQ ID NO: 30, or SEQ ID NO: 31 and SEQ ID NO: 32, SEQ ID NO: 33 and
SEQ ID NO: 34, SEQ ID NO: 35 and SEQ ID NO: 36;

3) subjecting the PCR products to sequencing, preferably by the second generation
sequencing method, such as Illumina Solexa or Roche454.

The present invention further provides a HLA-C genotyping method, comprising:

1) PCR amplifying Exons 2, 3 and/or 4 of HLA-C gene of the sample to be tested
with the PCR primer pair for HLA-C genotyping of the present invention, said PCR
primer pair is preferably selected from the group consisting of the primer pair of SEQ ID
NO: 25 and SEQ ID NO: 26, SEQ ID NO: 27 and SEQ ID NO: 28, SEQ ID NO: 29 and
SEQ ID NO: 30, or SEQ ID NO: 31 and SEQ ID NO: 32, SEQ ID NO: 33 and SEQ ID
NO: 34, SEQ ID NO: 35 and SEQ ID NO: 36;

2) subjecting the amplified exons to sequencing, comparing the sequencing results
with the standard sequences in the database so as to determine the genotyping results,
wherein the sequencing is carried out by Sanger sequencing method, or the second
generation sequencing method, such as Illumina Solexa or Roche454.

In another aspect, the present invention further provides a kit for HLA-C genotyping,
comprising the PCR primer pair for HLA-C genotyping of the present invention,
preferably selected from the group consisting of the primer pair of SEQ ID NO: 25 and
SEQ ID NO: 26, SEQ ID NO: 27 and SEQ ID NO: 28, SEQ ID NO: 29 and SEQ ID NO:
30, or SEQ ID NO: 31 and SEQ ID NO: 32, SEQ ID NO: 33 and SEQ ID NO: 34, SEQ
ID NO: 35 and SEQ ID NO: 36. In one embodiment, said kit further comprises additional
agents, for example, agents for DNA amplification, DNA purification, and/or DNA
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sequencing.

Genotyping may be performed on the basis of amplification of Exons 2, 3 and 4 of
HLA-C, by using the amplification primer pair and the genotyping method as provided in
the present invention. Hence, as compared with the prior art, the genotyping utilizes
I[Nlumina Solexa sequencing technique, enhances the throughput, simplifies the procedure,

and meanwhile save time and cost.

PCR primers for HLA-DQB1 genotyping

The present invention further provides a new method for amplifying Exon 2 and/or
3 of HLA-DQBJI, characterized by carrying out PCR amplification with the amplification
primer pairs of the present invention, said amplification primer pairs are as shown in
Table 5.

Since Exons 2 and/or 3 of HLA-DQBI1 can be amplified by a PCR reaction, the
method of the present invention is particularly suitable for HLA-DQB1 genotyping. As
compared with the prior HLA-DQB1 genotyping methods, since the products obtained by
using the method and the amplification primers of the present invention are controlled
within 300-400 bp, Illumina Solexa sequencing technique-based HLA-SBT may be used
during further typing.

The present invention further provides a method for sequencing Exon 2 and/or 3 of
HLA-DQBI in samples, comprising the following steps of:

1) providing a sample and extracting DNA of the sample;

2) amplifying the DNA with the PCR primer pair for HLA-DQBI1 genotyping of the
present invention, preferably PCR primer pairs shown in Table 5, to obtain PCR products,
preferably purifying the PCR products;

3) subjecting the PCR products to sequencing, preferably by the second generation
sequencing method, such as Illumina Solexa or Roche454.

In another aspect of the present invention, the present invention provides an
improved method for HLA-DQB1 genotyping, comprising:

1) amplifying Exon 2 and/or 3 of HLA-DQB!1 to be tested with the PCR primer pair
for HLA-DQB1 genotyping of the present invention, preferably the PCR primer pairs as

shown in Table 5;
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2) subjecting the amplified exons to sequencing, comparing the sequencing results
with the standard sequences in the database so as to determine the genotyping results,
wherein the sequencing method may be Sanger sequencing method or the second
generation sequencing method, such as Illumina Solexa or Roche454.

In another aspect, the present invention further provides a kit for HLA-DQBI1
genotyping, comprising the PCR primer pair for HLA- DQB1 genotyping of the present
invention, preferably, the PCR amplification primer pairs as shown in Table 5. In one
embodiment, said kit further comprises additional agents, for example, agents for DNA

amplification, DNA purification, and/or DNA sequencing.

DESCRIPTION OF DRAWINGS

Figure 1: A drawing illustrating the sequence assembling after labeling with

primer indexes, DNA shearing and DNA sequencing. The forward and reverse
primer index sequences Index-N-F/R (1) are introduced to the two termini of the
PCR products of the sample No. N. The PCR products after shearing by a physical
shearing method, comprises products carrying primer index sequences at one end,
products carrying no primer index sequence at two termini, and completely
unsheared products. All the DNA bands between the maximum read length of the
sequencer and the applicable maximum DNA length of the sequencer are purified
and recovered by gel slicing, and used for sequencing (2). The sequencing data of the
PCR products belonging to the sample No. N are traced using Index-N-F/R. The
known reference sequences of the PCR products are used to localize the relative
positions of the sequence reads, and the sequencing results of the complete PCR
products are assembled based on the overlapping and linkage relationship between
the sequence reads (3, 4).

Figure 2: A drawing illustrating the results of electrophoresis of PCR products of the
corresponding Exons of HLA-A/B/DRBI1 in Sample No.l of Example 2. It can be seen
from electrophoretogram that PCR products are a series of single bands of 300bp-500bp,
wherein Lane M is a marker of molecular weight (DL 2000, Takara Co.), Lanes 1-7 are
the PCR products of the exons (A2, A3, A4, B2, B3, B4, DRB1-2) of HLA-A/B/DRBI1

of Sample No.1, and there is no amplification band in negative control (N). The results of
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other samples are similar.

Figure 3: A drawing illustrating results of DNA electrophoresis after shearing
HLA-Mix in Example 4 (before and after gel slicing), wherein the gel-slicing area is
the area of 450-750bp. Lane M is a marker of molecular weight (NEB-50bp DNA
Ladder), and Lane 1 shows the electrophoretic result of HLA-Mix before gel slicing, and
Lane 2 is a drawing showing the gel of HLA-Mix after slicing.

Figure 4: A screen-capture of the program for construction of consensus
sequence of Sample No.l in Example 6, illustrating assembling the complete
sequence of the PCR products based on primer indexes and the overlapping
relationship between DNA fragments. Please refer to
http://www.ebi.ac.uk/imgt/hla/align.html for nomenclature of HLA genotypes. One
could find the results of all the coding sequence of A*02:03:01 A*11:01:01 in the
result output column on the left, wherein the sequence of Exon 2 is identical to the
original known result of Template 1.

Figure 5: A drawing illustrating the PCR product after labeling with primer
indexes and an adapter index. During experimentation, primer indexes are introduced
to the two termini of the PCR product of each sample by PCR simultaneously;
multiple PCR products carrying different primer indexes are pooled together to
construct a sequencing library. During construction of sequencing libraries, when
multiple sequencing libraries have to be constructed, the sequencing libraries may be
labeled with the library adapters carrying different adapter indexes. After finishing
the construction of libraries, multiple sequencing libraries labeled with different
adapter indexes are pooled together and are sequenced by Illumina GA
simultaneously (the primer indexes may be identical among sequencing libraries
labeled with different adapter indexes). After getting the sequencing results, DNA
sequence information for each sample may be obtained by screening the sequence
information of the adapter indexes and the primer indexes in the sequencing results.

Figure 6: A drawing illustrating the electrophoretic result of the PCR products of
Exons 2, 3, 4 of HLA-C of some samples in Example 8. It can be seen from
electrophoretogram that PCR products are a series of single bands of 400bp-500bp,

wherein Lane M is reference for standard DNA molecular weights (DL 2000, Takara
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Co.).

Figure 7: A drawing illustrating results of DNA electrophoretic gel slicing after
shearing HLA-Mix in Example §, wherein the gel-slicing area is the area of 450-750bp.
Lane M is a marker of molecular weight (NEB-50bp DNA Ladder), and Lane 1 is a
drawing showing the gel of HLA-Mix before slicing, and Lane 2 is a drawing showing
the gel of HLA-Mix after slicing.

Figure 8: A screen-capture of the program for construction of consensus
sequence of Exon 2 of HLA-C site of Sample No. 2 in Example 8. Firstly, the
sequence reads of C site of the sample are aligned with the reference sequence by
BWA software, thereby constructing the consensus sequences of Exons 2, 3, 4 of C
site of the sample; further, the haplotype sequence of each exon of C site is
determined on the basis of the linkage relationship between SNPs; and finally the type
of the sample is determined by the intersection of the haplotype sequences of the
exons. As shown in the figure, two heterozygous SNP are comprised in 695-764 area
of C gene sequence of sample No.2, and it can be determined from readl and read2
that the linkage relationship of SNP is A-C, G-A (“...” in the figure represents the
bases identical to those of the reference sequence). The sequences correspond to the
shaded parts of the sequences of the C*010201 and C*07020101 types, respectively.
The judgment of the linkage relationship of other areas is similar.

Figure 9: A drawing illustrating electrophoresis results of PCR products of Exons
2, 3 and 4 of HLA-C site of 26 samples in Example 9. As shown in the figure, all the
PCR products are of a length Iess than 500 bp; the electrophoretic band is single; there
is no obvious non-specific band; and the amplification efficiency of the same pair of
primers is the same in various samples.

Figure 10: A drawing illustrating the analytic results of the sequencing data of
PCR amplification products of Template 1 by using uType software in Example 9.
The result output column on the left shows the result, C*08:01:01 C*15:05:01, which
are identical to the original known type of Template 1.

Figure 11: A drawing illustrating the electrophoretic result of PCR products of
Exon 2+3 of HLA-DQB1 in 94 samples of Example 10. It can be seen from
electrophoretogram that PCR products are a series of single bands of 250bp-500bp,
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wherein Lane M is reference for standard DNA molecular weights (DL 2000, Takara
Co.), Lanes PI-1 to PI-94 are the PCR amplification products of Exon 2+3 of
HLA-DQBI in 94 samples, and there is no amplification band in negative control (N).

Figure 12 shows the results of DNA electrophoretic gel slicing after shearing
HLA-Q-Mix in Example 10, wherein the gel-slicing area is an area of 350-550bp.
Lane M is a marker of standard DNA molecular weights (NEB-50bp DNA Ladder),
and Lane 1 is a drawing showing the gel of HLA-Q-Mix before slicing, and Lane 2 is a
drawing showing the gel of HLA-Q-Mix after slicing.

Figure 13 shows a screen-capture of the program for construction of consensus
sequence of Sample No. 7 in Example 10, illustrating the main procedure of data
analysis. Firstly, the sequence reads of the DQB1 site of the sample are aligned with
the reference sequence by BWA software, thereby constructing the consensus
sequences of Exons 2, 3 of DQB1 of the sample; and haplotype sequences of Exons 2,
3 of DQBI1 are determined based on the linkage relationship between SNPs. As shown
in the figure, six heterozygous SNPs are comprised in 2322-2412 area of DQB1 gene
sequence of Sample No.7, and it can be determined from readl that the linkage
relationship of SNP1-SNP5 is T-G-T-C-C; it can be determined from read2 that the
linkage relationship of another SNP1-SNP5 is C-C-A-G-T; it can be determined from
read3 that the linkage relationship of SNP3-SNP6 is A-G-T-G; it can be determined
from read4 that the linkage relationship of another SNP3-SNP6 is T-C-C-A; and it can
be determined from the above linkage relationships of said SNPs that readl is linked
to read4, read2 is linked to read3, the complete SNP combination in this area is
T-G-T-C-C-A and C-C-A-G-T-G, and the sequences correspond to the shaded parts of
the sequences of DQB1*0303 and DQB1*0602 type. The judgment of the linkage
relationship of other areas is similar.

Figure 14 shows the electrophoretogram of the products in Example 11, resulted
from amplification of each of Exons 2 and 3 of HLA-DQBI site and amplification of
Exons 2 and 3 with two pairs of PCR primers, respectively. The electrophoretogram
shows three sets of PCR products from seven DNA templates, wherein all the PCR
products have a length less than 500 bp; electrophoretic bands are single; and there is no

obvious non-specific band. There is no amplification band in negative control (N), and
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Lane M is reference for standard DNA molecular weights (DL 2000, Takara Co.).

Figure 15 illustrates the analytic results of the sequencing data of PCR products
resulted from amplification of Exons 2 and 3 of HLA-DQB1 of Template 7, by using
uType software in Example 11. The result output column on the left shows the result,
DQB1*03:03 DQB1%*06:02, which is identical to the original known result of
Template 7.

Figure 16 shows the electrophoretic results of PCR products from the
corresponding Exons of HLA-A/B/C/DQB1 in Sample No. 1 in Example 12. It can be
seen from electrophoretogram that PCR products are a series of single bands of
300bp-500bp, wherein Lane M is a marker of molecular weights (DL 2000, Takara Co.);
Lanes 1-10 are the PCR amplified products of the Exons (A2, A3, A4, B2, B3, B4, C2,
C3, C4, DQBI1) of HLA-A/B/C/DQB1 of Sample No. 1; no amplification band is present
in negative control (N). The results of other samples are similar.

Figure 17 illustrates the result of recovery from agarose gel after pooling
HLA-1-Mix, HLA-2-Mix, HLA-3-Mix, HLA-4-Mix, HLA-5-Mix, HLA-6-Mix,
HLA-7-Mix, HLA-8-Mix, HLA-9-Mix and HLA-10-Mix in equal mole in Example 12.
Lane M is a marker of molecular weights, and Lane 1 is the electrophoretic result of the
pool, and Lane 2 is the electrophoretogram after gel slicing containing the DNA
fragments of a length ranging from 450 to 750 bp.

Figure 18 shows a screen-capture of the program for construction of consensus
sequence of Exon 2 of HLA-C site of Sample No. 1 in Example 12. Firstly, the
sequence reads of C site of the sample are aligned with the reference sequence by
BWA software, thereby constructing the consensus sequences of Exons 2, 3, 4 of C
site of the sample; further, the haplotype sequences of the exons of C site are
determined on the basis of the linkage relationship between SNPs; and finally the type
of the sample is determined by the intersection of the haplotype sequences of the
exons. As shown in the figure, two heterozygous SNPs are comprised in 695-764 area
of C gene sequence of Sample No. 1, and it can be determined from readl and read2
that the linkage relationship of SNPs is A-C, G-A (“...” in the figure represents the
bases identical to those of the reference sequence). The sequences correspond to the

shaded parts of the sequences of the C*¥010201 and C*07020101 type, respectively.
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The judgment of linkage relationship of other areas is similar.

EXAMPLES

The embodiments of the present invention are described in detail in the following
examples. However, a person skilled in the art would understand that the following
examples are used to illustrate the present invention rather than restricting the scope
of the present invention.

In Examples 1-6 of the present invention, Exons 2, 3, 4 of HLA-A/B and Exon 2 of
HLA-DRBI in 95 samples were genotyped by using the combination of primer indexes +
DNA incomplete shearing strategy + Illumia GA sequencer Paired-End 100
sequencing technique (PCR products have a length ranging from 290bp to 500bp),
demonstrating that the method of the invention could accomplish the typing of gene
fragments of a length exceeding the maximum read length of sequencer whilst
sufficiently utilizing the characteristics of the second generation sequencer, such as high
throughput and low cost.

Principle: for the sample to be analyzed, primer indexes were introduced to the two
termini of the PCR products of Exons 2, 3, 4 of HLA-A/B and Exon 2 of HLA-DRBI1 by
PCR reaction so as to specifically label the sample information of the PCR products. The
products of PCR amplification of three sites (HLA-A/B/DRB1) in each group of
samples were pooled together to obtain a library of PCR products; after incomplete
ultrasonic shearing of the library of PCR products, a PCR-free sequencing library was
constructed. The sequencing library was subjected to 2% low melting point agarose
gel electrophoresis, and all the DNA bands of a length ranging from 450bp to 750bp
were purified and recovered by gel slicing (during the construction of the PCR-Free
sequencing library, since library adapters were added to the two termini of the DNA
fragments, the length of the DNA band as shown in the electrophoretogram was about
250 bp longer than the actual length of the DNA fragments; therefore, the fragments of a
length ranging from 450bp to 700bp as recovered here actually correspond to DNA
fragments of an original length ranging from 200 bp to 500 bp). The recovered DNA
was sequenced by Illumina GA PE-100. The sequence information of all the tested

samples can be traced by primer index sequences, and the sequence of the whole PCR
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product can be assembled on the basis of the known reference sequences and the
overlapping and linkage relationship between the sequences of DNA fragments, The
complete sequence of the original PCR product can be assembled with the standard
database of the corresponding exons of HLA-A/B/DRBI, thereby accomplishing
HLA-A/B/DRBI1 genotyping.

Example 1

Sample extraction

DNAs were extracted from 95 blood samples with known HLA-SBT typing
results (China Marrow Donor Program cited hereafter as (CMDP)) by using
KingFisher Automatic Extraction Instrument (US Thermo Co.). The main steps were
as followed: as directed in the handbook, a certain amount of self-contained agents
was added to six deep-well plates and one shallow-well plate equipped by the
KingFisher Automatic Extraction Instrument, and all the plates, to which the agents
were added, were placed in the corresponding positions as required. The program
“Bioeasy_200ul Blood DNA_ KF.msz” was selected, and was implemented to extract
nucleic acids by pressing “star”. Approximately 100 ul eluted products (i.e. the

extracted DNA) were collected from plate Elution after the program was finished.

Example 2

PCR amplification

Different PCR index primers were made by synthesizing PCR primers having
different primer indexes at 5’ end, and such different PCR index primers may be
applied to different samples, wherein the PCR primers were PCR primers for Exons 2,
3, 4 of HLA-A/B and Exon 2 of HLA-DRBI. Thereafter, primer indexes were
introduced to the two termini of the PCR products by PCR reaction, thereby
specifically labeling the PCR products from different samples.

95 sets of PCR index primers were used to amplify 95 DNA samples,
respectively, wherein each set of PCR index primers consisted of a pair of
bidirectional primer indexes (Table 6) and PCR primers for amplification of Exons 2,

3, 4 of HLA-A/B (Table 1) and of Exon 2 of HLA-DRBI1 (Table 7), each forward PCR
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primer has the forward primer index in the pair of primer indexes linked at the 5° end,
and the reverse PCR primer has the reverse primer index in the pair of primer indexes
linked at the 5° end. During the synthesis of primers, the primer indexes were directly
added to the 5° end of the PCR primers.

The 95 DNAs obtained from the sample extraction step of Example 1 were
designated as No. 1-95. PCR reaction took place in 96-well plates, 7 plates in total,
designated as HLA-P-A2, HLA-P-A3, HLA-P-A4, HLA-P-B2, HLA-P-B3,
HLA-P-B4 and HLA-P-DRB!-2 (A2/A3/A4, B2/B3/B4, DRBI1-2 represent the
amplified sites), wherein a negative control without adding any template was set in
each plate, and the primers used in the negative control were the same as those for
Template 1. During experimentation, the numbering information of the samples
corresponding to each pair of primer indexes was recorded.

Table 6: Relevant information of primer indexes

Primer |SEQ SEQ Corresponding |Corresponding
index {ID [Forward primer index (ID  [Reverse primer index [position in|template (Group
No. |NO: NO: 96-well plate |1)
PI-1 |41 |TCGCAGACATCA 42 |TGACACGATGCT |Al 1
PI-2 |43 |TACATCGCACTA (44 |TACAGATGCTGA |[A2 2
PI-3 145 |CTCGATGAGTAC |46 |ACGTCTAGACAC |A3 3
PI-4 |47 |TCTGTATACTCA |48 |TGCTGTAGTGAC |A4 4
PI-5 |49 |TATCTGCTCATA |50 |AGATATCGAGCT [AS 5
PI-6 |51 |[TACATGCTGAGC (52 [ACGTGTCTATCA |A6 6
PI-7 |53 |TCATATCGCGAT [34 |AGATCGTATAGC |[A7 7
PI-8 |55 |ACAGATGCACGC |56 |ATCTCGTGACAG |AS8 8
P1-9 |57 |TAGATCGTACAT |58 |ACTAGTACACGC |[A9 9
PI-10 |59 [ACTACACGTCTC |60 |ATAGTCACGCGT |Al0 10
PI-11 |61 |[AGACTCGCGTAT |62 |TACTAGCTGACG |All 11
PI-12 |63 |ATACTAGTGCTC (64 |[TGTATCGTGCTC [Al2 12
PI1-13 |65 |CACGATGACATC (66 |TAGTGAGCGCAC |B1 13
PI-14 |67 |TGCTGTCTCGAG |68 |CATAGCAGTGTC |B2 14
PI-15 |69 |TGTGCTCGAGTC |70 |TCTGATCGAGCA (B3 15
PI-16 {71 |CACTCGTACATC |72 |AGCGATGCTCAT (B4 16
PI1-17 |73 |CGACGTGCTCGC |74 |[CGCGTACTGCAG |BS 17
PI-18 (75 |ACGCATCTATAC |76 |CTAGTATCGCAG |B6 18
PI-19 |77 |CGAGATGACTCT |78 |TGTATACACGAT |B7 19
PI-20 |79 |ACTGTCTCGAGC |80 |[ACGTAGCGCACA (B8 20
PI-21 |81 |CATCTGCTATAG |82 |TCTAGCTCATGA |B9 21
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PI-22 |83 [ACGCACTCTAGA (84 |CTATGCACTGAT |B10 22
P1-23 (85 |TGAGATACAGTA |86 [ATCTGCTATGAC |(Bll 23
P1-24 187 [ACTCATCGTGCT |88 |TAGAGCTGTCAC |B12 24
PI-25 |89 |TACACTGTCTAT 190 |CAGCACATAGAT |CI 25
PI-26 |91 |[CACAGTACTCGC |92 [|CTGCTAGTGTAT |(C2 26
PI-27 (93 |TGTACTATCATA |94 |TGTGATAGACAC |C3 27
PI-28 (95 |CTAGTACTGACG |96 |AGCGAGTCTACT [C4 28
PI-29 97 |TAGACTGAGCTA |98 |ACATACTGAGAC |C5 29
PI-30 (99 |CAGACGCGTGAG |100 |TACATCTCGTAT |C6 30
PI-31 |101 {CGCGACATCACG |102 |TAGCGATGAGAC |C7 31
PI-32 {103 |ACACTCATAGAT (104 |CTATCATGACAC |C8 32
PI-33 (105 |AGCGTATACTAG |106 [CATACTCACGTA |C9 33
PI-34 |107 [TGTCGTGCTATC |108 |ACATGACTCACG |(C10 34
PI-35 1109 |CGCTAGACTGTA |110 |TACTATAGTCGA |[Cl1 35
PI-36 111 |[ACAGTGTAGCGC |[112 |TGATATGCTACA |Cl12 36
P1-37 (113 [CACTCTATCGAC |114 |TCACGCGATGAG |DI 37
PI-38 |115 |ACACTCTAGTCA |116 |ACGTAGATCTAT |D2 38
PI-39 |117 |[CATATGAGATCG {118 |AGCAGAGTGCTC |D3 39
PI-40 (119 |CAGCTATCATAC |120 [CACTGCAGACGA |D4 40
PI-41 |121 |[TATACTCTAGAT |122 |TGCATAGAGCGC |D5 41
PI-42 1123 |TGTATGCTCGTC |124 |TCGTGACAGATC |[D6 42
PI-43 |125 |TAGTGATGCTCT (126 |ACGAGCTGATAT (D7 43
P1-44 (127 |AGACTCTGAGTC |128 |CTGATAGTATCA |D8 44
PI-45 |129 |CTCATAGACTAC |130 |ATCGCGAGTGAC [D9 45
PI-46 /131 |[TCGCTCACTACA 132 |TGTCTCGACATC |DI10 46
P1-47 |133 [ATAGAGTCTCAT |[134 [CGCATAGCGTAT (Dl11 47
PI-48 |135 {CGAGACACTCGC |136 [TCGTAGTCTACA (D12 48
P1-49 (137 |CAGCATACTATC |138 |TCGTGATACAGA |El 49
PI-50 |139 |CAGCTATAGTCT |140 |ATGCAGATATCT |E2 50
PI-51 {141 [TCTATCGATGCA (142 |[ACACGCAGATCG |E3 51
PI-52 {143 |CATGAGTATAGC {144 |CTAGCTGACGTA |E4 52
PI-53 |145 |[TAGCATATCGAG |146 |TACACGTATGAG |E5 53
PI-54 |147 |ACGACTCGCTAC |148 |TCATGACTAGTA |E6 54
PI-55 |149 |TAGCATACACGC |150 |TGACGCGTATAC |E7 55
PI-56 151 |CGTCATATGCAG (152 |TATAGCGATGAC |ES8 56
PI-57 |153 [TGCAGCGAGTAC {154 [TCGACGCTAGCG [(E9 57
PI1-58 |155 [ CGTGTCGACAGA |156 [CAGTCGTGAGCA [(E10 58
PI1-59 |157 |ACTCGACGTGAG |158 |ACGCGAGTGATA |Ell 59
PI-60 (159 |ACTCGTCTGACG |160 |[TGCTATCACTGA |EI2 60
P1-61 |161 |CATACTGTATCT |162 |TACATAGATGTC |Fl1 61
PI-62 {163 |TCTACTCGTGAC [164 |CACGTATAGTGA |F2 62

atr
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PI-63 (165 |CTGCACTAGACA [166 |ACTCATATCGCA |F3 63
PI-64 1167 ACACGAGCTCAT (168 |CACTCATATCGA |F4 64
P1-65 169 |TACAGATAGTCT |170 |TCGTCTGTGATA |F5 65
PI-66 |171 |[TACACTCGTGCT |[172 |TGACGCTCATCT |Fé6 66
PI-67 [173 [ TACATGTGACGA (174 |TCGTACATGCTC |F7 67
PI-68 |175 |TGTATGATCTCG |176 |CACTGTGCTCAT |F8 68
PI-69 |177 |CAGTACACTCTA |178 |ACTGCATGATCG |F9 69
PI-70 |]179 |CATACTATCACG [180 |TCGTGTCACTAC |F10 70
PI-71 (181 |CACTATACAGAT [182 |CGACACGTACTA [F11 71
PI-72 |183 |ATATCGTAGCAT |184 |TCGTGATCACTA |Fl12 72
PI-73 |185 |[TAGTCTATACAT |186 |AGACGCTGTCGA |Gl 73
PI-74 187 |TGTCACAGTGAC (188 |[TCATATGATCGA |G2 74
PI-75 |189 |ATCGACTATGCT (190 [CGATCATATGAG |G3 75
PI-76 (191 |ATACTAGCATCA |[192 ' TCATGCTGACGA |[G4 76
PI-77 [193 |CACTGACGCTCA [194 |CACTACATCGCT |GS5 77
PI-78 |195 |TCGCTCATCTAT |196 |TAGTACAGAGCT |G6 78
PI-79 (197 |TGTATCACGAGC |198 |ATGATCGTATAC |G7 79
PI-80 {199 | TACTGCTATCTC |200 |CGCTGCATAGCG |G8 80
PI-81 201 |CGCGAGCTCGTC [202 |ACTCGATGAGCT |G9 &1
PI-82 |203 [TAGAGTCTGTAT |204 |TGTCTATCACAT |Gl10 82
PI-83 |205 |[TACTATCGCTCT |206 |TATGTGACATAC |Gl1 83
PI-84 |207 {TAGATGACGCTC |208 |TACTCGTAGCGC |Gl12 84
PI-85 209 |TCGCGTGACATC (210 |ATCTACTGACGT |HI 85
PI-86 (211 |ACACGCTCTACT |212 |ACAGTAGCGCAC |[H2 86
PI-87 |213 |TACATAGTCTCG |[214 [CTAGTATCATGA |H3 87
PI-88 1215 |TGAGTAGCACGC |216 {TCGATCATGCAG |H4 88
PI-89 217 |TAGATGCTATAC 218 |TACATGCACTCA [HS5 89
PI-90 |219 |ATCGATGTCACG |220 |CAGCTCGACTAC |[Hé6 90
PI-91 |221 [ATCATATGTAGC |222 |CTCTACAGTCAC |H7 91
PI1-92 |223 [TAGCATCGATAT |224 |AGATAGCACATC |H8 92
PI-93 (225 |TGATCGACGCTC |226 [CTAGATATCGTC [H9 93
PI-94 1227 |TGCAGCTCATAG |228 |TACAGACTGCAC |H10 94
PI-95 (229 |CGACGTAGAGTC (230 |CAGTAGCACTAC |HI11 95
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Table 7: PCR primers for amplification of the corresponding exons of DRB1 and

without primer indexes

SEQ ID | primer No. |primer sequence use of primer length of
NO: products
231 D2-F1 CACGTTTCTTGGAGTACTCTA
232 D2-F2 GTTTCTTGTGGCAgCTTAAGTT
233 D2-F3 CCTGTGGCAGGGTAAGTATA

For amplification
234 D2-F4 GTTTCTTGAAGCAGGATAAGTT

of Exon 2 of 300bp

235 D2-F5 GCACGTTTCTTGGAGGAGG

HLA-DRBI gene
236 D2-F6 TTTCCTGTGGCAGCCTAAGA
237 D2-F7 GTTTCTTGGAGCAGGTTAAAC
238 D2-R CCTCACCTCGCCGCTGCAC

D2-F1, D2-F2, D2-F3, D2-F4, D2-F5, D2-F6, D2-F7 were forward primers for

amplification of Exon 2 of HLA-DRBI1, D2-R was a reverse primer for amplification of
Exon 2 of HLA-DRBI1.

PCR procedure for HLA-A/B/DRB1 was as followed:
960 2min

950 30s 2600 30s > 720 20s (32cycles)

150 o

PCR reaction system for HLA-A/B was as followed, wherein all the agents were

purchased from Promega (Beijing) Bio-Tech Co.

Promega 5xbuffer I (Mg2+ plus) 5.0ul
dNTP Mixture (2.5mM/ ul each) 2.0ul
PI,+-A/B-Fy3/4 (2pmol/ ul) 1.0ul
Pl -A/B-Ry34 (2pmol/ ul) 1.0ul
Promega Taq (5U/ul) 0.2ul
DNA (about 20 ng/ul) 5.0ul
ddH,O 10.8ul
Total 25.0ul
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The PCR reaction system for HLA-DRB1 was as followed :

Promega 5xbuffer I (Mg2+ plus) 5.0ul
dNTP Mixture (2.5mM/ ul each) 2.0ul
Pl,+D2-F1 (2pmol/ ul) 1.0ul
PI,~D2-F2 (2pmol/ ul) 1.0ul
Pla-D2-F3 (2pmol/ ul) 1.0ul
Pl,+D2-F4 (2pmol/ ul) 1.0ul
Pl,+D2-F5 (2pmol/ ul) 1.0ul
Pl,+D2-F6 (2pmol/ ul) 1.0ul
PI,~D2-F7 (2pmol/ ul) 1.0ul
PI,~D2-R (2pmol/ ul) 1.0ul
Promega Taq (5U/ul) 0.2ul
DNA (about 20 ng/ul) 5.0ul
ddH,0 4.8ul
Total 25.0ul

Wherein Plne-A/B/D2-F 5134567 represents the F primer of HLA-A/B/DRBI1 having
the forward primer index sequence No. n (Table 6) at 5’ end, PIm-A/B/DZ-R.z/3,4
represents the R primer of HLA-A/B/DRBI1 having the reverse primer index sequence No.
n at 5° end (here n<95), and the rest may be deduced similarly. Moreover, each sample
corresponds to a specific set of PCR primers (Plye-A/B/D2-F\ 3067,
Pln-A/B/D2-Ryps).

PCR reaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction, 2ul PCR products were subjected to 1% agarose gel electrophoresis.
Figure 2 showed the electrophoretic result of the PCR products of the corresponding
exons of HLA-A/B/DRBI of Sample No. 1, and the marker for DNA molecular weights
was DL 2000 (Takara Co.). There were a series of single bands of a length ranging from
300 bp to 500 bp in the electrophorogram, indicating successful PCR amplification of the
exons (A2, A3, A4, B2, B3, B4, DRB1-2) of HLA-A/B/DRBI1 of Sample No.1. There
was no amplification band in the negative control (N). The results of other samples were

similar.
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Example 3
Pooling and purification of PCR products

20 pl of the rest PCR products was taken from each well of the 96-well plate
HLA-P-A2 (except for the negative control), and was mixed homogeneously under
shaking in a 3 ml EP tube (designated as HLA-A2-Mix). The same operation was
applied to the other 6 96-well plates, designated as HLA-A3-Mix, HLA-A4-Mix,
HLA-B2-Mix, HLA-B3-Mix, HLA-B4-Mix and HLA-D2-Mix. 200ul was taken from
each of HLA-A2-Mix, HLA-A3-Mix, HLA-A4-Mix, HLA-B2-Mix, HLA-B3-Mix,
HLA-B4-Mix and HLA-D2-Mix, and was mixed in a 3 ml EP tube, designated as
HLA-Mix. 500ul DNA mixture from HLA-Mix was subjected to column purification
with Qiagen DNA Purification kit (QIAGEN Co.) (For the specific purification steps,
please refer to the manufacturer’s instruction). It was determined by Nanodrop 8000
(Thermo Fisher Scientific Co.) that the 200ul DNA obtained by purification has a
HLA-Mix DNA concentration of 48 ng/ul.

Example 4
Shearing of PCR products, and construction of Illumina GA PCR-Free

sequencing libraries

1. DNA shearing

A total amount of Sug DNA, taken from the purified HLA-Mix, was contained in
a Covaris microtube with an AFA fiber and Snap-Cap and was subjected to the
shearing in Covaris S2DNA Shearer (Covaris Co.). The shearing conditions were as
followed:

Frequency sweeping

Duty Cycle 10%
Intensity 5

Cycles/Burst 200

Time (second) 300

2. Purification after shearing

All the sheared products of HLA-Mix were recovered and purified by QIAquick
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PCR Purification Kit, and were dissolved in 37.5ul EB (QIAGEN Elution Buffer),

respectively.

3. Terminal repairing reaction
The purified HLA-Mix after the shearing was subject to DNA terminal repairing
reaction, and the reaction system was as followed (all the agents were purchased from

Enzymatics Co.):

DNA 37.5uL
H,O 37.5pL
10x Polynucleotide Kinase Buffer (B904) 10 uL
dNTP mixture (Solution Set (10mM each)) 4 pL
T4 DNA Polymerase SpuL
Klenow Fragment 1nl
T4 Polynucleotide Kinase 5uL
Total volume 100 pL

Reaction conditions: incubating at 200 for 30 min in a Thermomixer
(Thermomixer, Eppendorf Co.).

The reaction products were recovered and purified by the QIAquick PCR
Purification Kit, and were dissolved in 34 pl EB (QIAGEN Elution Buffer).

4. Addition of A at 3’ end
A was added to 3’ end of the DNA recovered in the last step, and the reaction

system was as followed (all the agents were purchased from Enzymatics Co.):

DNA obtained in the last step 32 uL
10x blue buffer 5uL
dATP (1mM, GE Co.) 10 pL
Klenow (3’-5° exo-) 3 pL
Total volume 50 L

Reaction conditions: incubating at 370 for 30 min in a Thermomixer

(Thermomixer, Eppendorf Co.).
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The reaction products were recovered and purified by MiniElute PCR
Purification Kit (QIAGEN Co.), and were dissolved in 13 ul EB (QIAGEN Elution
Buffer).

5. Ligation of [llumina GA PCR-Free library adapter

The term “PCR-Free library adapter” refers to a segment of designed bases,
whose main role lies in auxiliary fixation of DNA molecule onto the sequencing chip
and lies in providing the binding sites for universal sequencing primers, wherein
PCR-Free library adapter may be directly ligated to the two termini of the DNA
fragments in the sequencing library; since no PCR was involved in the introduction of
the library adapter, the library adapter was called PCR-Free library adapter.

The products having A added were ligated to the [llumina GA PCR-Free library
adapters, and the reaction system was as followed (all the agents were purchased from

Illumina Co.):

DNA obtained in the last step 11pL
2x Rapid ligation buffer 15uL
PCR-free adapter oligo mix (30mM) 1pL
T4 DNA Ligase (Rapid, L603-HC-L) 3uL
Total volume 30 pL

Reaction conditions: incubating at 200 for 15 min in a Thermomixer
(Thermomixer, Eppendorf Co.).

’f he reaction products were purified by Ampure Beads (Beckman Coulter
Genomics), and were dissolved in 50ul deionized water, and the DNA concentration
determined by Fluorescence quantitative PCR (QPCR) was as followed:
result determined by qPCR (nM)
HLA-Mix 78.90

6. Recovery by gel slicing
30uL HLA-Mix was subjected to 2% low melting point agarose gel

electrophoresis. The electrophoretic condition was 100V, 100min. DNA marker was
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the 50bp DNA marker from NEB Co.. The gel containing the DNA fragments ranging
from 450 to 750bp was sliced (Figure 3). The products in the sliced gel were
recovered and purified by QIAquick PCR Purification Kit (QIAGEN Co.), the volume
after purification was 32ul, and the DNA concentration measured by Fluorescence

quantitative PCR (QPCR) was 10.16nM.

Example 5
Illumina GA sequencing

According to the results of QPCR, 10pmol DNA was taken and subjected to the
sequencing by Illumina GA PE-100 program. For the specific operation procedure,

please refer to the Illumina GA operation instruction (Illumina GA IIx).

Example 6

Analysis of the results

The sequencing results from Illumina GA were a series of DNA sequences, and by
searching the forward and reverse primer index sequences and primer sequences in the
sequencing results, databases comprising the sequencing results of the PCR products of
various exons of HLA-A/B/DRBI1 for each sample corresponding to respective primer
index were constructed. The sequencing results of each exon were aligned to the
reference sequence (reference sequences were from http://www.ebi.ac.uk/imgt/hla/) of
the corresponding exon by BWA (Burrows-Wheeler Aligner), and meanwhile, the
consensus sequences of each database were constructed, and the DNA sequences in the
database were selected and corrected. The corrected DNA sequences were assembled into
the corresponding sequences of exons of HLA-A/B/DRB1 on the basis of sequence
overlapping and linkage (Paired-End linkage) relationship. The resultant DNA sequence
was aligned with the sequence database of the corresponding exon of HLA-A/B/DRBI in
IMGT HLA professional database. If the result of sequence alignment shows 100%
match, the HLA-A/B/DRB1 genotype of the corresponding sample was determined.

Please refer to the screen-capture of the program for construction of consensus sequence
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http://www.ebi.ac.uk/imgt/hla/

of Exon 2 of HLA-A site in Sample No.1 as illustrated in Figure 4.
For all 95 samples, the typing results obtained by the above method were

completely consistent with the known typing results, wherein the results of Samples

No. 1-32 were as followed:
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Sample No.

O o ~N O W A~ W N

NN DN N NN = e e el sed ek e e e
hn Hh LW D= O O Y AW NR, D

A*02:03
A*01:01
A*01:01
A*24:08
A*01:01
A*01:01
A*11:01
A*01:01
A*02:06
A*01:01
A*01:01
A*11:01
A*01:01
A*01:01
A*01:01
A*01:01
A*24:07
A*11:01
A*11:01
A*02:11
A*01:01
A*01:01
A*01:01
A*24:85
A*11:01

Original known HLA-A/B/DRBI type

A*¥11:01
A*30:01
A*02:01
A*26:01
A*24:02
A*03:02
A*30:01
A*02:01
A*31:01
A*66:01
A*03:01
A*11:01
A*11:02
A*02:01
A*02:05
A*11:01
A*32:01
A*24:02
A*11:01
A*24:02
A*02:06
A*29:01
A*02:07
A*30:01
A*31:01

B#*38:02
B*08:01
B*15:11
B*40:01
B*54:01
B*15:11
B*13:02
B*35:03
B*27:07
B*37:01
B*35:01
B*15:01
B*(07:02
B*52:01
B*15:17
B*37:01
B*35:05
B*13:01
B*40:02
B*40:01
B*51:01
B*07:05
B*37:01
B*13:02
B*07:06
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B*48:01
B*13:02
B*47:01
B#*51:01
B*55:02
B*37:01
B*15:18
B*81:01
B*40:02
B*49:01
B*52:01
B*15:05
B*15:02
B*67:01
B*50:01
B*40:02
B*40:01
B*35:01
B*55:12
B*40:06
B*57:01
B*15:01
B*46:01
B*55:02
B#*51:01

DRB1*14:54
DRB1*03:01
DRB1%*13:02
DRB1%*04:04
DRB1*04:05
DRB1%10:01
DRB1*04:04
DRB1*11:01
DRB1*03:01
DRB1*10:01
DRB1#01:01
DRB1*04:06
DRB1*#09:01
DRB1*15:02
DRB1*07:01
DRB1*10:01
DRB1%*03:01
DRB1*16:02
DRB1*04:05
DRB1*11:01
DRB1*07:01
DRB1*04:05
DRB1*04:03
DRB1*07:01
DRB1%*12:02

DRB1*15:01
DRB1*07:01
DRB1#15:01
DRB1%09:01
DRB1#09:01
DRB1*14:54
DRB1*07:01
DRB1#15:01
DRB1#13:02
DRB1#13:02
DRB1*15:02
DRB1*15:01
DRB1*15:01
DRBI1#16:02
DRB1*15:01
DRB1#12:02
DRB1*04:05
DRB1#16:02
DRB1*15:01
DRB1*15:01
DRB1*12:01
DRB1*07:01
DRB1#10:01
DRB1*15:01
DRB1#14:05




26
27
28
29
30
31
32

Sample No.

O 0 N N W R WN

— e e bt e ek pmd
W 1 SN L kNN = O

A*01:01
A*01:01
A*01:01
A*26:01
A*02:01
A*01:01
A*11:01

A*02:03
A*01:01
A*01:01
A*24:08
A*01:01
A*01:01
A*11:01
A*01:01
A*02:06
A*01:01
A*01:01
A*11:01
A*01:01
A*01:01
A*01:01
A*01:01
A*24:07
A*11:01

A*11:01
A*02:01
A*24:02
A*66:01
A*29:02
A*11:03
A*26:01

B*46:01
B*15:18
B*37:01
B*40:40
B*13:02
B*15:01
B*35:03

B*57:01
B*37:01
B*46:01
B*41:02
B*45:01
B*57:01
B*38:01

DRB1*07:01
DRB1*04:01
DRB1*09:01
DRB1%*12:01
DRB1%*03:01
DRB1*07:01
DRB1%*11:03

The determined HLA-A/B/DRBI type

A*11:01
A*30:01
A*02:01
A*26:01
A*24:02
A*03:02
A*30:01
A*02:01
A*31:01
A*66:01
A*03:01
A*11:01
A*¥11:02
A*02:01
A*02:05
A*11:01
A*32:01
A*24:02

B*38:02
B*08:01
B*15:11
B*40:01
B*54:01
B*15:11
B*13:02
B*35:03
B*27:07
B*37:01
B*35:01
B*15:01
B*07:02
B*52:01
B*15:17
B*37:01
B*35:05
B*13:01

B*48:01
B*13:02
B*47:01
B*51:01
B*55:02
B*37:01
B*15:18
B*81:01
B*40:02
B*49:01
B*52:01
B*15:05
B*15:02
B*67:01
B*50:01
B*40:02
B*40:01
B*35:01

DRB1*14:54
DRB1*03:01
DRB1*13:02
DRB1%*04:04
DRB1*04:05
DRB1*]0:01
DRB1%*04:04
DRBI1*11:01
DRB1*03:01
DRB1*10:01
DRB1*01:01
DRB1*04:06
DRB1*09:01
DRB1%*15:02
DRB1*07:01
DRB1*10:01
DRB1*03:01
DRB1*16:02

DRB1#08:03
DRB1*15:01
DRB1#10:01
DRB1#15:01
DRB1*12:02
DRB1%*15:01
DRB1*14:04

DRB1*¥15:01
DRB1*07:01
DRB1%*15:01
DRB1*09:01
DRB1*09:01
DRB1*14:54
DRB1*07:01
DRB1*15:01
DRB1*13:02
DRB1*13:02
DRB1*15:02
DRB1*15:01
DRB1*15:01
DRB1*16:02
DRB1%*15:01
DRB1%*12:02
DRB1*04:05
DRB1%*16:02




19
20
21
22
23
24
25
26
27
28
29
30
31
32

Note: among HLA-DRBI1 types, DRB1*¥1201 does not exclude the possibility of
DRB1#1206/1210/1217, and DRB1*1454 does not exclude the possibility of

DRB1*1401, because said alleles were completely identical in the sequence of Exon

A*11:01
A*02:11
A*01:01
A*01:01
A*01:01
A¥24:85
A*11:01
A*01:01
A*01:01
A*01:01
A¥26:01
A*02:01
A*01:01
A*11:01

2 of HLA-DRBI.

Example 7
HLA-A,B and DRBI1 genotyping by using the second generation sequencing

technique (Illumina GA)

Sample extraction

DNAs were extracted from 950 blood samples with known HLA-SBT typing
results (China Marrow Donor Program cited hereafter as (CMDP)) by using
KingFisher Automatic Extraction Instrument (US Thermo Co.). The method was as

described in Example 1.

PCR amplification

A*11:01
A*24:02
A*02:06
A*29:01
A*02:07
A*30:01
A*31:01
A*11:01
A*02:01
A*24:02
A*66:01
A*29:02
A*11:03
A*26:01

B*40:02
B*40:01
B*51:01
B*07:05
B*37:01
B*13:02
B*07:06
B*46:01
B*15:18
B*37:01
B*40:40
B*13:02
B*15:01
B*35:03
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B*55:12
B*40:06
B*57:01
B*15:01
B*46:01
B*55:02
B*51:01
B*57:01
B*37:01
B*46:01
B*41:02
B*45:01
B*57:01
B*38:01

DRB1*04:05
DRB1*11:01
DRB1*07:01
DRB1*04:05
DRB1%*04:03
DRB1*07:01
DRB1%*12:02
DRB1*07:01
DRB1*04:01
DRB1*09:01
DRB1#*12:01
DRB1*03:01
DRB1*07:01
DRB1%11:03

DRBI1*15:01
DRB1%15:01
DRB1%¥12:01
DRB1*07:01
DRB1*10:01
DRB1*15:01
DRB1*14:05
DRB1%*08:03
DRB1*15:01
DRB1#10:01
DRB1%*15:01
DRB1%*12:02
DRB1*15:01
DRB1*14:04




The 950 DNAs obtained from the sample extraction step were designated as No.
1-950, and were divided into 10 groups (95 DNAs for each), which were designated
as HLA-1, HLA-2, HLA-3, HLA-4, HLA-5, HLA-6, HLA-7, HLA-8, HLA-9,
HLA-10. For each group of samples, 95 DNA samples were amplified by 95 sets of
PCR primers (Table 1) carrying bidirectional primer indexes (Table 6) for
amplification of Exons 2, 3, 4 of HLA-A/B and PCR primers (Table 7) carrying
bidirectional primer indexes (Table 6) for amplification of Exon 2 of HLA-DRBI.
PCR reaction took place in 96-well plates, using 70 plates in total, designated as
HLA-X-P-A2, HLA-X-P-A3, HLA-X-P-A4, HLA-X-P-B2, HLA-X-P-B3,
HLA-X-P-B4 and HLA-X-P-DRB1-2 (“X” represents the information of the group
number 1/2/3/4/5/6/7/8/9/10, “A2/3/4”, “B2/3/4”, “DRBI1-2” represent the
amplification sites), wherein a negative control without adding any template was set
in each plate, and the primers used for the negative control were primers labeled by
PI-1 (Table 6). During experimentation, the information of each sample on the group

number and primer indexes was recorded. The method was as described in Example 2.

Pooling and purification of PCR products

For samples of Group X (“X” is 1/2/3/4/5/6/7/8/9/10), 20 pl of rest PCR products
was taken from each well of the 96-well plate HLA-X-P-A2 (except for the negative
control), and was mixed homogeneously under shaking in a 3 ml EP tube (designated
as HLA-X-A2-Mix). The same operation was applied to the other 6 96-well plates of
the samples of Group X, designated as HLA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-B4-Mix and HLA-X-D2-Mix. 200ul was
taken from each of HLA-X-A2-Mix, HLA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-B4-Mix and HLA-X-D2-Mix, and was
mixed in a 3ml EP tube, designated as HLA-X-Mix. 500ul DNA mixture from
HLA-X-Mix was subjected to column purification with Qiagen DNA Purification kit
(QIAGEN Co.) (For the specific purification steps, please refer to the manufacturer’s
instruction) to obtain 200ul DNA, and its DNA concentration was determined by
Nanodrop 8000 (Thermo Fisher Scientific Co.). The same operation was also applied

to other groups. The finally determined DNA concentrations were as followed.
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HLA- | HLA- | HLA- | HLA- |HLA- 'HLA- |HLA- |HLA- |HLA- [HLA-10
1-Miix | 2-Mix | 3-Mix | 4-Mix | 5-Mix | 6-Mix | 7-Mix | 8-Mix |9-Mix |-Mix
concentration (480 [521 (493 [502 [476 [485 (491 [486 513 [508
(ngfud)

The method was as described in Example 3.

The construction of Illumina GA Sequencing libraries was performed by the
method of Example 4. The corresponding relationships between the sample groups

and the library adapters were as followed.

Sample HIA-1 | HLA2 | HLA3 | HLA4 | HLASS5 | HLA6 | HLA-7 | HLASS | HLA9 | HLA-10
group No.

Library 1 2 3 4 5 6 7 8 9 10
adapter No.

The reaction products were purified by Ampure Beads (Beckman Coulter
Genomics), and were dissolved in 50ul deionized water, and the DNA molar
concentrations determined by Fluorescence quantitative PCR (QPCR) were as

followed:

HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA-10

I-Mix | 2Mix | 3-Mix | 4Mix | 5-Mix | 6Mix | 7-Mix | 8Mix | 9-Mix | -Mix

Conc. 7890 | 7213 | 7933 | 8021 | 7768 | 7850 | 8912 | 7860 | 8132 | 8082
@M)

Recovery by gel slicing

HLA-1-Mix, HLA-2-Mix, HLA-3-Mix, HLA-4-Mix, HLA-5-Mix, HLA-6-Mix,
HLA-7-Mix, HLA-8-Mix, HLA-9-Mix and HLA-10-Mix were mixed at an equal mole
(final concentration was 72.13 nM/ul), designated as HLA-Mix-10. 30uL
HLA-Mix-10 was subjected to 2% low melting point agarose gel electrophoresis. The
electrophoretic condition was 100V, 100min. DNA marker was the 50bp DNA marker
from NEB Co.. The gel containing the DNA fragments ranging from 450 to 750bp

was sliced. The products in the sliced gel were recovered and purified by QIAquick
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PCR Purification Kit (QIAGEN Co.), the volume after purification was 32ul, and the
DNA concentration measured by Fluorescence quantitative PCR (QPCR) was
9.96nM.

The sequencing and result analysis were performed as described in Examples 5
and 6. For all 950 samples, the typing results obtained by the above method were

completely consistent with the known typing results.

Example 8
HLA-C genotyping by using the second generation sequencing technique

(Illumina GA)

1. DNA sample extraction

The steps were as described in Example 1.

2. PCR amplification

The steps were as described in Example 2, except that the PCR primers used
were PCR primers for Exons 2, 3 and 4 of HLA-C, as shown in Table 3.

95 sets of PCR index primers were used to amplify 95 DNA samples,
respectively, wherein each set of PCR index primers consisted of PCR primers for
amplification of Exons 2, 3, 4 of HLA-C (Table 3) and a pair of bidirectional primer
indexes (as described below), each forward PCR primer has the forward primer index
of a pair of primer indexes linked at the 5’ end, and the reverse PCR primer has the
reverse primer index of a pair of primer indexes linked at the 5’ end. During the
synthesis of primers, the primer indexes were directly added to the 5’ end of the PCR
primers.

The 95 DNAs obtained from the sample extraction step were designated as No.
1-95. PCR reaction took place in 96-well plates, 3 plates in total, designated as
HLA-P-C2, HLA-P-C3, HLA-P-A4 (C2/3/4 represent the amplification sites),
wherein a negative control without adding any template was set in each plate, and the
primers used in the negative control were the same as the primer PI-96. During
experimentation, the numbering information of the sample corresponding to each pair
of primer indexes was recorded.

The primer indexes used were the primer indexes PI-1 to PI-95 as listed in Table
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6, and the following negative control pirmer index PI-96 (Table 8)

Table 8: Relevant information of the primer index used for the negative control

PI-
96

SEQ ID SEQID Negative
A
NO:239 CACTGTATAGCT NO:240 CGACTAGTACTA | H12 control

step

The DNAs, extracted by using KingFisher Automatic Extraction Instrument in

1, were used as the templates, and PCR amplification was carried out in single

tubes by using primers for exons of HLA-C, wherein the primers have indexes at 5’

end.

PCR procedure was as followed:

C2: 96C 2 min

95C 30s =620 30s 2720 20s (35 cycles)
150 o

C3: 960 2 min

950 30s =560 30s 2> 72C 20s (35 cycles)
15C o

C4: 960 2 min

950 30s 2 60C 30s 2720 20s (35 cycles)
150 oo

PCR reaction system of HLA-C was as followed:

Promega 5xbuffer I (Mg2+ plus) 5.0 uL
dNTP mixture (2.5 mM each) 2.0 pL.
PInr-C-F2/3/4 (50 ng/ul) 1.5 uL
PInf-C-R2/3/4 (50 ng/ul) 1.5 uL
Promega Taq (5 U/ul) 0.2 uL
DNA (about 20 ng/ul) 2.0 pL
ddH,0O 12.8 uL

Total 25.0 uL

Wherein, Pl,~C-Fy/4 represents the F primer of HLA-C having the forward primer

index sequence No. n (Table 2) at 5° end, PI,;-C-Ry/3/4 represents the R primer of HLA-C

having the reverse primer index sequence No. n at 5’ end (here n <96), and the rest may

be deduced similarly. Moreover, each sample corresponds to a specific set of PCR

-~
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primers.

PCR reaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction, 2ul PCR products were subjected to 1.5% agarose gel electrophoresis.
Figure 6 showed the electrophoretic result of the PCR products of the corresponding
exons of HLA-C of the first 20 samples, and the DNA molecular marker was DL 2000
(Takara Co.). There were a series of single bands of a length ranging from 400 bp to 500
bp in the electrophorogram, indicating successful PCR amplification of exons (C2, C3,
C4) of HLA-C of the samples. The results of other samples were similar.

Pooling and purification of PCR products

20 pul of the rest PCR products was taken from each well of the 96-well plate
HLA-P-C2 (except for the negative control), and was pooled homogeneously under
shaking in a 3 ml EP tube (designated as HLA-C2-Mix). The same operation was
applied to the other 2 96-well plates, designated as HLA-C3-Mix and HLA-C4-Mix.
200ul was taken from each of HLA-C2-Mix, HLA-C3-Mix and HLA-C4-Mix, and
was mixed in a 1.5 ml EP tube, designated as HLA-Mix. 500ul DNA mixture from
HLA-Mix was subjected to column purification with Qiagen DNA Purification kit
(QIAGEN Co.) (For the specific purification steps, please refer to the manufacturer’s
instruction). It was determined by Nanodrop 8000 (Thermo Fisher Scientific Co.) that
the 200ul DNA obtained by purification has a HLA-Mix DNA concentration of
50ng/ul.

4. Construction of [llumina GA PCR-Free sequencing libraries

4.1 Shearing of PCR products

A total amount of 5Sug DNA, taken from the purified HLA-Mix, was contained in
a Covaris microtube with AFA fiber and Snap-Cap and was subjected to the shearing
in Covaris S2 (Covaris Co.). The shearing conditions were as followed:

Frequency sweeping

Duty Cycle 10%
Intensity 3
Cycles/Burst 200
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Time (s) 180

4.2 Purification of the sheared PCR products

All the sheared products of HLA-Mix were recovered and purified by QIAquick
PCR Purification Kit, and were dissolved in 37.5ul EB (QIAGEN Elution Buffer),
respectively.

4.3 Terminal repairing reaction

The purified products were subject to DNA terminal repairing reaction, the

reaction system was as followed (all the agents were purchased from Enzymatics

Co.):

Products purified in the last step 37.5 uL
10x Polynucleotide Kinase Buffer (B904) 5uL
dNTP mixture (Solution Set (10mM each)) 2 pL

T4 DNA Polymerase 2.5 uL

Klenow Fragment 0.5 uL

T4 Polynucleotide Kinase 2.5 uL
Total volume 50 pL

Reaction conditions: incubating at 200 for 30 min in a Thermomixer

(Thermomixer, Eppendorf Co.).

The reaction products were recovered and purified by the QIAquick PCR
Purification Kit, and were dissolved in 32 pl EB (QIAGEN Elution Buffer).

4.4 Addition of A at 3’ end

A was added to 3’ end of the DNA recovered in the last step, and the reaction

system was as followed (all the agents were purchased from Enzymatics Co.):

DNA obtained in the last step 32 uL
10x blue buffer 5ul
dATP (1mM, GE Co.) 10 uL
Klenow (3’-5’ exo-) 3ul
Total volume 50 uL

Reaction conditions: incubating at 37C for 30 min in a Thermomixer

(Thermomixer, Eppendorf Co.).
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The reaction products were recovered and purified by MiniElute PCR
Purification Kit (QIAGEN Co.), and were dissolved in 38 ul EB (QIAGEN Elution
Buffer).

4.5 Ligation of Illumina GA PCR-Free library adapter

The products having A added were ligated to the Illumina GA PCR-Free library
adapters, and the reaction system was as followed (all the agents were purchased from

[llumina Co.):

DNA obtained in the last step 38 uL
10x Ligation buffer 5puL
PCR-free adapter oligo mix (30mM) 2 uL
T4 DNA Ligase (Rapid, L603-HC-L) 5uL
Total volume 50 pL

Reaction conditions: incubating at 160 overnight in a Thermomixer
(Thermomixer, Eppendorf Co.).

The reaction products were purified by Ampure Beads (Beckman Coulter
Genomics), and were dissolved in 50ul deionized water, and the DNA concentration
determined by Fluorescence quantitative PCR (QPCR) was as followed:
result determined by qPCR (nM)
HLA-Mix 122.71

4.6 Recovery by gel slicing

30uL HLA-Mix was subjected to 2% low melting point agarose gel
electrophoresis. The electrophoretic condition was 100V, 100min. DNA marker was
the 50bp DNA Ladder from NEB Co.. The gel containing the DNA fragments ranging
from 400 to 750bp was sliced (Figure 7). The products in the sliced gel were
recovered and purified by QIAquick PCR Purification Kit (QIAGEN Co.), the volume
after purification was 32ul, and the DNA concentration measured by Fluorescence
quantitative PCR (QPCR) was 17.16nM.

5. Illumina GA sequencing

According to the detection results of QPCR, 10pmol DNA was taken and
subjected to the sequencing by Illumina GA PE-100 program. For the specific
operation procedure, please refer to the Illumina GA operation instruction (Illumina
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GA IIx).

6. Analysis of the results

The sequencing results from Illumina GA were a series of DNA sequences, and by
searching the forward and reverse primer index sequences and primer sequences in the
sequencing results, databases comprising the sequencing results of the PCR products of
various exons of HLA-C for each sample corresponding to respective primer index were
constructed were constructed. The sequencing results of each exon was aligned to the
reference sequence (reference sequences were from http:/www.ebi.ac.uk/imgt/hla/) of
the corresponding exon by BWA (Burrows-Wheeler Aligner), and consensus sequences
of each database were constructed; and the sequence reads were selected and corrected
based on the quality value of base sequencing, and difference between the sequence reads
and consensus sequences. The corrected DNA sequences were assembled into the
corresponding sequences of exons of HLA-C on the basis of sequence overlapping and
linkage (Paired-End linkage) relationship. The screen-capture of Figure 8 illustrates the
procedure for construction of consensus sequence of Exon 2 of HLA-C site in Sample

No.2.

The resultant DNA sequence was aligned with the sequence database of the
corresponding exon of HLA-C in IMGT HLA professional database. If the result of
sequence alignment showed 100% match, the HLA-C genotype of the corresponding
sample was determined. For all 95 samples, the typing results obtained by the above
method were completely consistent with the known typing results, wherein the typing
results of Samples No. 1-32 were as followed: (as shown in Table 9, all the obtained

results were identical to the original known results).
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http://www.ebi.ac.uk/imgt/hla/

Table 9: Comparison of the typing results obtained by the above method with the

original known typing results of the samples

Sample  Original known HLA-C Results for HLA-C Identical
No. genotype obtained at this time or not
1 C*08:01 C*15:05 C*08:01 C*15:05 yes
2 C*01:02 C*07:02 C*01:02 C*07:02 yes
3 C*08:01 C*16:02 C*08:01 C*16:02 yes
4 C*01:02 C*03:02 C*01:02 C*03:02 yes
5 C*01:02 C*02:02 C*01:02 C*02:02 yes
6 C*01:02 C*15:02 C*01:02 C*15:02 yes
7 C*01:02 C*03:04 C*01:02 C*03:04 yes
8 C*03:02 C*07:02 C*03:02 C*07:02 yes
9 C*06:02 C*16:02 C*06:02 C*16:02 yes
10 C*01:02 C*03:04 C*01:02 C*03:04 yes
11 C*03:04 C*07:02 C*03:04 C*07:02 yes
12 C*07:02 C*08:01 C*07:02 C*08:01 yes
13 C*01:02 C*15:02 C*01:02 C*15:02 yes
14 C*01:02 C*03:04 C*01:02 C*03:04 yes
15 C*01:02 C*03:04 C*01:02 C*03:04 yes
16 C*07:02 C*12:02 C*07:02 C*12:02 yes
17 C*04:01 C*08:01 C*04:01 C*08:01 yes
18 C*08:01 C*16:02 C*08:01 C*16:02 yes
19 C*14:02 C*15:02 C*14:02 C*15:02 yes
20 C*01:02 C*03:03 C*01:02 C*03:03 yes
21 C*03:03 C*08:01 C*03:03 C*08:01 yes
22 C*03:04 C*07:02 C*03:04 C*07:02 yes
23 C*07:02 C*08:01 C*07:02 C*08:01 yes
24 C*07:02 C*12:02 C*07:02 C*12:02 yes
25 C*07:02 C*12:03 C*07:02 C*12:03 yes
26 C*03:04 C*08:01 C*03:04 C*08:01 yes
27 C*01:02 C*03:04 C*01:02 C*03:04 yes
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28 C*07:02 C*12:02 C*07:02 C*12:02 yes

29 C*03:02 C*07:02 C*03:02 C*07:02 yes
30 C*01:02 C*03:03 C*01:02 C*03:03 yes
31 C*01:02 C*07:02 C*01:02 C*07:02 yes
32 C*01:02 C*07:02 C*01:02 C*07:02 yes

Note: among HLA-C types, C*0303 does not exclude the possibility of C*0320N,
C*0401 does not exclude the possibility of C*0409N/0430, C*0702 does not
exclude the possibility of C*0750, C*0801 does not exclude the possibility of
C*0822, C*1505 does not exclude the possibility of C*1529, because said alleles

were completely identical in the sequences of Exons 2, 3, 4 of HLA-C.

Example 9: HLA-C genotyping by using Sanger sequencing method
1. Sample DNA extraction
As described in Example 1, DNAs were extracted by using KingFisher
Automatic Extraction Instrument from 26 out of 95 samples with known HLA
genotypes.
2. PCR amplification
The above DNAs, extracted by using KingFisher Automatic Extraction
Instrument, were used as templates, and PCR amplification was carried out in single
tubes by using three pairs of PCR primers C-F2/C-R2, C-F3/C-R3, C-F4/C-R4 (Table
3), respectively. The PCR procedure for each pair of primers was as followed:
C2: 960 2 min
950 30s 2620 30s 7200 20s (35 cycles)
150 o0
C3: 96U 2min
950 30s > 56L 30s =720 20s (35 cycles)
1500 o
C4: 960 2min
95C 30s 2600 30s >720 20s (35 cycles)
15C oo
PCR reaction system of HLA-C was as followed:
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Promega 5xbuffer I (Mg2+ plus) 5.0 uL
dNTP Mixture (2.5 mM each) 2.0 uL
Primer mix (50 ng/pL) 3.0 uL
Promega Taq (5 U/pL) 0.2 uL
DNA (about 20 ng/pL) 2.0 pL
ddH,O 12.8 uL

total 25.0 uLL

PCR products were subjected to agarose gel electrophoresis (Figure 9) before
purification.

3. Purification of PCR products

PCR products were purified by using Millipore purification plates. The main

steps were as followed. The wells to be used were marked with a marker pen in the
96-well purification plate for PCR products, and 50 ul ultrapure water was added to
each of the wells to be used. The rest wells were sealed by sealing film. The plate
was stood for 15 min or was connected to a drawing and filtering system (-10 pa) for
5 min. When the purification plate was taken from the drawing and filtering system,
liquid in the discharge port at the bottom of the purification plate was sipped up with
absorbent paper.

PCR products to be purified were centrifugated at 4000 rpm for 1 min; the cover
or silica gel pad for the PCR products to be purified was removed, and 100 ul
ultrapure water was added to each PCR reaction system. Then, the purification plate,
to which the PCR products to be purified were added, was connected to the drawing
and filtering system, and the vacuum degree was adjusted to -10 pa as shown in
barometer. The drawing and filtering were continued until no liquid was left on the
microporous regeneratable cellulose film at the bottom of the purification plate, and
no reflection gloss of intact liquid surface was found when observing under light.

In the wells containing PCR products to be purified, 50 ul ultrapure water or TE
was added to the microporous regeneratable cellulose film; the purification plate was
vibrated at room temperature in a trace vibrator for 5 min; and the whole liquids
contained in the corresponding wells were transferred to the corresponding wells of a

new 96-well PCR plate.
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4. Performance of sequencing reaction and purification of products of the
sequencing reaction

The above purified PCR products were used as templates for sequencing
reaction.

Conditions for sequencing reaction

960 2 min
960 10s = 55C 5s = 600 2min (25 cycles)
150 o
The system for sequencing reaction was
Purified PCR products 1 pL
primers (3.2 pmol/l) I pL
2.5 *Bigdye 0.3 uL
5*Buffer 0.85 uL
water 1.85 uL
Total volume 5ul

The products of the sequencing reaction were purified by the following steps: the
sequencing reaction plate was balanced, and centrifugated at 3000 g for 1 min. In the
96-well plate, to each 5 pL reaction system, 2uL 0.125 mol/L EDTA-Na2 solution,
33 pL 85% ethanol were added, and the plate was covered by a silica gel pad and
was sufficiently vibrated for 3 min. The plate was then centrifugated at 4C, 3000 g
for 30 min. The sequencing plate was taken out after centrifugation, the silica gel
pad was removed, and the sequencing plate was placed downwardly onto absorbent
paper, and was then subjected to inverted centrifugation until the centrifugal force
reached 185g. To each well of the 96-well plate, 50 ul 70% ethanol was added. The
plate was covered with a silica gel pad, and vibrated for 1.5 min, and centrifugated
at 400, 3000 g for 15 min. The sequencing reaction plate was then placed in a dark
and ventilative place for 30 min so as to be air-dried until no ethanol odor was felt.
To each well of the 96-well plate, 10 uL HI-DI formamide was added (alternatively,
to each well of a 384-well plate, 8 pL was added), and then the plate was covered by
sealing film, and was centrifugated to 1000 rpm after vibrating for Ss.

5. Sequencing and result analysis
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Purified products of the sequencing reaction were subjected to capillary

electrophoresis sequencing in ABI 3730XL. The sequencing peaks were analyzed by

uType software (Invitrogen) to obtain HLA typing results (Figure 10). All the results

obtained by the above method were identical to the original known results, as shown

in Table 10.

Table 10: Comparison of the typing results obtained by the above method with

the original known typing results

Sample  Original known HLA-C

No. genotype
1 C*08:01 C*15:05
2 C*01:02 C*07:02
3 C*08:01 C*16:02
4 C*01:02 C*03:02
5 C*01:02 C*02:02
6 C*01:02 C*15:02
7 C*01:02 C*03:04
8 C*03:02 C*07:02
9 C*06:02 C*16:02
10 C*01:02 C*03:04
11 C*03:04 C*07:02
12 C*07:02 C*08:01
13 C*01:02 C*15:02
14 C*01:02 C*03:04
15 C*01:02 C*03:04
16 C*07:02 C*12:02
17 C*04:01 C*08:01
18 C*08:01 C*16:02
19 C*14:02 C*15:02
20 C*01:02 C*03:03
21 C*03:03 C*08:01
22 C*03:04 C*07:02
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Results for HLA-C

obtained at this time

C*08:01
C*01:02
C*08:01
C*01:02
C*01:02
C*01:02
C*01:02
C*03:02
C*06:02
C*01:02
C*03:04
C*07:02
C*01:02
C*01:02
C*01:02
C*07:02
C*04:01
C*08:01
C*14:02
C*01:02
C*03:03
C*03:04

C*15:05
C*07:02
C*16:02
C*03:02
C*02:02
C*15:02
C*03:04
C*07:02
C*16:02
C*03:04
C*07:02
C*08:01
C*15:02
C*03:04
C*03:04
C*12:02
C*08:01
C*16:02
C*¥15:02
C*03:03
C*08:01
C*07:02

Identical
or not
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes

yes




23 C*07:02 C*08:01 C*07:02  C*08:01 yes
24 C*07:02 C*12:02 C*07:02  C*12:02 yes
25 C*07:02 C*12:03 C*07:02 C*12:03 yes
26 C*01:02 C*07:02 C*01:02  C*07:02 yes

Example 10: HLA-DQBI1 genotyping by using the second generation sequencing
technique (Illumina Solexa)

94 blood samples with known HLA-SBT typing results were subjected to
HLA-DQBI1 genotyping, according to the methods as described in Example 8, except
for the following items.

94 sets of PCR index primers were used to amplify 94 DNA samples,
respectively, wherein each set of PCR index primers consisted of PCR primers for
amplification of Exon 2 or 3 of HLA-DQB1 (Table 5) and a pair of bidirectional
primer indexes (as described above), each forward PCR primer has the forward primer
index of a pair of primer indexes linked at the 5’ end, and the reverse PCR primer has
the reverse primer index of a pair of primer indexes linked at the 5° end. During the
synthesis of primers, the primer indexes were directly added to the 5° end of the PCR
primers, wherein the primers were synthesized by Shanghai Invitrogen Co.

The 94 DNAs obtained in the sample extraction step, were designated as No.
1-94. PCR reaction was carried out in 96-well plates, Exons 2, 3 of DQB1 in each
sample was amplified in the same well. Two negative controls without adding any
template were set in each plate, and the primer indexes used in negative controls are
PI-95 and PI-96. During experimentation, the numbering information of the sample
corresponding to each pair of primer indexes was recorded.

The primer indexes used were the primer indexes PI-1 to PI-94 as listed in Table
6, and the following primer indexes PI-95 and P1-96 (Table 11) for negative controls.

Table 11: Relevant information on the primer indexes used for negative controls

PI- | SEQID SEQ ID Negative
CGACGTAGAGTC CAGTAGCACTAC | H11

95 NO:229 NO:230 control

PI- | SEQID SEQID Negative
CACTGTATAGCT CGACTAGTACTA | H12

96 | NO:239 NO:240 control
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PCR procedure for HLA-DQB1 was as followed:
960 2min

950 30s>600 30s->720 20s (32 cycles)

156 oo

PCR reaction system for HLA-DQB1 was as followed:

Promega 5xbuffer I (Mg2+ plus) 5.0ul
dNTP mixture (2.5 mM each) 2.0 ul
PInf-Q-F2 (2 pmol/ul) 1.0 ul
PInf-Q-R2 (2 pmol/ul) 1.0ul
PInf-Q-F3 (2 pmol/ul) 1.0 ul
PInf-Q-R3 (2 pmol/ul) 1.0 ul
Promega Taq (5U/ul) 0.2 ul
DNA (about 20 ng/ul) 5.0ul
ddH,0O 8.8 ul

Total 25.0ul

Wherein, PInf-Q-F2/3 represents the F primer of HLA-DQBI1 having the forward
primer index sequence No. n (Table 1) at 5’ end; PInf-Q-R 2/3 represents the R primer of
HLA-DQB1 having the reverse primer index sequence No. n at 5” end (here n <96); and
the rest may be deduced similarly. Moreover, each sample corresponds to a specific set
of PCR primers.

PCR reaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction, 2ul PCR products were subjected to 1.5% agarose gel electrophoresis.
Figure 11 showed the electrophoretic result of the PCR products of Exons 2+3 of
HLA-DQBI1 of 94 samples, and the DNA molecular marker was DL 2000 (Takara Co.).

Pooling and purification of PCR products

20 pl of the rest PCR products was taken from each well of the 96-well plate
HLA-P-DQBI1 (except for the negative control), and was mixed homogeneously in a 3
ml EP tube (designated as HLA-Q-Mix). 500ul DNA mixture from HLA-Q-Mix was
subjected to column purification with Qiagen DNA Purification kit (QIAGEN Co.)
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(For the specific purification steps, please refer to the manufacturer’s instruction). It

was determined by Nanodrop 8000 (Thermo Fisher Scientific Co.) that the 200ul

DNA obtained by purification has a HLA-Q-Mix DNA concentration of 48ng/ul.
Conditions for shearing were as followed:

Frequency sweeping

Duty Cycle 10%
Intensity 5
Cycles/Burst 200

Time (s) 300

The reaction products were subjected to terminal repairing reaction, and then
were recovered and purified by QIAquick PCR Purification Kit, and were dissolved in
34ul EB (QIAGEN Elution Buffer).

The reaction products were further subjected to the addition of A at 3” end, and
then were recovered and purified by MiniElute PCR Purification Kit (QIAGEN Co.),
and were dissolved in 13 pl EB solution (QIAGEN Elution Buffer).

After ligation of library adapters, the reaction products were purified by Ampure
Beads (Beckman Coulter Genomics), and were dissolved in 50 ul deionized water,
and the DNA concentration determined by Fluorescence quantitative PCR (QPCR)

was as followed:

result determined by qPCR (nM)
HLA-Q-Mix 115.3
The gel containing the DNA fragments ranging from 350 to 550bp was sliced

(Figure 12). After purification and recovery of the products from the gel, the DNA
concentration, as determined by Fluorescence quantitative PCR (QPCR), was 18.83

nM.

Analysis of the results

The sequencing results from Illumina GA were a series of DNA sequences, and by
searching the forward and reverse primer index sequences and primer sequences in the
sequencing results, databases, comprising the sequencing results of the PCR products of

various exons of HLA-DQBI1 for each sample corresponding to respective primer
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index were constructed. The sequencing results of each exon was aligned to the
reference sequence (reference sequences were from http://www.ebi.ac.uk/imgt/hla/) of
the corresponding exon by BWA (Burrows-Wheeler Aligner), and consensus sequences
of each database were constructed, and the sequence reads were selected and corrected
based on the quality value of base sequencing, and difference between the sequence reads
and consensus sequences. The corrected DNA sequences were assembled into the
corresponding sequences of Exons 2, 3 of HLA-DQB1 on the basis of sequence
overlapping and linkage (Paired-End linkage) relationship. The screen-capture of Figure
13 illustrates the procedure for construction of consensus sequence of Exon 2 of
HLA-DQB! site in Sample No.7.

The resultant DNA sequence for Exons 2, 3 of HLA-DQB1 was aligned with the
sequence database of the corresponding exon of HLA-DQB1 in IMGT HLA professional
database. If the result of sequence alignment showed 100% match, the HLA-DQBI1
genotype of the corresponding sample was determined.

For all 94 samples, the typing results obtained by the above method were
completely consistent with the original known typing results, wherein the results of

Samples No. 1-32 were shown in Table 12.

s



http://www.ebi.ac.uk/imgt/hla/

Table 12: The typing results of Samples No. 1-32

Sample Original known DQB1 Results for DQB1 obtained at | Identical
No. genotype this time or not
1 DQB1%*02:02 | DQB1#03:01 | DQB1*02:02 [ DQB1*03:01 yes
2 DQB1*02:02 | DQB1*04:01 | DQB1*02:02 | DQB1*04:01 yes
3 DQB1*05:02 | DQB1*¥02:02 | DQB1*05:02 | DQB1*02:02 yes
4 DQB1*02:02 | DQB1*06:03 | DQB1*02:02 | DQB1*06:03 yes
5 DQB1*03:03 | DQB1*04:02 | DQB1*03:03 | DQB1%04:02 yes
6 DQB1*05:02 | DQB1*03:17 | DQB1*05:02 | DQB1*03:17 yes
7 DQB1*03:03 | DQB1*06:02 | DQB1*03:03 | DQB1%*06:02 yes
8 DQB1*05:03 | DQB1*04:02 [ DQB1*05:03 | DQB1*04:02 yes
9 DQB1*04:02 | DQB1*¥06:01 | DQB1*04:02 { DQB1*06:01 yes
10 DQB1%#05:01 | DQB1*06:10 | DQB1*05:01 | DQB1*06:10 yes
11 DQB1*03:01 | DQB1*03:03 | DQB1*03:01 | DQB1*03:03 yes
12 DQB1*05:01 | DQB1*05:01 | DQB1*05:01 | DQB1*05:01 yes
13 DQB1*02:02 | DQB1%¥04:02 | DQB1*02:02 | DQB1*04:02 yes
14 DQB1*05:02 | DQB1#02:01 | DQB1*05:02 | DQB1*02:01 yes
15 DQB1*02:01 | DQB1*06:02 | DQB1*02:01 | DQB1*06:02 yes
16 DQB1*03:03 | DQB1*04:01 | DQB1*03:03 | DQB1*04:01 yes
17 DQB1*05:01 | DQB1*03:02 | DQB1*05:01 | DQB1%*03:02 yes
18 DQB1#*03:03 | DQB1*06:01 | DQB1*03:03 | DQB1*06:01 yes
19 DQB1*03:03 | DQB1*¥06:10 | DQB1*03:03 [ DQB1*06:10 yes
20 DQB1*05:03 | DQB1*04:01 | DQB1*05:03 | DQB1*04:01 yes
21 DQB1*05:02 | DQB1*04:01 | DQB1*05:02 | DQB1%*04:01 yes
22 DQB1*03:01 | DQB1*03:03 | DQB1*03:01 | DQB1*03:03 yes
23 DQB1*05:02 | DQB1*05:03 | DQB1*05:02 | DQB1*05:03 yes
24 DQB1*05:02 | DQB1*03:02 | DQB1*05:02 | DQB1%*03:02 yes
25 DQB1*03:03 | DQB1*06:01 | DQB1*03:03 | DQB1*06:01 yes
26 DQB1*05:02 | DQB1*06:09 | DQB1*05:02 | DQB1*06:09 yes

~te
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27 DQB1#02:02 | DQB1*06:02 [ DQB1*02:02 | DQB1*06:02 yes
28 DQB1*05:02 | DQB1*03:01 | DQB1*05:02 | DQB1*03:01 yes
29 DQB1*02:01 | DQB1*03:01 | DQB1*02:01 | DQBI1%*03:01 yes
30 DQB1%*06:03 | DQB1*06:09 | DQB1*06:03 | DQB1*06:09 yes
31 DQB1*05:02 | DQB1%02:02 | DQB1*05:02 [ DQB1*02:02 yes
32 DQB1#05:01 | DQB1*06:01 [ DQB1*05:01 | DQB1*06:01 yes

Example 11: HLA-DQB1 genotyping by using Sanger sequencing method
1. Sample DNA extraction
As described in Example 1, DNAs were extracted by using KingFisher
Automatic Extraction Instrument from 20 out of 94 samples with known HLA
genotypes.
2. PCR amplification
The above DNAs,
Instrument, were used as templates, and PCR amplification was carried out in single
tubes by using two pairs of PCR primers (Q-F2 and Q-R2, Q-F3 and Q-R3) as listed

in Table 5, respectively. The PCR procedure for each pair of primers was as followed:

extracted by using KingFisher Automatic Extraction

9605 2min
950 30s>560 30s—>720 20s (35 cycles)
150 o
PCR reaction system for HLA-Q was as followed:
Promega Sxbuffer I (Mg2+ plus) 5.0 uL
dNTP Mixture (2.5 mM each) 2.0 pL
Primer mixture (25 ng/pL) 3.0 uL
Promega Taq (5 U/uL) 0.2 pL
DNA (about 20 ng/pL) 2.0 uL
ddH20 12.8 uL
total 25.0 uL

PCR products were subjected to agarose gel electrophoresis before purification.

3. Purification of PCR products
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The method and steps were the same as those described in Example 9.

4. Performance of sequencing reaction and purification of products of the

sequencing reaction

The method and steps were the same as those described in Example 9.

5. Sequencing and result analysis

Purified products of the sequencing reaction were subjected to capillary

electrophoresis sequencing in ABI 3730XL. The sequencing peaks were analyzed by

uType software (Invitrogen) to obtain HLA typing results (Figure 15). All the results

obtained by the above method were identical to the original known results, as shown

in Table 13.
Table 13: Comparison of the typing results obtained by the above method with

the original known typing results

Sample Results for DQBI1 obtained at | Identical
No. Original known DQBI1 genotype this time or not
1 DQB1%02:02 | DQB1*03:01 | DQB1*02:02 | DQB1*03:01 yes
2 DQB1*02:02 | DQB1*04:01 | DQB1*02:02 | DQB1*¥04:01 yes
3 DQB1*05:02 | DQB1*02:02 } DQB1*05:02 | DQB1*02:02 yes
4 DQB1#02:02 | DQB1*06:03 | DQB1*02:02 | DQB1*06:03 yes
5 DQB1*03:03 | DQB1*04:02 | DQB1*03:03 | DQB1*04:02 yes
6 DQB1#05:02 | DQB1*03:17 | DQB1*05:02 | DQB1*03:17 yes
7 DQBI1*03:03 | DQB1*06:02 | DQB1*03:03 | DQB1*06:02 yes
8 DQB1*05:03 | DQB1*04:02 | DQB1*05:03 | DQB1*04:02 yes
9 DQB1*04:02 | DQB1*06:01 | DQB1*04:02 | DQB1%*06:01 yes
10 DQB1*¥05:01 | DQB1*06:10 | DQB1*05:01 | DQB1*06:10 yes
11 DQB1#*03:01 | DQB1*03:03 | DQB1*03:01 | DQB1%*03:03 yes
12 DQB1*05:01 | DQB1*05:01 | DQB1*05:01 | DQB1*05:01 yes
13 DQB1*02:02 | DQB1*04:02 | DQB1*02:02 | DQB1*04:02 yes
14 DQB1*05:02 | DQB1*02:01 | DQB1*05:02 | DQB1*02:01 yes
15 DQB1#02:01 | DQB1*06:02 | DQB1*02:01 | DQB1*06:02 yes
16 DQB1*03:03 | DQB1*04:01 | DQB1%*03;03 | DQB1*¥04:01 yes
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17 DQB1#05:01 [ DQB1%*03:02 | DQB1*05:01 | DQB1*03:02 yes

18 DQB1*03:03 | DQB1*06:01 | DQB1*03:03 | DQB1*06:01 yes

19 DQB1#%03:03 | DQB1*06:10 | DQB1*03:03 | DQB1*06:10 yes

20 DQB1*05:03 | DQB1*04:01 | DQB1*05:03 | DQB1*04:01 yes

Example 12: Genotyping of Exons 2, 3, 4 of HLA-A/B/C and Exons 2, 3 of
HLA-DQBI1 in 950 samples

In the present example, Exons 2, 3, 4 of HLA-A/B/C and Exons 2, 3 of HLA-DQBI
in 950 samples were genotyped by using the combination of primer indexes, DNA
incomplete shearing strategy, library indexes, PCR-Free libraries preparation, and
Mlumia GA Paired-End 100 sequencing technique (PCR products having a length
ranging from 300bp to 500bp), demonstrating that the method of the present invention
could accomplish the genotyping of gene fragments of a length exceeding the maximum
read length of sequencer, and also demonstrating that the present invention could
accomplish HLA genotyping with low cost, high throughput, high accuracy and high
resolution.

Principle: the samples to be analyzed were divided into 10 groups; for samples of
each group, primer indexes were introduced to the two termini of the PCR products of
Exons 2, 3, 4 of HLA-A/B/C and Exons 2, 3 of HLA-DQBI1 by PCR reaction so as to
specifically label the sample information of the PCR products. The products of PCR
amplification of four sites (HLA-A/B/C/DQB1) in each group of samples were mixed
together to obtain a library of PCR products; after incomplete ultrasonic shearing of
the libraries of PCR products, indexed PCR-free sequencing libraries were
constructed (wherein for the PCR product library of each sample group, a different
adapter was used, thereby constructing 10 indexed sequencing libraries). The 10
indexed sequencing libraries were pooled together at an equal mole to construct a
mixed index sequencing library. The mixed index sequencing library was subjected to
2% low melting point agarose gel electrophoresis, and all the DNA bands of a length
ranging from 450bp to 750bp were recovered and purified by gel slicing. The
recovered DNA was sequenced by the Illumina GA PE-100 method. The sequence

information of all the tested samples can be traced by primer index sequences and
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library index sequences, and the sequence of the whole PCR product can be
assembled on the basis of the known reference sequences and the overlapping and
linkage relationship between the sequences of DNA fragments, The complete
sequence of the original PCR product can be aligned with the standard database of the
corresponding exons of HLA-A/B/C/DQBI, thereby accomplishing
HLA-A/B/C/DQB1 genotyping.

1. Sample extraction

DNAs were extracted from 950 blood samples with known HLA-SBT typing
results (China Marrow Donor Program cited hereafter as (CMDP)) by using
KingFisher Automatic Extraction Instrument (US Thermo Co.). The process was the
same as that described in Example 1.

2. PCR amplification

The 950 DNAs obtained from the sample extraction step were designated as No.
1-950, and were divided into 10 groups (95 DNAs for each group), which were
designated as HLA-1, HLA-2, HLA-3, HLA-4, HLA-5, HLA-6, HLA-7, HLA-8,
HLA-9, HLA-10. For each group of samples, 95 DNA samples were amplified by 95
sets of PCR primers carrying bidirectional primer indexes (Table 6) for amplification
of Exons 2, 3, 4 of HLA-A/B (Table 2), for amplification of Exons 2, 3, 4 of HLA-C
(Table 4), and for amplification of Exons 2, 3 of HLA-DQBI (Table 5), respectively.
PCR reaction took place in 96-well plates, using 100 plates in total, designated as
HLA-X-P-A2, HLA-X-P-A3, HLA-X-P-A4, HLA-X-P-B2, HLA-X-P-B3,
HLA-X-P-B4, HLA-X-P-C2, HLA-X-P-C3, HLA-X-P-C4 and HLA-X-P-DQB1 (“X”
represents the information of the group number 1/2/3/4/5/6/7/8/9/10, “A2/3/4”,
“B2/3/4”, “C2/3/4”, “DQB1” represent the amplification sites), wherein a negative
control without adding any template was set in each plate, and the primers used for
the negative control were primers labeled by PI-1 (Table 6). During experimentation,
the information of each sample on the group number and primer indexes was recorded.
For example, the relevant information on primer indexes PI-1 and PI-2 was as

followed, and the rest may be deduced similarly.
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Corresponding
rimer |SE . SE Corresponding | Corresponding [template (Group
pindex IDQ forwz}rj primer lDQ reverse primer index posit}i)on in : templatg (Grougp n+1, wherein 1<
No. |[NO: Incex NO: 96-well plate 1) n<10, n was an
integer)
Pl-1 | 41 |TCGCAGACATCA | 42 | TGACACGATGCT Al 1 1+95*n
PI-2 | 43 |TACATCGCACTA | 44 |TACAGATGCTGA A2 2 2+95%n

The PCR procedure and PCR reaction system for HLA-A/B/C were the same as
those described in Example 2. The PCR primers for amplification of the
corresponding exons of HLA-A/B were shown in Table 2, and the PCR primers for
amplification of the corresponding exons of HLA-C were shown in Table 4.

PCR procedure for HLA-DQB1 was as followed.

96 2min

950 30s>550 30s=>72C 20s (32cycles)

15C oo

Multiple PCR reaction system for HLA-DQB1 (amplification of Exons 2, 3
simultaneously) is the same as the one described in Example 10, and the PCR primers
for amplification of the corresponding exons of HLA-DQB1 were as shown in Table
5.

Wherein, Pla-A/B/C-Fy34 and Pl,~Q-F2/F3 of
HLA-A/B/C/DQB1 having the forward primer index sequence No. n (Table 6) at 5’ end,
PI,-A/B/C-Ryps and PI,-Q-R2/R3 represent the R primers of HLA-A/B/C/DQBI1

represent the F primers

having the reverse primer index sequence No. n at 5’ end (here n<95), and the rest may
be deduced similarly. Moreover, each sample corresponds to a specific set of PCR
primers (Pl,s-A/B/C-Fas374, Pln-A/B/C-Rys3s, PLie-Q-F2/F3, P1,-Q-R2/R3).

PCR reaction was carried out in PTC-200 PCR apparatus from Bio-Rad Co.. After
PCR reaction, 3ul PCR products were subjected to 2% agarose gel electrophoresis.
Figure 16 showed the electrophoretic result of the PCR products of the corresponding
exons of HLA-A/B/C/DQB1 of Sample No. 1, and the DNA molecular marker was DL
2000 (Takara Co.). There were a series of single bands of a length ranging from 300 bp
to 500 bp in the electrophorogram, indicating successful PCR amplification of exons (A2,
A3, A4, B2, B3, B4, C2, C3, C4, DRB1) of HLA-A/B/C/DQB1 of Sample No.1. There

was no amplification band in negative control (N). The results of other samples were
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similar.

3. Pooling and purification of PCR products

For samples of Group X (“X” is 1/2/3/4/5/6/7/8/9/10), 20 ul of the rest PCR
products was taken from each well of the 96-well plate HLA-X-P-A2 (except for the
negative control), and was mixed homogeneously under shaking in a 3 ml EP tube
(designated as HLA-X-A2-Mix). The same operation was applied to the other 9
96-well plates of the samples of Group X, designated as HLA-X-A3-Mix,
HLA-X-A4-Mix, HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-B4-Mix,
HLA-X-C2-Mix, HLA-X-C3-Mix, HLA-X-C4-Mix, and HLA-X-DQB1-Mix. 200ul
was taken from each of HLA-X-A2-Mix, HLA-X-A3-Mix, HLA-X-A4-Mix,
HLA-X-B2-Mix, HLA-X-B3-Mix, HLA-X-B4-Mix, HLA-X-C2-Mix,
HLA-X-C3-Mix, HLA-X-C4-Mix, and HLA-X-DQBI1-Mix, and was mixed in a 3ml
EP tube, designated as HLA-X-Mix. 500ul DNA mixture from HLA-X-Mix was
subjected to column purification with Qiagen DNA Purification kit (QIAGEN Co.)
(For the specific purification steps, please refer to the manufacturer’s instruction) to
obtain 200ul purified DNA, of which the DNA concentration were determined by
Nanodrop 8000 (Thermo Fisher Scientific Co.). The same operation was also applied
to the other 9 groups of samples. The finally determined DNA concentrations of the
10 groups of samples were as followed.
HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA- | HLA-10
I-Mix | 2Mix | 3-Mix | 4Mix | 5-Mix | 6Mix | 7-Mix | 8Mix | 9-Mix | -Mix
Conc. 531 |523 |561 |[572 |505 |557 |542 |586 539 |48
(ng/al)

4. Construction of Illumina GA sequencing libraries

As described in Example 4, a total amount of Sug DNA, taken from the purified
HLA-X-Mix, was subjected to DNA shearing, purification after shearing, terminal
repairing reaction, addition of A at 3’ end, and ligation of Illumina GA PCR-Free
library adapter.

The corresponding relationship between the sample groups and library adapters

was as followed.
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Sample | HLA-1 | HLA22 | HLA3 | HLA4 | HLAS | HLA6 | HLA7 | HLASS | HLAO | HLA-10

group
No.

Library | 1 2 3 4 5 6 7 8 9 10

adapter
No.

The obtained reaction products were purified by Ampure Beads (Beckman
Coulter Genomics), and were dissolved in 50ul deionized water, and the DNA
concentrations determined by Fluorescence quantitative PCR (QPCR) were as

followed:

HLA- | HLA- | HLA- { HLA- | HLA- | HLA- | HLA- | HLA- | HLA9 | HLA-10
I-Mx | 2Mix | 3-Mix | 4Mix | 5-Mix | 6Mix | 7Mix | &Mix | -Mix | -Mix

Conc/nM | 8660 | 7821 | 5456 | 8735 | 8437 | 8500 | 9621 {8581 | 8814 | 8826

6. Recovery by gel slicing

HLA-1-Mix, HLA-2-Mix, HLA-3-Mix, HLA-4-Mix, HLA-5-Mix, HLA-6-Mix,
HLA-7-Mix, HLA-8-Mix, HLA-9-Mix and HLA-10-Mix were mixed at an equal mole
(final concentration was 70.86nM/ul), designated as HLA-Mix-10. 30uL
HLA-Mix-10 was subjected to 2% low melting point agarose gel electrophoresis. The
electrophoretic condition was 100V, 100min. DNA marker was the 50bp DNA marker
from NEB Co.. The gel containing the DNA fragments ranging from 450 to 750bp
was sliced (Figure 17). The products in the sliced gel were recovered and purified by
QIAquick PCR Purification Kit (QIAGEN Co.), the volume after purification was
32ul, the DNA concentration measured by Fluorescence quantitative PCR (QPCR)
was 10.25nM.

5. Illumina GA sequencing and result analysis
Sequencing and result analysis were carried out according to the methods as

described in Examples 5 and 6.
Databases, comprising the sequencing results of the PCR products of various

exons of HLA-A/B/C/DQB1 for each sample corresponding to respective primer
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index were constructed. The resultant DNA sequence was aligned with the sequence
database of the corresponding exon of HLA-A/B/C/DQB1 in IMGT HLA professional
database. If the 100%
HLA-A/B/C/DQB1 genotype of the corresponding sample was determined. Please refer

result of sequence alignment showed match, the
to the screen-capture of the program for construction of consensus sequence of Exon 2 of
HLA-C site in Sample No.1, as illustrated in Figure 18. For all 950 samples, the typing

results obtained by the above method were completely consistent with the original

known typing results, wherein the results of Samples No. 1-32 were as followed:

No. Original known HLA-A/B/C/DQBI1 type

1 A*02: A*03: B*07: B*46: C*01: C*07: DQBI1*03 DQBI1*06
07 01 02 01 02 02 :03 :02

2 A*11: A*31: B*I5: B*38: C*03: C*07: DQBI*03 DQBI1*04
01 01 11 02 03 02 :03 :01

3 A*02: A*24: B*13: B*46: C*01: C*03: DQB1*03 DQB1*06
07 02 01 01 02 04 :02 :01

4 A*24: A*33: B*40: B*51: C*0l: C*14: DQBI1*03 DQBI1*03
02 03 01 01 02 02 :03 :03

5 A*31: A*31: B*I5: B*35: C*04: C*04: DQBI*03 DQBI1*06
01 01 01 01 01 01 :02 :02

6 A*02: A*03: B*44: B*46: C*0l: C*05: DQB1*03 DQB1*06
07 01 02 01 02 01 :01 :02

7 A*02: A*30: B*07: B*13: C*06: C*07: DQBI1*02 DQBI1*06
01 01 02 02 02 02 :02 :01

8 A*02: A%02: B*46: B*46: C*0l: C*0l1: DQB1*05 DQBI1*03
07 07 01 01 02 02 :02 :03

9 A*01: A*33: B*49: B*58: C*03: C*07: DQBI*06 DQBI1*06
01 03 01 01 02 01 :04 :09

10 A*02: A*11: B*46: B*48: C*01: C*08: DQBI*05 DQBI1*03
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11

12

13

14

15

16
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06 03 02 01 02 01 :01 :01
32 A*03: A*30: B*13: B*51: C*06: C*15: DQB1*02 DQB1*03
01 01 02 01 02 02 :02 :01
Notice: In case that the sequences of Exons 2, 3, 4 of HLA-A/B/C were
completely identical, a common type was selected.
950 samples with known HLA-SBT typing results were subjected to genotyping
of HLA-A/B/C/DQBI sites by the technical strategy of the present invention, and the
results showed that the typing results obtained by the technical strategy of the present

invention were completely consistent with the original known results.

Although the embodiments of the present invention have been already described
in detail, a person skilled in the art would understand that based on all the teaching
as disclosed, various modification and substitution may be made to the embodiments
without departing from the spirit and scope of the present invention. The scope of

the present invention is defined by the claims appended and any equivalent thereof.
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Claims

1. A method for determining the nucleotide sequence of a nucleic acid of interest in a
sample, comprising;:

1) providing n samples, wherein n is an integer of =1; optionally, the n samples
to be analyzed are divided into m groups, m is an integer and n=2m 3 ;

2) amplifying: a pair or multiple pairs of index primers are used for each sample,
when there are templates from the sample, PCR amplification is performed under
conditions suitable for amplifying the nucleic acid of interest, wherein each pair of
index primers consist of a forward index primer and a reverse index primer
comprising primer indexes, wherein the primer indexes comprised in the forward
index primer and reverse index primer may be identical or different: the primer
indexes in the pairs of index primers used for different samples are different;

wherein each pair of index primers are formed by a pair of primer indexes and a
pair of PCR primers, wherein forward and reverse PCR primers have a forward primer
index and a reverse primer index optionally linked by a linker sequence at 5’ end,
respectively; and

wherein said pair of primer indexes are selected from the 95 pairs of primer
indexes as shown in Table 6; and said PCR primers are selected from SEQ ID NOs:
1-40 and 231-238;

3) pooling: when n>1, pooling PCR products from each of the samples together:

4) shearing: subjecting the amplified products to incomplete shearing, and
purifying and recovering;

5) sequencing: subjecting the recovered DNA mixture to sequencing by using the
second generation sequencing technique, to obtain sequences of the sheared DNA;
and

6) assembling: corresponding the obtained sequencing data to samples one by one

based on the unique primer index for each sample, aligning each sequence read to the
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DNA reference sequence corresponding to the PCR products by using alignment
program, assembling a complete sequence of the nucleic acid of interest from the
sequences of the sheared DNA by virtue of sequence overlapping and linkage

relationship.

2. A method of claim 1, wherein said PCR primers are selected from PCR primers
for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in Table 1 or Table 2, or
PCR primers for amplification of Exon 2 of HLA-DRB1 as shown in Table 7; PCR
primers for amplification of Exons 2, 3 and/or 4 of HLA-C as shown in Table 3 or
Table 4; or PCR primers for amplification of Exon 2 and/3 of HLA-DQBI1 gene as

shown in Table 5.

3. A method of claim 1 or 2, wherein said primer indexes comprise at least 10, or
at least 20, or at least 30, or at least 40, or at least 50, or at least 60, or at least 70, or
at least 80, or at least 90, or 95 pairs of the 95 pairs of primer indexes as shown in
Table 6; and/or

wherein said primer indexes consisting of 10-95 pairs 20-95 pairs, 30-95 pairs,
40-95 pairs, 50-95 pairs, 60-95 pairs, 70-95 pairs, 80-95 pairs, 90-95 pairs, or 95 pairs
of the 95 pairs of primer indexes as shown in Table 6; and/or

wherein said primer indexes comprises at least PI-1 to PI-10, or PI-11 to PI-20, or
PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or PI-61 to
PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of the 95 pairs of primer

indexes as shown in Table 6, or combinations of any two or more of them.

4. A method of anyone of claims 1-3, wherein said DNA shearing includes
chemical shearing methods and physical shearing methods, wherein the chemical
shearing methods include enzymatic digestion, and the physical shearing methods

include ultrasonic shearing methods or mechanical shearing methods.

5. A method of anyone of claims 1-4, wherein after said DNA shearing, all DNA
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fragments between the maximum read length of the sequencer and the applicable
maximum DNA length of the sequencer are purified and recovered, wherein said
purification and recovery methods include recovery by electrophoresis and gel slicing,

and recovery by magnetic beads.

6. A method of claim 1, comprising, in addition to steps 1) to 4) of claim 1, the
following steps:

5) constructing a library: constructing a PCR-free sequencing library by using
the library of the sheared PCR products, wherein different library adapters may be
added to distinguish different PCR-Free sequencing libraries, all DNA fragments
between the maximum read length of the sequencer and the applicable maximum
DNA length of the sequencer are purified and recovered;

6) sequencing: subjecting the recovered DNA mixture to sequencing by using the
second generation sequencing technique, obtaining the sequences of the sheared
DNAs;

7) assembling: corresponding the obtained sequencing data to the samples one by
one based on different library adapter sequences of the libraries and the unique primer
index for each sample, aligning each sequence read to the DNA reference sequence
corresponding to the PCR products by using alignment program, assembling a
complete sequence of the nucleic acid of interest from the sequences of the sheared

DNA based on sequence overlapping and linkage relationship.

7. A method of claim 6, wherein in step 5, the DNA fragments of 450 to 750 bp

are purified and recovered.

8. A method of claim 1 or 6, wherein the forward index primer and/or the reverse
index primer are degenerate primers; and/or wherein the second generation
sequencing technique is Paired-End technique.

9. A method of claim 1 or 6, wherein the second generation sequencing technique
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is Jllumina GA or Illumina Hiseq 2000 sequencing technique.

10. A method of claim 1 or 6, wherein the alignment program is Blast or BWA

program.

11. A method of anyone of claims 1-10, wherein the samples are from

mammalian.

12. A method of claim 11, wherein the samples are from human.

13. A method of claim 11, wherein the samples are human blood sample.

14. Use of a method of any one of claims 1 to 13 in HLA typing, characterized
by comprising: sequencing a sample from a patient by the method of any one of
claims 1 to 13, and aligning the sequencing results with sequence data of Exons 2, 3, 4
of HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or 3 of HLA-DQB1 gene
and/or Exon 2 of HLA-DRBI1 in HLA database; wherein if the result of sequence
alignment shows 100% match, the HLA genotype of the corresponding sample is

determined.

15. Use of claim 14, wherein the sample is blood sample; and/or wherein the

HLA database is IMGT HLA professional database.

16. A set of index primers comprising a pair or multiple pairs of index primers,
wherein each pair of index primers comprises a pair of primer indexes and a pair of
PCR primers, wherein the forward and reverse PCR primers have a forward and a
reverse primer index optionally linked by a linker sequence at 5’ end, respectively;

wherein said pair of primer indexes are selected from the 95 pairs of primer
indexes as shown in Table 6; and said PCR primers are selected from SEQ ID NOs:
1-40 and 231-238.
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17. The set of index primers of claim 16, wherein said PCR primers are selected
from PCR primers for amplification of Exons 2, 3 and 4 of HLA-A/B as shown in
Table 1 or Table 2, or PCR primers for amplification of Exon 2 of HLA-DRBI1 as
shown in Table 7; or PCR primers for amplification of Exons 2, 3 and/or 4 of HLA-C
as shown in Table 3 or Table 4; or PCR primers for amplification of Exon 2 and/or 3
of HLA-DQBI1 as shown in Table 5; and/or

wherein said primer indexes comprise at least 10, or at least 20, or at least 30, or
at least 40, or at least 50, or at least 60, or at least 70, or at least 80, or at least 90, or
95 pairs of the 95 pairs of primer indexes as shown in Table 6; and/or

wherein said primer indexes comprise at least PI-1 to PI-10, or PI-11 to PI-20, or
PI-21 to PI-30, or PI-31 to PI-40, or PI-41 to PI-50, or PI-51 to PI-60, or PI-61 to
PI-70, or PI-71 to PI-80, or PI-81 to PI-90, or PI-91 to PI-95 of the 95 pairs of primer

indexes as shown in Table 6, or combinations of any two or more of them.

18. Use of the set of index primers of anyone of claims 16-17 in PCR sequencing

methods.

19. A method of anyone of claims 1-13, wherein the method is used for HLA
typing and further comprises the following steps:

typing: aligning the sequencing results with sequence data of Exons 2, 3, 4 of
HLA-A/B, Exons 2, 3 and/or 4 of HLA-C, Exon 2 and/or 3 of HLA-DQB1 gene
and/or Exon 2 of HLA-DRB1 in HLA database, wherein if the result of sequence
alignment shows 100% match, the HLA genotype of the corresponding sample is

determined.

20. A method of claim 19, wherein the HLA database is IMGT HLA professional

database.

21. A kit for HLA genotyping, comprising the set of index primers of anyone of
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claims 16-17.

22. A kit of claim 21, wherein the kit is used for HLA-A, B genotyping, wherein
said pair of PCR primers is selected from the PCR primer pairs as shown in Table 1 or
Table 2; or

wherein the kit is used for HLA-C genotyping, wherein said pair of PCR primers
is selected from the following primer pairs: SEQ ID NO: 25 and SEQ ID NO: 26; SEQ
ID NO: 27 and SEQ ID NO: 28; SEQ ID NO: 29 and SEQ ID NO: 30; SEQ ID NO: 31
and SEQ ID NO: 32; SEQ ID NO: 33 and SEQ ID NO: 34; and/or SEQ ID NO: 35 and
SEQ ID NO: 36; or

wherein the kit is used for HLA-DQB1 genotyping, wherein said pair of PCR
primers is selected from the primer pair of SEQ ID NO: 37 and SEQ ID NO: 38; and/or
SEQ ID NO: 39 and SEQ ID NO: 40.

23. A kit of anyone of claims 21-22, further comprising agents for DNA
amplification, DNA purification, and/or DNA sequencing.

24. Use of the kit of claim 21 in HLA genotyping.

25. Use of the kit of claim 22 in HLA-A, B genotyping or HLA-C genotyping or
HLA-DQBI1 genotyping.
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primer index

128

ctgatagtat ca

<210>

129
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at

12

12

12

12

12

12




<211> 12
<212> DNA
<213> artificial

<220>
<223> primer index

<400> 129
ctcatagact ac

<210> 130

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 130
atcgcgagtg ac

<210> 131

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer 1index

<400> 131
tcgctcacta ca

<210> 132

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 132
tgtctcgaca tc

<210> 133

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer tindex

<400> 133
atagagtctc at

<210> 134

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 134

TEC110063_NEW SEQUENCE LISTING
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12

12

12

12

12




cgcatagcgt at

<210> 135

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 135
cgagacactc gc

<210> 136

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 136
tcgtagtcta ca

<210> 137

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 137
cagcatacta tc

<210> 138

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 138
tcgtgataca ga

<210> 139

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 139
cagctatagt ct

<210> 140

<211> 12

<212> DNA

<213> artificial

TEC110063_NEW SEQUENCE LISTING
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12

12

12

12

12

12
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<220>
<223> primer index

<400> 140
atgcagatat ct

<210> 141

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 141
tctatcgatg ca

<210> 142

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 142
acacgcagat cg

<210> 143

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer +index

<400> 143
catgagtata gc

<210> 144

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 144
ctagctgacg ta

<210> 145

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 145
tagcatatcg ag

<210> 146
Page 26

LISTING

12

12

12

12
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12
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<211> 12
<212> DNA
<213> artificial

<220>
<223> primer index

<400> 146
tacacgtatg ag

<210> 147

<211> 12

<212> DNA

<213> artificial

<220> .
<223> primer index

<400> 147
acgactcgct ac

<210> 148

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 148
tcatgactag ta

<210> 149

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 149
tagcatacac gc

<210> 150

<211> 12

<212> DNA

<213> artificial

<220> ) .
<223> primer index

<400> 150
tgacgcgtat ac

<210> 151

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 151
Page 27
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12
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cgtcatatgcec ag 12

<210> 152

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 152
tatagcgatg ac 12

<210> 153

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 153
tgcagcgagt ac 12

<210> 154

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 154
tcgacgctag cg 12

<210> 155

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 155
cgtgtcgaca ga 12

<210> 156

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 156
cagtcgtgag ca 12

<210> 157

<211> 12

<212> DNA

<213> artificial

Page 28
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<220>
<223> primer index

<400> 157
actcgacgtg ag

<210> 158

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 158
acgcgagtga ta

<210> 159

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 159
actcgtctga cg

<210> 160

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 160
tgctatcact ga

<210> 161

<211> 12

<212> DNA

<213> artificial

<220> ) ]
<223> primer index

<400> 161
catactgtat ct

<210> 162

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 162
tacatagatg tc

<210> 163
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12

12

12

12

12

12




<211> 12
<212> DNA
<213> artificial

<220>
<223> primer index

<400> 163
tctactcgtg ac

<210> 164

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 164
cacgtatagt ga

<210> 165

<211> 12

<212> DNA

<213> artificial

<220> )
<223> primer findex

<400> 165
ctgcactaga ca

<210> 166

<211> 12

<212> DNA

<213> artificial
<220>

<223> primer index
<400> 166

actcatatcg ca

<210> 167

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer +index

<400> 167
acacgagctc at

<210> 168

<211> 12

<212> DNA

<213> artificial

<220> ] )
<223> primer index

<400> 168
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12

12

12

12

12




cactcatatc ga

<210>
<211>
<212>
<213>

<220>
<223>

<400>

169

12

DNA
artificial

primer index

169

tacagatagt ct

<210>
<211>
<212>
<213>

<220>
<223>

<400>

170

12

DNA
artificial

primer index

170

tcgtctgtga ta

<210>
<211>
<212>
<213>

<220>
<223>

<400>

171

12

DNA
artificial

primer index

171

tacactcgtg ct

<210>
<211>
<212>
<213>

<220>
<223>

<400>

172

12

DNA
artificial

primer index

172

tgacgctcat ct

<210>
<211>
<212>
<213>

<220>
<223>

<400>

173

12

DNA
artificial

primer index

173

tacatgtgac ga

<210>
<211>
<212>
<213>

174

12

DNA
artificial

Page
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12
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<220>
<223> primer index

<400> 174
tcgtacatge tc

<210> 175

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 175
tgtatgatct cg

<210> 176

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 176
cactgtgctc at

<210> 177

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 177
cagtacactc ta

<210> 178

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 178
actgcatgat cg

<210> 179

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 179
catactatca cg

<210> 180
Page 32
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<211> 12
<212> DNA
<213> artificial

<220>
<223> primer index

<400> 180
tcgtgtcact ac

<210> 181

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 181
cactatacag at

<210> 182

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 182
cgacacgtac ta

<210> 183

<211> 12

<212> DNA

<213> artificial

<220> ]
<223> primer index

<400> 183
atatcgtagc at

<210> 184

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 184
tcgtgatcac ta

<210> 185

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 185

IEC110063_NEW SEQUENCE
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tagtctatac at 12

<210> 186

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 186
agacgctgtc ga 12

<210> 187

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 187
tgtcacagtg ac 12

<210> 188

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 188
tcatatgatc ga 12

<210> 189

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 189
atcgactatg ct 12

<210> 190

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 190
cgatcatatg ag 12

<210> 191

<«211> 12

<212> DNA

<213> artificial
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<220>
<223> primer index

<400> 191
atactagcat ca 12

<210> 192

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 192
tcatgctgac ga 12

<210> 193

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 193
cactgacgct ca 12

<210> 194

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 194
cactacatcg ct 12

<210> 195

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 195
tcgctcatet at 12

<210> 196

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 196
tagtacagag ct 12

<210> 197
Page 35




<211>
<212>
<213>

<220>
<223>

<400>

IEC110063_NEW SEQUENCE LISTING

12

DNA
artificial
primer index

197

tgtatcacga gc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

198

12

DNA
artificial

primer index

198

atgatcgtat ac

<210>
<211>
<212>
<213>

<220>
<223>

<400>

199

12

DNA
artificial

primer index

199

tactgctatc tc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

200

12

DNA
artificial

primer {index

200

cgctgcatag cg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

201

12

DNA
artificial

primer index

201

cgcgagcteg tc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

202

12

DNA
artificial

primer index

202
pPage 36
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actcgatgag ct 12

<210> 203

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 203
tagagtctgt at 12

<210> 204

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 204
tgtctatcac at 12

<210> 205

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer <index

<400> 205
tactatcgct ct 12

<210> 206

<211> 12

<212> DNA

<213> artificial

<220> )
<223> primer index

<400> 206
tatgtgacat ac 12

<210> 207

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 207
tagatgacgc tc 12

<210> 208

<211> 12

<212> DNA

<213> artificial
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<220>
<223> primer index

<400> 208
tactcgtagce gc 12

<210> 209

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 209
tcgcgtgaca tc 12

<210> 210

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 210
atctactgac gt 12

<210> 211

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 211
acacgctcta ct 12

<210> 212

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 212
acagtagcgc ac 12

<210> 213

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer +index

<400> 213
tacatagtct cg 12

<210> 214
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<211> 12
<212> DNA
<213> artificial

<220>
<223> primer +index

<400> 214
ctagtatcat ga

<210> 215

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 215
tgagtagcac gc

<210> 216

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer tindex

<400> 216
tcgatcatge ag

<210> 217

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 217
tagatgctat ac

<210> 218

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 218
tacatgcact ca

<210> 219

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 219

IEC110063_NEW SEQUENCE LISTING
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atcgatgtca cg 12

<210> 220

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 220
cagctcgact ac 12

<210> 221

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 221
atcatatgta gc 12

<210> 222

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 222
ctctacagtc ac 12

<210> 223

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 223
tagcatcgat at 12

<210> 224

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 224
agatagcaca tc 12

<210> 225

<211> 12

<212> DNA

<213> artificial

Page 40
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<220>
<223> primer index

<400> 225
tgatcgacgc tc

<210> 226

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 226
ctagatatcg tc

<210> 227

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 227
tgcagctcat ag

<210> 228

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 228
tacagactgc ac

<210> 229

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 229
cgacgtagag tc

<210> 230

<211> 12

<212> DNA

<213> artificial

<220> .
<223> primer index

<400> 230
cagtagcact ac

<210> 231
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<211>
<212>
<213>

<220>
<223>

<400>

21

DNA

artificial
primer sequence
231

cacgtttctt ggagtactct a

<210>
<211>
<212>
<213>

<220>
<223>

<400>

232

22

DNA
artificial

primer sequence

232

gtttcttgtg gcagcttaag tt

<210>
<211>
<212>
<213>

<220>
<223>

<400>

233

20

DNA
artificial

primer sequence

233

cctgtggcag ggtaagtata

<210>
<211>
<212>
<213>

<220>
<223>

<400>

234

22

DNA
artificial

primer sequence
234

gtttcttgaa gcaggataag tt

<210>
<211>
<212>
<213>

<220>
<223>

<400>

235

19

DNA
artificial

primer sequence

235

gcacgtttct tggaggagg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

236

20

DNA
artificial

primer sequence

236

IEC110063_NEW SEQUENCE LISTING
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21

22

20

22

19




tttcctgtgg cagcctaaga

<210> 237
<211> 21
<212> DNA
<213> artificial

<220>
<223> primer sequence

<400> 237
gtttcttgga gcaggttaaa ¢

<210> 238

<211> 19

<212> DNA

<213> artificial

<220>
<223> primer sequence

<400> 238
cctcacctcg ccgetgeac

<210> 239

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 239
cactgtatag ct

<210> 240

<211> 12

<212> DNA

<213> artificial

<220>
<223> primer index

<400> 240
cgactagtac ta

-
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21

19

12

12




