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Introduction

The purpose of this manua isto asss you regarding thetests offered by the Histocompetibility and DNA
Laboratory. The cataog of tests procedures includes ingtructions for obtaining specimens, methodology
and use of thetedts. If you have questionsregarding the laboratory functions, specid needsof your patients
or |laboratory, please contact the respongible persons listed in the manud.

Laboratory Staff

Name Phone

Consuelo Climent, M.D., Laboratory Director/Technica Supervisor  (787) 766-3150

Roman Véez Rosario, M.D., Associate Laboratory Director (787) 766-3150

Sara Gorbea, M. T., General Supervisor (787) 766-0728
DeliaRivera, M.T., Medicd Technologist (787) 766-0728

Glenda Rivera, M.T., Medica Technologist (787) 766-0728

Luz V. Gonzdez, M.T., Medicd Technologist (787) 766-0728

Mireya Ronda, Accountant (787) 758-2525 ext. 1332
Glorimar Valette, Secretary (787) 758-2525 ext. 1333

Fax: (787) 754-0710
General Description of the Laboratory
L ocation
The Histocompatibility and DNA Laboratory islocated in thethird floor of the Medica Sciences Campus,
School of Medicine, Department of Pathology and Laboratory Medicine, Suite B-310, at the Puerto Rico
Medica Center.
Services Offered
Histocompatibility :  Provides testing for Class | and Class II HLA by molecular serologic and by

serologic techniques for purposes such asidentification of the best possible donor for apatient in need of a
trangplant, typing cadaver donor, disease association, crossmatch for solid organsand paternity eval uation.
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Parentage Testing : Provides DNA (RFLP) testing for child support offices and privete parties.
Working Hours

Theregular working hours arefrom 8:00 am to 4:00 pm, Monday through Friday. Cadaver workup (typing
and crossmatch) is available 24 hours a day, seven days aweek.

L aboratory Request form Documentation

All laboratory request forms submitted must be properly filled out for acceptance of the specimen being
tested. The request form must have the patient=s name, date of birth, physciarrs name and hospita or
laboratory name.

Specimen Collection and Preparation

Proper specimen collection and preparation is essentia in order for usto provide atimely accurate test
result and interpretation. Prior to each specimen collection, please review the specimen requirements
(conect specimen, amount, specimen container, collection material, storage and handling).

Specimen Containers

Red Top Tube :  contains no anticoagulant/preservative

Lavander Top Tube : containsliquid EDTA as anticoagulant

Yédlow top Tube . contains acid citrate dextrose (ACD) as anticoagulant/preservative

Green Top Tube : contains heparin as anticoagulant

Sample Requirement for Pediatric Patients

Age Tube Type Typing
0-10 years 5 ml, green top HLA-A B typing (serology)
5 ml, ydlow top/lavander HLA-DR, DQ typing
5 ml, yelow top/lavander HLA-DR,DQ typing (PCR/SSP)
5 ml, lavander top DNA Polymorphism (RFLP)
over 10 years 10 ml, geentop HLA-A B typing (serology)
10 ml, yelow top/lavander HLA-DR, DQ typing
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10 ml, yelow top/lavander HLA-DR, DQ typing (PCR/SSP)
5 ml, lavander top DNA Polymorphism (RFLP)

General Procedure for Venipuncture

1 Check patient identification band againgt labels and requisitions forms (hospitdized patients). Ask
the patient for her or his full name. If the patient identity is unknown or questionable, give the
patient atemporary identificacion. Do not draw any specimen without properly identification of the
patient.

Delivery Requirements

Blood samples must be delivered by courrier service. All samples should be considered as biohazard.
Samplesfor serologic HLA typing should not be ddivered from Friday 4:00 pm to Monday 8:00 am or the
day before a holiday, to ensure viability of the sample. For cadaver typing or crossmatch, contact (787)
402-2337 Unit 230-2719.

Unacceptable Specimens

Proper identification of specimensisessentiad to provide accurate laboratory resultsfor the correct patient.
The laboratory will not accept unlabeled specimens, even when accompanied by paperwork or request
form bearing the patient=s name. Incomplete or inaccuratdly labeed specimens will be evaluated by the
genera supervisor and director in order to determine whether acceptable identification can be madeand a
report issued. If asampleisrgected for thisreason, the physician will be notified by phone and the sample
will be noted in the log book, including the cause for rejection.

Sampleintegrity iscrucia to accurate test results. Samples can be compromised due to conditions during
collection, storage or trangportation. The most frequent causes of unacceptable sample are

hemolysis (for HLA serology), ingppropriate trangport temperature, incorrect anticoagulant or samplesmore
than 48 hoursold. If asampleisregected for thisreason, the physician will be notified by phoneinmediately
and the sample will be registered in the log book, including the cause for rejection.

General Regection Criterialnclude:

1 Containers contaminated on the outside, since they are dangerous and unacceptable
2. Improper storage of specimen before reaching the laboratory
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3. Unlabeled specimen or incorrectly labeled specimens

(Date and time of collection indicates that the specimen isinadequate) Samples more than
48 hours old.

Incorrect specimen (serum versus plasma)

Incorrect anticoagulant

Insufficient quantity of gpecimen

Discrepancy between request form and specimen

Hemolyzed or clotted specimen, depending on the test

»
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Turn Around Time (TAT)

The estimated Turn Around Time (TAT) islisted in the cata og.

STAT Testing

Stat testing is available for cadaver workup (typing and crossmatch procedures).

Results and Reports

Fina test resultsare usudly sent by courrier serviceto thereferring indtitution when al tests on aspecimens
have been completed. Fina crossmatch results are reported immediately by phone, in addition to the
written report.

Consultation

The medicd faculty, supervisor and technologigts of the laboratory are available for consultation. Our
laboratory staff is committed to helping you to provide the best patient:s care.

L aboratory Accreditation

Hedth Care Financing Adminigtration (CLIA certificate number 40D0658324)
Puerto Rico Department of Hedlth (Lic. 596)

American Society of Histocompatibility and Immunogenetics (ASHI), 11-3-PR-02-1
UNOS #03PRil
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List of Tests (Alphabetical Order)
Cadaveric Donor Evaluation

Special instructions Contact laboratory before drawing specimen
Specimen Whole blood

Volume 10 ml heparin (1 green top tube) 20 ml ACD (2 yellow top tubes)
Storage instructions Maintain specimens at room temperature
Causesfor rg ection Clotted specimen, hemolysis, refrigerated specimen
Use HLA typing

Schedule around the clock

Methodology cytotoxicity

TAT 4 hours

Crossmatch, cadaveric donor (heart) Complement Dependent Cytotoxicity AHG

Special insgtructions The test must be notified to the M T on cal

Specimen Whole blood, serum

Volume 10 ml heparin (green top) tube and 10 ml clotted (red top) tube from the recipient and 10 ml
heparin (green top) tube and 20 ml ACD (yellow top) from the donor

Container Green top tube (heparin), red top tube (no anticoagulant), yellow top tube (ACD)
Storage ingtructions Maintain specimens a room temperature

Causesfor rejection Clotted specimen, hemolyss, refrigerated specimen, old samples

Use Evauate compatibility between donor and recipient

Schedule Around the clock

M ethodology Cytotoxicity, T lymph (AHG) + B lymphocytes

TAT 4 hours

HLA-B 27
Test includes human leukocytes antigen testing to the detection of B27 antigen

Special ingtructions The test must be scheduled with the laboratory one day in advance, since test
requires viable lymphocytes.
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Specimen Whole blood

Volume 7 ml specimen

Container Green top tube (heparin)

Storage indructions Maintain specimens a room temperature

Causes for regjection Clotted specimen, hemolysis, refrigerated specimen, old samples
Use Evduate spondyloarthritis and other disorders associated with this antigen
Schedule Monday to Thursday

M ethodology Cytotoxicity

TAT 3 days

HLA Typing (A and B locus)

Spedal ingructions The test must be scheduled with the laboratory one day in advance, since test
requires viable lymphocytes. Include date and time

Specimen Whole blood

Volume 10 ml specimen

Container Green top tube (heparin) or yellow top tube (ACD)

Storage instructions Maintain specimens a room temperature

Causesfor rejection Clotted specimen, hemolysis, refrigerated specimen, old specimen

Use Epidemiologica marker, correation with disease syndromes, trangplantation candidate  matching,
transfusion of specificaly compatible blood components, among others.

M ethodology Cytotoxicity, SSP

TAT 3days

HLA Typing (DR and DQ L ocus)

Special instructions The test must be scheduled with the laboratory one day in advance, since
test requires viable lymphocytes. Include date and time

Specimen Whole blood

Volume 20 ml specimen

Container Yéellow top tube (ACD) or lavander top tube (FDTA)

Storage instructions Maintain specimens a room temperature

Causesfor rejection Clotted specimen, hemolyss, refrigerated specimen, improperly labeled,
old specimen

Use Epidemiologica marker, correlation with disease syndromes, transplantation candidate
matching, transfuson of specificadly compatible blood components, amnong others.

M ethodology Cytotoxicity

TAT 3days
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HLA Typing DRB and DQB 1 by SSP (L ow Resolution)

Special ingtructions Schedule family studiesin advance. The specimen should arrive in the |aboratory
Monday to Thursday and within 48 hours of venipuncture

Specimen Whole blood

Volume 5ml specimen

Container Ydlow top tube (ACD)

Storage instructions Maintain specimens a room temperature

Causefor r g ection Clotted specimen, improperly labeled specimen, specimen recelved with morethan 48
hours of venipuncture

Use Epidemiologicd marker, corrdation with disease syndromes, transplantation candidate matching,
among others.

M ethodology PCR-SSP

TAT 2 days

HLA Antibody Detection

Specimen serum

Volume 10 ml specimen

Container Red top tube (no anticoagulant)

Storage instructions Maintain specimens a room temperature

Causesfor rejection Improperly labeled specimen, specimen more than 48 hours from venipuncture.
Use HLA antibodies detection in patients candidates to heart transplant

M ethodology Cytotoxicity AHG

TAT 4 hours (stat), 5 days (routine)

Par entage Testing Assessment

Test includes DNA-RFLP, HLA-A and B loci (if needed)

Specimen Whole blood

Volume adults 10 ml heparinized whole blood (for HLA), 5 ml EDTA whole blood;
pediatrics: 5 ml heparinized whole blood, 3 ml EDTA whole blood

Container EDTA (lavander top) tube

Collection Witnesses required during collection of blood samples from mother, child and
presumptive father. All three samples must be labeled with complete name, date and time
of collection and phlebotomist=sinitids. Photographs and thumb prints are to be placed on
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the AClient Authorizationd form. Race and history of trandfusion must be stated. Chain of
custody will be followed.

Storage instructions Maintain specimens a room temperature

Causes of re ection All parties must be at the laboratory at the same time, gppointments are
required. Specimens will be not be drawn until al parties are present.

Use Determine the nonpaternity or the chance of paternity in cases of disputed paternity;
edtablish blood relationship of potential immigrants, possble exchange of infants in nursery.

M ethodology Cytotoxicity. Redriction fragment lengh polymorphism

Schedule Monday to Thursday

TAT 3 weeks

NOTE : Currently we are using DNA-RFL P almost exclusively for pater nity testing. The
next semester of 2002 this method will changed to DNA-STR which is a faster
method.
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