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HTLV BLOT 2.4

WESTERN BLOT ASSAY
FOR RESEARCH USE ONLY
NOT FOR USE IN
DIAGNOSTIC PROCEDURES

For detection of angbodies to HTLV-1 and HTLY-1 iz gertum or
plasma samples,

[ NAME AND INTENDED USE ;
Yhe M8 Plagru 54 is a quatitative
SNZYITIS ENUNOT

Y
HTLV-f and HTLV-IE in human serum or plasma samples. This
test kit is supplied for research purposes only. Itis notintended
for use in the diagnosis or prognosis of disease. In particular,
this test cannot be used to evaluats biood specimens for the
purposas of donof screening or as a confirmatory diagnostic.

[ INTRODUCTION 1
The MBEBHTLV | | rasearch test on

serum of plasma samples. The Lo incorporates
MTA-1, a unique HTLV-| envelope recombinant protein {rgp46-
1}, K55, a unique HTLV- anvelope recombinant protein rgp
46-) and GD21, & commion yet specific HTLV- and HTLV-II
apitope recombinant envelope protein. Each sirip also includes
an internal sample addition control 1o minimize the risk of false
negatives due to operationaf errors,

| CHEMICAL & BIOLOGICAL PRINCIPLES OF THE !
| PROCEDURE

The nittoceliulose strips are incorporated with HTLV vira
proteins derived from native inactivated distupted vieal particles
and genetically engineered proteins. individual nitrocellulose
strips are incubated with diluted serum or plasma specimens
and controls, Specific antibodies to HTLV-IAL, i present in the
sample will bind 1o the HTLV-IAI proteins on the strips. The
stips are washed to ramove unbound materals while antibodies
that bind specifically to the MTLV proteins can be visualized
using a series of reactions with goat anti-human igG conjugaled
with alkaline phosphatase and the substrate, BCIP/NBT.

| KIT COMPONENTS ]

1.  NITROCELLULOSE STRIPS Available

Ingorporatad with MTLV.| viral iysate and in 18 or 36
recornbinant enveiope antigens. Keep strips
dry and away from light,

2, NON-REACTIVE CONTROL 1 vial
inactivated normal human serum non- (80 uhy
reactive for anti-HCV, anti-kiV- 1/2, anti-

HTLV-/§ and. HBsAg. Contains sodium
azide and thimerosal as preservatives.

3. STRONG REACTIVE CONTROL | = 1 vial
inactivated human serum with high {BO i
titared antibadies to HTLV-I and non-
reactive tor anti-HCV, anti-HIV-1/2 and
HBsAg. Contains sodium azide and
thimerosal as preservatives.

4. STRONG HEACTIVE CONTROL. i 1 vial
inactivated human serum with high B0 ul
titered antibodies to HTLV-IE and non-
reactive for anti-HCV, anti-HIV-1/2 and
HBsAg. Contains sodium azide and
thimerosal as preservatives.

5. LYQPHILIZED STOCK BUFFER 1 or 2 botties
To be reconstituted in reagent grade: {each to be
water, Tris buffer with heat inactivated  reconstituted
animal and non-animal proteins. to 100 mi)
Contains thimerosal as preservative.

6. WASHBUFFER CONCENTRATE (20X) 1 bottie
Tris with Twesn-20 and containg (70ml).. .
thimerosal as praservative.

7. CONJUGATE 1 viai
Goat anti-human 1gG conjugated with {120 wh
alkaline phosphatase.

8. SUBSTRATE 1 botHe
Solstion of 5-bromo-4-chlora -3-indolyl- {100 miy

phosphate (8GIP) and nitroblus
tetrazofium (NBT).

9.  BLOTTING POWDER 10 sachels

Non-fat dry rilk {19 each),
10. Incubation trays, 9 wells gach. 2 or 4 trays
11, instruction Manual 1 copy
12. Forceps ' 1 pair

Vaoluine of reagents provided are sufficient for 4 runs,




| PRECAUTIONS TO USERS

i SPECIMEN HANDLING AND STORAGE (OPTIONAL) 1

CAUTION: Handle all assay specimens, positive and
negative controla as potentially infectious
agents.

1. Substiluting reaganis, even betwaen iots, may affect
results,

2. FOR RESEARCH USE ONLY, NOT FOR USE IN
DIAGNOSTIC PROCEDURES.

4. Do not use kit components beyond the axpiry dals,

4. Avoid microbial contamination of reagents when opening
and removing aliguots from the original vials or botties.

5. Gloves and lab coats must be womn.
8. Do not pipetis by mouth.

7. Wipe spills quickly and thoroughiy with sodium hypochiodte
solution,

8. Autoclave ali used and contaminated materials at 121°0
at 15 p.s.d. for 30 minutes before disposal.

9. Itis highly recommended that this assay ba performed in
a bishazard cabinet.

10. Decontaminate ail used chemicals and reagents in sodium
hypochlorite solution.

11, We do not recommend re-use of incubation frays. -

]
A Antigen strips

*+ Aveid unnecessary exposure of antigen strips fight.

| STORAGE INSTRUCTIONS

B. PReagents
+ Store all reagents gt 2-8°C.
*+ For best results, dispense ail reagents while cold and
reium t¢ 2-8°C storage as soon as possible,

CAUTION: Aveid unnecessary exposurs of substrate to
light,

MATERIALS REQUIRED BUT NOT PROVIDED

Rocking platform *

Pipettor and tipa

Aspirater with sedium hypochiorite trap *
56°C water bath (optionaf}

* Not required if using A

Sera can be inactivated but this is nat a requirement for optimal
test performance.

Inactivated as follows:

1. lLoosen caps of serum containers,

2. Heat serum at 56°C for 30 minutes in a water bath,
3. Allow serum to cool balore retightening caps.

4. Serum can ba stored frozen unil analysis,

We recommend that thie seta should not undergo repeated
freeze-thaw cycies prior io tgsﬁng.

‘f PREPARATION OF REAGENTS

1. DILUTED WASH BUFFER
(a) Diute 1 voluma of WASH BUFFER CONCENTRATE
(20X) with 18 volurnes reagent grade water, Mix well.

2,  BLOTTING BUFFER
(a} Reconstibde each botdle of LYOPHILIZED STOCK
BUFFER with 100m! reagent grade water, Mix well
1o dissoive. This RECONSTITUTED STOCK
BUFFER Is stable for & weeks i slored at 2-8°C

(b} BLOTTING BUFFER should be prepared fresh
prior to use.
Add 1 g of BLOTTING POWDER to every 20 ml of
the AECONSTITUTED STOCK BUFFER prepared
in atep 2(a) above, Mix well,

WORKING CONJUGATE SOLUTION

{8) Prapars WORKING COMJUGATE SOLUTION by
diluting CONJUGATE 1:1000 into BLOTTING
BUFFER, for example 10ul CONJUGATE o 10n%
BLOTTING BUFFER.

(b}  WORKING CONJUGATE SGLUTION should be
prepared fresh prior to uge.

4. SUBSTRATE SCLUTION (ready to use)
(@) Dispense directly the required volums from the
bottls, Use a clean pipette. Cap tightly after use.




' RECOMMENDED ASSAY PROCEDURE |

Note: 2} Aé}gérgfe all u

A : L

sed _r:hc_aﬁzi_cal& and reagents into 3%

- Alf incubations:
latfarm.

5}

e to be carried out on a rocking

[_ AMOUNT OF REAGENTS REQUIRED

FOR VARIOUS NUMBER OF STRIPS

NUMBER OF STRIPS TO BE USED
Reagents

316 |9 1512 2738
1X Wash Bufler (mh)| 60 100 | 145 240 | 3007 200 530

1X Blotting Bufter (mb] 20 T40 . 80 ¢ 80 1 108 1201 160

Conjugate {p1) ‘11 117 [ 2335 45| 541 77

Substrate (mi) i1 117123138 a5 59 77

BlotingPowder (g} 7§ [ 2 3 | 4: 5] 61 8

 REFERENCE STANDARDS

Ws recommand that the Nen-Reactive Control and both Strong
Reastive Controls be run with assay regardless of the number
of samples tested.

1.

NON-REACTIVE CONTROL,

No HTLV-it viral specific bands, Pg46-, 1og 46-H or GO
shouid be obsersed on the Non-Reactive control strip. The
band far the serum control {anti-human laG} shiould be
visitse,

STRONG REACTIVE CONTHOL |

The serum control band and all relevant HTLV-I/I
malecular weight bands must be evident. The relevant
HTLY-} bands must be present are P19, 524, gpd6, gp46-
1 and GD21,

STRONG REACTIVE CONTROL I

The serum control band and alf refevant HTLV-11
molecular weight bands must be evident. The relevant
HTLV bands must ba present are p24, GD21 and pg4as-
1.

.




| {DENTIFICATION OF BANDS !

The serum control band serves as a check for serum addition
in the assay. Absence of this band indicates that no test serum
or conjugale or substrate has been dispensed onto the test
strip or other operational errars.

Locate and identify bands on the strips run with Strong Reactive
Conirols. These strips are then used to idenfify bands present
on strips used with test specimens.

Setum with antibodies to both virtses although rare, may cocur
and can also be differentlated based on the above criteda.
Banding patterns of such specimens wiil indicate HTLV.) and
HILV-Il positive. Available datz demonstrates that the
saroreactivity to rgpd6-| is specific for HTLV-| and seroreactivity
te rgpd6-l is specific for HTLV-I.

LIMITATIONS OF THE PROCEDURE J

Deviation from the recommended procedura may lead to
aberrant results.

| LIMITED EXPRESSED WARRANTY DISCLAIMER |

The manufacturer makes no express warranty cther than that
the tast kit will function as a Hesearch Use Only assay within
the specifications and limitations described in the product
Instruction Manual when used in accordance with the
instructions contained therein. The manufacturer disclaimg any
warrarty expressed or implied, including such expressed or
implied warranty with respect to merchantability, fitness for use
or implied utility for any other purposes. The manufacturer is
fimited to either replacement of the product or refund of the
purchase price of the product. The manutacturer shall not be
liable to the purchaser or third parties for any damage, inury or
econamic loss however caused by the product in the use or in
the appiication thereof.
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Viral specific bands as visualized with:

a. Serum Reactive to both HTLV-1 and HTLV-I1

b, Strong Reactive Control |, (Reactive for HTLV- only)
c. Strong Reactive Control . (Reactive for HTLV-I only)
d. Non-reactive Control.

&
L]

i




TROUBLE SHOOTING CHART

Dark spots Expacted bands do
deveiop on not develop or are of
strips waak intensity.
White patches
daveiop o
strips o Absence of Serum
Control Band
Check posiiive control '

+.Bacterisi or fungal
contaminatior: of test
sample,

2,Pracipitation of
immune complexes
in aged test sample.

3. Hacteriat or fungal
contamination on
stip due to improper
STOTBG-

4.Strips physically
damaged, cracked of
scraiched.

5.5trips not proparty
washed between
assay steps.

i

. 8trips fipped over
during assay.

2. Trays not propery
washed before use.

3.Poor dissolution of
Biotting Powdar.

4, Electrotranshiot
intarfarence during
manufacturing.

I

1.Test sampie/reagent(s) no!

dded

a .
2.8trips flipped over during

assay.

3.%nsuﬂi;:ienl reagent(s) added.
4, Inatfequate rocking motion.
DO NOT USE A ROTARY

PLATFORM, _

-

Positive conrol weak
!

|

i

1.Raagents not properly
prapared,

2.Wrong conjugate
dilution.

3 Linstable reagents
due io improper
femparature exposure,

£, Conjugate contaminated
with human IgG.

5 tncorrect substrats pH
due 1o exposute 10
strong UV light or
reducing agent.

8.Trays, reagent{s) of
wator having high
phosphate
concentration.

7.Hotary platform used
instead of Aocking
platiosm.

-
H
Positive control OK

!

1

1 Wrong test sample
difution.

2. Test sample
contaminated with
conjugate.

3.Test samples soverely

immune-complexed.

4 Tast sample 1gG
datarioraied of
denatured due fo
repeated fresze- thaw
or imnproper storage.

5, Rotary platform used
instead of Focking
platiofm.

§.Text sample may be
an ELISA “false”
pasitive.

Non-specific
batuis and/or dark
background
develop on strips

HYL\-specific
bands detected on
negative control
and/tr Known:
negative sampiss

1, Trays contaminated
with positive test
sample or positive
control.

2.Negative controltest
sample comaminated
with positive control/
tast sample.

1. Wrong test sample of -
coniugate ditution.

used for delivery and/
or rarnoval of, teat
samples/control.

4, Test sample may be
an ELISA “false”
negative.

2, Test sample/reagent

incubation too fong:
3.Incomplate washing
during assay.

4, Incubation
temperature greater
than 30°C.

5. Test sample reactive
with nor-viral proteins.




