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Treatment includes chemotherapy or stem cell transplant

Morphologic leukemia-free state:

> in the bone marrow (1 in 20 cells)
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What is Minimal Residual
Disease (MRD)?

Measurable Residual

Relapse

Disease (MRD)
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What are the current ways to detect
residual leukemia cells
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to detect residual leukemia cells to better
se or will go into remission, and




1 gPCR detect MRD more efficiently than the other means
acting MRD?




Wilms tumor gene

Overexpressed in leukemia

iable marker




e of qPCR to detect WT1 overexpression will be able to
000 cells and at most 1/100,000 cells.

Hypothesis




Use qPCR Crate a standard curve

Ahsorbacnes

0.02

.04 (.06 .08

Concentration {mg/ml}

www.fishersci.com/shop/products/brandtech-brand-white-real-time-pcr-qpcr-96-well-microplates-with-sealing-film

https://www.google.com/url?sa=i&rct=j&q=&esrc=s&source=images&cd= https://www.google.com/url?sa=i&rct=j&q=&esrc=s&sourcefages&cd=&cad=rja&uact=8&ved=0ahUKEw

Methods



METHODS

1. Dilutions of cells
HL60 (WT1) and MNC (ABL)
2. Extract RNA

3. Make cDNA to do gPCR

O\

cDNA

/ https://www.youtube.com/watch?v=0MJlbrS4fbQ
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PCR reaction mix component Volume/20 uL (single reaction)

TagMan® Gene Expression Assay 1.0

TagMan® Gene Expression Master 10.0
Mix

cDNA template 4.0
5.0

RNase-free water

1/10 ABL |1/100 ABL NTC ABL

1/1,000 1/10,000 |1/100,000
ABL ABL ABL

1/10 WT1 | 1/100 1/1,000 1/10,000 |1/100,000 | NTC WT1 | HL6O MNC
WT1 WT1 WT1 WT1
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RESULTS

Amplification Plot
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Cycle

HABL BMWT A”

Threshold cycle (Ct) value is the intersection between an
amplification curve and a threshold line. It is a relative
measure of the concentration of target in the PCR
reaction

RENIIS

_ J_hmplificat_ion_?lqt -

K’

1w 0 2 4 % kLl 30 kg kol 36 38 40 4z 4t

A
N,
WasL WwT Undiluted

_ J_hmplificat_ion_?lqt -

P 2aar e

RN,

1% % 0 2 4 % kLl Ed kg kol 3 L] 40 4z “

Cycle

o 1/100,000




RESULTS

Group A
CTABL

Group B
CTWT1

EXP. 1 EXP. 2 EXP. 1 EXP. 2
24.224 23.651 24.253 23.429

25442 25952 26.197
24 286 27.973 28 266
25 847 32 816 32 560
25633 34.485 34 575
25 666 34.713 34 520

ﬂCT (CT target — CT nafemnce)

Table format:

XY Delta CT

EXP. 1 EXP. 2 EXP. 1 EXP. 2
0.029000000 | -0.222000000| 0.980233344  1.166250785

0.701904889 | 0.225268295| 0.701904888 0.225268295
0.077637460 | 0.036068529 | 0.077637460 0.036068529
0.007978486  0.007148540 | 0.007978486 0.007148540
0.002164897 | 0.001735261 | 0.002164897 | 0.001735261
0.0018901668 | 0.001659744 | 0.001890168  0.001659744

Z delta

\ Y

HLEO undiluted
HL 60 1/10

HL 60 1/100

HL 60 1/1000
HL 60 1/10,000
HL 60 1/100,000

0.00000
-1.00000
-2.00000
-3.00000
-4.00000
-5.00000
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RESULTS




We are going to re-perform the standard curve

In our samples from patients to compare to flow cytometry

Discussion
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