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Highlight of HKSHI Master Class 2017
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1. vidamsdseas Ussnaueig

1.1 Effective HLA Lab QA/QC program 1/33 mmT@m
Associate Professor Dr. Neng YU (Histocompatibility
Laboratory/Memorial Campus Hospital Laboratories,
University of Massachusetts Memorial Medical Center
Worcester, MA, USA)

1.2 Natural Killer Cell Immunoglobulin-Like Recep-
tors (KIR) 15381 HICW Professor Carolyn Katovich Hurley,
Ph.D., D(ABHI) (Department of Oncology, Georgetown
University Medical Center, Washington DC, USA)

1.3 HLA, Drug hypersensitivity and Vaccine U338
I@m Dr. Wen-Hung Chung (Director of Drug Hypersen-

sitivity Clinical and Research Center, Department of
Dermatology, Chang Gung Memorial Hospital, Taiwan)

1.4 miﬁmﬁaﬂw:'n%am unrelated stem cell 133812
108 Professor Carolyn Katovich Hurley~

1.5 HLA Informatics Tools to an Unrelated Donor
Search 133 HWI@H Professor Carolyn Katovich Hurley

1.6 n15YN HLA typing MLnAda Sanger Sequenc-
ing Base Typing (SBT) U Polymerase Chain Reac-
tion-Sequence Specific Oligonucleotide probe (PCR-SSO)
‘]_Iﬁ?imHIGm Professor Carolyn Katovich Hurley

2. Twasdeaudasidanisyseyn fiseit
2.1 Effective HLA Lab QA/QC program Ineavidun
enfumssernszun QA/QC program Sotunan Gl
1) M3¥ Quality Assurance Program 75448
e SRR TededUfie Mefedianiiu srasnani
TR LATATIMNANATTIN
2) fuletnauaswswumUiifon laaimaudaln
fudwihfnnen Aftulddirmignémauimessdue
fitonan Tafonsenadtud e limansndfie
mwmmgmﬁlﬁmmiﬁ
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wibfifeusa AT savesansndesns i
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4) MINT¥UL QA/QC mﬂﬁﬁ@mﬂuﬁa@ﬁﬁ@ms
uaemsfamaiiayssdilseansamm
ﬁ@mﬁwﬂuﬂﬁduﬁu QC/QA” program
Coverage: 1154n33 Quality assurance vndnsasaL-
ARNENNTRR UG (13RI QA program S9BIMN
mwm’faaﬂﬁsﬂadmmﬁmﬁLﬁma%aq)
1) Tasks: Aolnthefidastimemunu uasdiamud
(PITEMILIMIIAEMTUALHINY QA/QC)
2) Tracking and documentation: ﬁmﬁwﬁéﬁaa
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3) Performance: fdindameaRawana At
mIleTSAkau et (fvus KPI AaaMLazmaNy
fnas QA/QC)

4) Cost: MIcHUMIM QA/QC Amsnzaniens
ﬁmmmUﬁizmmﬁﬁamﬁﬁ@miﬁ (MTszifinaenefiszuy
TUNY UALMINZANTLINGTTIN)

MY QA/QC § TN HLA typing FiAeTasdnsy
314 PCR-based assays fléf\‘i‘ﬁ

° U‘%mmuaz@mmwmaaaLﬁmaﬁmmzmﬁumi
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URsnauinethauas PCR reaction TIssnean
mIsafiushoauasiiSrofimanyan
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msdemaiatiostummwiousasinend 19l
MIVAFL
° mimuqmaziimﬁuﬁwml,ﬁa%fuﬁwm Lot/ship-
ment/primers-probes VR0V AT
® NIAILANAMWNN internal control El%ﬂﬁ‘ﬂ@ﬂa‘i_l
uoiavets
mM3usuldin amplification verification
o maUsudiw/mauile/manesm ambiguity
ML9eiiin wipe tests peNawsNzaNlaERWUR
nmmmmmﬁﬁnmmqmiaﬁLﬁ@ﬁ@‘wmm
o msiiumsud ludlewung contamination
Farvua lumstousuasna MU aoHam3
NAFAU
® NMUUANANINANDL LAY MIATIAFBLANNGN
a4 (two independent reviews)
o mmdSutpudayarasaruoaie (IMGT HLA
database) pehstioellay 1 Ase
mimuqmmwwhmimwLaﬁﬁLLaaLaﬁﬁm%’aaﬁumm@
MINAFDY LU
1) wafln PCR-SSP esfiansandsdmiiifendas
\waLﬂ' DNA (source, quality, quantity, integrity), primers
(sensitivity, specificity), control (IQC ﬁmmzam Lﬁamw
#0U amplification failures), contamination, limitation
maaﬁwmmaau (allele dropout, mutation, false reaction),

amplicon (AMIUs4A1 amplicon AMaNZa)

2) Wefia PCR-SSO msRasandamiifiendas ldun
primers (amplicon, coverage, drop-out), probe (signal to
noise ratio, cross-reactivity), hybridization (temperature,
time), wash buffer ﬁmmsﬂuﬁumﬂ%@m limitation 284
ﬁwmwmaau (allele dropout, false reaction, assignment
by negative dropout) &WSUMIN quality control M
#hen POR-SSO dasRmsanisauimamsvn oc Taedas
muqm@mww{iwmmm‘g’uﬂﬁwﬁmslmi nasFaLhen
ﬁmmim%ﬁ'mﬂ@%@ MINAFY primer set 6@@1‘1/134' LagmMa
132154 database ‘Ij@iﬂﬁi

3) wala microcytotoxicity assay AMINNTONFI
ﬁﬁm%’aq 1w cells (quantity, purity and viability),
serum (quantity, purity and interfering substances),
complements (potency, cell specific, method specific
and appropriate storage), control (cell and method
specific)

SvsuMImneeITNMIUNIARNY QA/QC calendar
LLazﬁmumﬁ%uﬁ@ﬁauﬁ%@L’«mﬁ@aiﬁmsmuqm aa/ac T
manfinmensazezam teun

1) Daily QA/QC 15¥naumey MIATIAEaLILLL
aqmmﬁ (temperature, alarm and humidity) LkaZN1T61332
a1 internal quality control (IQC) maaﬁ'aqﬂﬁﬁami
(reagent performance, IQC each test, quantitative
material)

2) Weekly QA/QC sznauene instrument main-
tenance, wipe test S3UMIUssrNTRMRTAMIUAL
ﬂmimﬁmmﬁwuhu@iazm%a‘

3) Monthly QA/QC tagnaueiesgmaysegngas
Faalfitiims (Faeflothaonifauasese) spnasunmmI
WalAileims (Lab CE session) T1ew 1QC collection
LLazﬁmmﬂmﬂﬁammawammuQmmwﬁﬁmsmﬁﬂmmm
(ﬂmﬂﬁ'ammawhm s o ST Kaans ﬁﬂ‘%ﬂmmm
asUSutgudlamelu 30 Sundenniuuds)

4) Quarterly QA/QC tsgnaume MaUsuiiuiay
AANNNAIZUL QA/QC

5) Semiannually QA/QC Usgnaume msausa
‘uqﬂmﬂ{lmi MINLIMANET SP uay WI MItssiiuasuy
Qmwwﬁaa proficiency testing s 1 @%&) wayMIlsuLEn
wamiwmaammm‘%'mﬁaﬁél%ﬂuﬂﬁmﬁammq

6) Annually QA/QC 1senaumemIUssiliunauay
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faRan proficiency testing MIUTAUANNENNTNYR AN
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whl lWsunsumauanasne uazms update UDyANE
U genetic database
7) Biennially QA/QC 15¢nauaiensnTIaLsesiin
AEMNLAARINMERaNTBIUGTGN mimu@qmaﬂm‘fﬁ
2% A wva 1 24 A
mﬂmaqﬂgmmiamma 21
8) Routine or as needed QA/QC 1s¢naume wipe
test (WWatlasmaiiea contamination) MIUseiluaNy
fMasnmMamaiia (adwkayne 6 au Wiailaima
A aa A A A o X
WasmaNTMINIaINTasNasNge)) M3 six area evalu-
ation (M3daina o UftRemlumamason nsastiuiin/
wanaNAMINAREY %38 proficiency test MIFISNIN
aunenh manadeumeathiio blind samples 331
maud e lunsdifiAndiymense)
2.2 Natural Killer Cell Immunoglobulin-Like
Receptors (KIR)
Natural killer cells (NK cells) Wwzasilniianm
RANTRTAIENT cytokines Wagyhane target cells 1
€ @ fda AV o Vve a Ve @ v
wasnzSasradifame hialeviug lea s dudasnu
MANTEUMNLEUARLILINEY Killer cell immuno-glo-
bulin-like receptors (KIR) \u glycoprotein AMsuaasaan
agumilmaatin receptor MinguuRaas NK cell v
ALIANMIIUIDS NK cells 9 ligand 299 KIR fa HLA
Class I molecule {umsiuuuLdumg msmeman KIR
. K o @ v 1% v v o
gene A ligand 209 KIR slsidniudasludneriv s
dw oo R “ A
Aupent HLA identical Nt 8123gd KIR haplotype %

winenariulel KIR family wiiaules inhibitory wae activating
Ui 14 proteins (Figure 1) slumiﬁz;ﬂmwﬁaé
Furiiawdinlalin NK cells Snnuddyson
1. T cells wae NK cells Aumunmdighéylumash
¢ I3 | | o .
FRANELI I@amﬂmgwﬂu@ﬂaﬂm acute myeloid
leukemia (AML)
2. KIR protein ﬁmméwﬁwiaﬂmﬁ@ graft versus
leukemia (GvL)
A ¥ A A L | a
3. WRNRUTNANIH specific KIR alleles A8EINGA

(ﬂla outcomes

4. HLA matching fuffademsmunuianeiians

| |
Y A a

o v | 5 @ J [ 3% oA =1 a
HedoenuaSalunsigneemadduiidinginlainmnn
10 {L5NATH HLA mismatch funtheasinamanies

a
#
¢lamalia graft rejection, GVHD W@y transplant-related
mortality

2.3 HLA, Drug hypersensitivity and Vaccine

¥ o I gl LA
mauiendaduanms bifalseaedfinutisfign laemy
WY v R )

Ididiousiannailaiguuss g fu Auasiiy auflmnmauien

) o a t:i o Y Y A Aa vV v |
maftmileaiiaguussianarh Fiedediale Idun Stevens-
Johnson syndrome (SJS), toxic epidermal necrolysis
(TEN), drug rash with eosinophilia and systemic symp-
toms (DRESS) 38 hypersensitivity syndrome (HSS)
Tagifinsnumaiduinun mauRennmsiavtiiagus
AfennentnefiadanadaiisTusnmaemaiugnImmes
fu HLA 10sithegesnsnsanhliiszgndlimenaiinuia
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KIR Proteins to Genes to Haplotypes

14 Proteins
2DL1 2DL2 2DL3 2DL4 2DLS 2DS1 2DS2 2DS3 2DS4 2DS5 3DL1 3DL2 3DL3 3Ds1

17 Genes
2DL1 2DL2 2DL3 2DL4 2DLS5SA 2DLSB 2DS1 2DS2 2DS3 2DS4 2DSS 3DL1 3DL2 3DL3 3DS1 2DP1 3DP1

\ Pseudogenes

Haplotype cA01 tA01 9 genes

2DL1 2DL3 2DL4 2DS4 3DL1 3DL2 3DL3 2DP1 3DP1

Other haplotypes

Haplotype cB01 tB01 14 genes
2DL1 2DL2 2DL4 2DL5A 2DL5B 2DS1 2DS2 2DS3 2DS5 3DL2 3DL3 3DS1 2DP1 3DP1

T

Figure 1 KIR proteins and KIR genes
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Husnmgsédnasmauien|dun enlfFame nonsteroidal
anti-Inflammatory drugs (NSATDs) enfiufinngaoslssndin
carbamazepine/phenytoin Hﬁﬂ‘]ﬂﬂi@ﬁm‘ allopurinol kg
méﬁ%»b%ﬁ T nevirapine Wa¢ abacavir Dudin
eI Augnas0 sl HLA fums
AN eV N T el DN AN S ee PG TON Y
HLA femsdsiustiumsuienmsfimioasemanesia
Gt
1. HLA-B*58:01 fiumsune maiamiterdiaguussan
¢ Allopurinol
2. HLA-B*15:02 fumsuwenyafamsisannen Carba-
mazepine (CBZ)
3. HLA-B*15:02 flumsunenyamamierfiaguussan
¢ Phenytoin
4. HLA-B*57:01 fUMIUNLNM9AAheaInen Abaca-
Vir
5. HLA-B*35:05 fiUMaunenyafaniioainen Nervi-
rapine
6. HLA 19 NUeN Sulfonamide
ﬂaiﬂﬂmﬁ@ﬂﬁﬁ%mﬂmw’w’mmaﬂwﬁqﬂyfu AN
nasduasugfdaiumashameiussrifiiaUfieen
WA Eﬂﬁrjﬁ@ﬁﬁm‘ﬁu% (delayed drug hypersensitivity reac-
tion) 1w MawRemafanls wudh fieanmaTi CDA+ uag
CD8+ T cells mamaﬁuﬁﬂmaqamawwmu T cell receptor
(TCR) unariFifomanssduasuunfdaiuzashamed
Fosondl HLA Tnelassstrsvaseniivmiidwuendian
38 antigenic determinant finanannasguliiumesy
Leufiaffdme (specific antibody) doen @i Tozona
Lﬂﬂﬂma%qﬁgﬂmma ‘vﬁaLﬁmmﬂ@mwﬁwaﬂumqa
eNALe HLA-B*58:01 Uay HLA-B*15:02 fianadumusiy
MaUAE IRk Ul ssaInen Allopurinol kg Phe-
nytoin HLA-B*15:02, B*57:01, B*35:05 SlanadNwus
AUMSHRENMIRMTAINEN Carbamazepine, Abacavir
e Nervirapine WRENUIMTUAEN Sulfonamide Aeu
Fuusriudu HLA waneadie
2.4 M5A0LARNALSAA unrelated stem cell

%’asrﬂamﬂ Central for International Blood and Marrow

Transplant Research (CIBMTR) WaA9aNN&NAUS HLA
mismatch 2984 HLA-A,-B, -C, -DRB1, -DQB1 Wa¢ -DPB1
ﬁum‘SLﬁN mortality Lﬁla HLA mismatch 1% loci 9839 HLA-
A, -B, -C uay -DRBI fihigihedlamasasiiannas
e magnmeuuy HLA 7/8 match 1aefi DRBI
mismatch a¥ilomaiia mismatch “7‘; DQ L‘ﬁa\l
8n lidemidnsammaeiioasihe iasn
DRB1g v azdimseafulidheiuiuna 49
ayilnasia clinical outcome
® msUgneeuuy HLA 8/8 match %38 10/10
match wuh {1126/ stem cell 9N match
WYY non-permissive HLA-DPB1 allele mis-
match A¥AN3580TtieenT permissive HLA-
DPB1 allele mismatch
® T cell epitope (TCE) groups Lﬂumjmﬁﬁm‘mau
auoamanduiulamsduiussnis T cell way
HLA-DPB1 mmﬁw‘%&ﬁm‘sl,l,ﬁamjmmmmm
PUFMIPAANTU MIFoNRLFNAULL 9/10
non-permissive HLA-DPB1 mismatch %ﬂﬂﬁ
Wl overall mortality MNRANALSNALLL 9/10
permissive HLA-DPB1 mismatch aﬂﬁwa out-
come VLN'LLWW]'Nmﬂ 10/10 non-permissive
HLA-DPB1 mismatch
o ﬂmﬁamﬁu‘%mmmu low expression HLA loci
(LEL) w1y 7/8 match wud 3 LEL mismatch
asfinasie survival fiaag
o mudanduimefinansan lnefasnang HLA
match madangu3nefifl 8/8 match (HLA-
A,-B,-C,-DRB1) %38 10/10 match (HLA-A, -B,
-C, DRB1, -DQB1) 33 UNSNANTIN permissive
DPB1 TCE match ash Wdemmasandiacin
® MINANTINDEY WAIFILSNA NELSNARD
tlow axhlnssenfinmesfihefnnnhfitane
N uazdafusnedumenids daulumd
1504 stem cells Tiaemumee vi v 5anos
stem cells luilaona Sofumnidudusneme
NEJIAITUINALLIL peripheral blood stem cells
(PBSC) i bone marow wanani §uA
werEousane stem cells sELhenweneazyin
fin GVHD i Tusmseifusmedhuneoe
asinafanmaiia chronic GVHD
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® MWW CMV serology status 38 ABO
blood group A3 match 1 sk overall

survival AN mismatch

o A

ﬁqﬁuﬂﬁﬁmﬁw;ﬁu‘%ﬂm AMITNAALUANNDAY 39
avfinadiSadematgnaelanszen ol

1) HLAmatch (aehWhag) HLA-A, -B, -C, -DRB1) ay)
maqﬁu‘%m@, ABO, CMV ay Lwel NUALDLAGILERI LT
Figure 2

2.5 HLA Informatics Tools to an Unrelated Donor
Search

M3 assign WA HLA 180the wasnmdanduiaad
wsnzas loeld web-based HLA tools ¢t

1. HLA nomenclature E‘ULL‘U‘LImﬁWGMNaLﬂ% G group,
alleles, allele associations

2. M3 matching fuATARUAefivasaudelaunT
ﬁmminﬁmﬁrm linkage of B~C, alleles or antigens,
limit secondary loci allele mismatches, DRB3/4/5, DQBT,
Impacted by DRB1 mismatch selected

3. MINNIW sensitization of patient to specific
HLA 4 permissive DPB1 mismatch

4. Evaluate matching ﬁ"umam%’gaﬂama HLA match
25%

5. Confirm patient HLA &89 identify haplotypes
gasnsaun |a@elisunsy Haplostats 29avdasiing HLA-
A, -B, -C, -DRB1, -DOB1

Evaluate results of unrelated donor / cord blood
search RaNALSNAMAANNIRIZAN Wi 3 nande

adult volunteer, cord bloodiay international search

2.6 M5¥ HLA typing MnaRa Sanger sequencing
Base typing (SBT) iU Polymerase Chain Reaction-Se-
quence Specific Oligonucleotide probe (PCR-SSO)’

HLA match Henudéiysodannmasestiavasnihe
ﬁ@ﬂm'mvlfﬂmz@ﬂ WAENINUKL3NAT HLA match fiu
AiheszSeldiam mldiheilamasesdinuazmene
A o 8§ v ) | A @ . =
N‘Vlﬂ‘w registry UNWANMTARINGIIA HLA typing 1
39610 high resolution MITIEIKA YU high resolu-

. [ N [ ,if A ;:; [~

tion wUaIn 2 ¥le it Hed 1 Jumsnenuraluy G
code %39 P code #sUs¥naume alternative alleles 7
AN MANMIMARELFIENATA Sanger sequencing
Base Typing (SBT) Wwag PCR-SSO 4@ idumsnenuua
a6 3l G code waz P code Yaznaudne allele 7
31 nucleotide base mﬁauﬁﬂu exon 2, 3 1% HLA class
T uae exon 2 W HLA class I 3evh lvmnulysdiviiuaasonn
61%‘_1_I%L’Jm Antigen Recognition Domain (ARD) §%3Lh
wusia T cells INOMIADUEUDIMINNANTY wavaiiai 2
umMImenuNauLL single allele MmenmanagaLnnnaiie
Next Generation Sequencing (NGS) Fandumeian

”d‘i‘ £ ¥

MINIDNUNWHE b ATigR uTagiumansannudaya
nucleotide base figndasnnni3s SBT way [édayat
YINNALLY full gene® NRdayaEMasDEANNNTYALAW)
flaqihumedia sequencing Winfigansusnnignlumanana
HLA typing wiadwmefiatosfifienldiuagl 2 madia
A2 mAla Sanger way NGS Famadia NGS Wwmafiaf
d/dl =% o o A dgj/ 14 A dld
AR ueidannAaNduaauIN LaL FasdyanMNINA
ANNTIWITYENN wanant naiia SBT v3a PCR-SSO e
wefafen NI TENUNAEaNHE L high reso-

. izgj Y o v w | ° ! 6
lution I#vievaa andasiindenan shllgmsuseend 2
wAtiA2a9 SBT wag PCR-SSO Wnmery iiaandunauil

HLA match

Donor age

A

ABO match CMYV match

Male / Non-Parous Female

Figure 2 Priority of donor selection factors should be considered for donor selection
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SBT

DNA
PCR-SSO i

Combine HLA assignment

o

G code genotype

.

Additionalassay (PCR-SSP)

Figure 3 Combining SBT with PCR-SSO results in HLA typing

ENENN AR SoufiaAStTesaingndy Georgetown,
USA %Gﬁit&;ﬂ@‘]mﬂﬂﬂ SBT in house La¢ PCR-SSO com-
mercial kit (One Lambda HD Typing Kit, USA) uA"h
NATIRRAIN I aNAG T NIRRT
@luBeudefunanagoutesmedia NGS Tneusnsds
aaunIYumugL flow chart (Figure 3) ok
NWaMIMAEeL HLA-A, -B, -C loci uihoehogfusana
96 18 MnmmaFaLwaTuLANE 160 2 T ueitndaes
fuine 10 Mo s mesouussianasmm 1 s
asnTudananansnidin G code snni3aeas 95 lae
laidashmmesaust (egnéaserlutasiauas 96-09) 4
nedinemelsssnsouanaiin G code 14 Andhdauay
1-4 uax wuh¥esay 07 s allele Asilsfuusaseonuon
13104 ARD - encoding exons Fredanilinasaudidae
Wea PCR-SSP commercial kit (One Lambda, USA)
WaLEINTNRaNNA W lwiuda k) dmsumsutanadasand
Iﬂ‘smsuﬁﬁagﬁ%@ One Lambda Fusion (PCR-SSO) W
Connexio Genomics Assign™ (SBT) LﬁaLﬁ%EULﬁHUNa
U NGS WU Wia concordant 99% (Table 1) §1115Ums
veFay HLA-DRB1, -DOB1 Uae -DPB1 agflusewis vali-
dation MIMAEDLELMATA SBT 0 NGS Hdumanms
hrmsondhsnnuatUTaL Sadesdemsaduiiaths ms
whpsheRanan maRedunen Wudn deardadly
PADMEAENTIRIUTR (Liquid handling) uaNNG SBT
win NGS Sdoyafuiidantrann seifudosillusunay
@auﬁqma‘ﬂumsl,mamaLLa:ﬁﬁSﬁaLmzmlﬁm@mmﬁmima
dmSumaieReNeines MaLeIs DNA MNE0easilammn
AN buccal swabs LAY A5 update version IMGT/HLA
database HlssaifieWldnamnmafigndassanin

dwiumadiiiunsresiasfiinmadelafinnouas
inalafin shevasfiimafiens guiisnslafinudena
ammaalne lulagiiuildsd

1. m3hseuy QA/QC umsnsia HLA wiaila PCR-
SSO, Real time PCR laal@sumsSusasszuugmnim ISO
15189 [P amann DNA matsuidluamanimien §f
USutlqafisn fia mahszuy QA/QC calendar sndavinili

/ﬂ‘ ¥ ¥ A vAa 4 °

wHie lmelwieaftidms laelmmufmmuemslu
MIRARINIAFI MaaTvanzas ehliraamsvas
URTRmassInfnemaldaaannm wasmasams EQA/
EQ Wel#ldsyaninm lnsmstidmihiiriuquanione
289 EQA \ILGQTLLﬂI RiQAS, ASHI, AHIA, UKNEQAS,
RCPANIFIIEIUNGY WaLNININENANERIN 1SN

2. MI9979 HLA typing W aadiaIusnaade
o A & N ] o DX A
midiadialafia magnmeatizludihe waensenaiia
#Wa19om HLA associated disease memeiia PCR-SSO

Yo % % £ gd‘ o ¥ A k% a

Tnaldsuenudiniann disiide 1) mubhdefuasdodeas
wefiefiansan WalSuLjamafinmansa inaaudaats
Iu lneSeuifieumedia SSO+SBT fuwaiia NGS uay
Ieusuiiudod daidurnuneiin Tamedia SSO+SBT fifad
sannandunauifuteu lnameseuiaani NenuNa
Tyse high resolution ¢ g ssnsmhlAienzidosya
ymesdifdoviny HLA matching g wdesaoisnsias
5 ~a a 6 v ° a [~ a A Y a A
TunzdenSnamadduiifiadinlaio Sdaide de Tung
L I /:i } % ° 2: Y o W ’: A Y A
dhethsiidanhlmasoudandadiemenhen fdoyabu
Ao o A & o | > A A A
fdfammziinm ARD Swvhlflinmudeyatuufmdu
fufemudaaly (variation) Fse1auu new allele uag
o A A I3 ~ YA a A
foyafhnalanAusuuuTIa 190 2) Sansdianfsuien
iU HLA alleles fignansavhufizentuenuaufinaimsun
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Table 1 Comparison of combined PCR-SSO and SBT versus NGS

Methods

Characteristics

PCR-SSO + SBT

NGS

Number of reads 1 read
Allele information
encoding exons
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G code (good)
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Allele resolution
None

1. PCR set up
2. PCR clean up

Allele phasing

Processing
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4. Alcohol clean up

Turn around time 2-3 days
Analyzed program

USA

Antigen Recognition Domain(ARD) -

1. One Lambda Fusion (PCR-SSO),

More than >10,000 reads

Full gene or whole gene

99.99%

Single allele (very good)

Available

1. PCR set up

2. Amplicon Quantitation and
normalization

3. Library preparation

4. Size selection

5. Library quantitation (complicated
process)

4-5 days
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